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ABSTRACT 

 Viral protein R (Vpr) is an evolutionarily conserved but poorly understood protein 

encoded by all primate lentiviruses, including the lineages that gave rise to both human 

immunodeficiency virus types 1 and 2 (HIV-1 and HIV-2), the causative agents of AIDS 

in humans. In this work, I sought to define the contribution of primate lentiviral Vpr to 

viral replication and evasion from cell-intrinsic antiviral defenses. I found that HIV-1 

infection of human dendritic cells (MDDCs) is substantially attenuated upon infection 

with Vpr-deficient (HIV-1/ΔVpr) virus compared to wild-type (WT) infection. This 

replication defect to HIV-1/ΔVpr is evident in a single round of infection, results in 

reduced levels of viral transcription, and is relieved upon complementation by virion-

associated Vpr. The block to transcription is alleviated through Vpr-engagement with the 

Cul4A/DCAF/DDB1 (DCAFCRL4) ubiquitin ligase complex and a yet-to-be identified 

host factor, hypothesized to induce the DNA damage response (DDR) in infected cells. 

MDDCs are critical immune cells that are poised to detect invading viruses through a 

variety of cell-intrinsic antiviral sensors, resulting in the production of type I interferon 

(IFN) and restriction of virus replication. Surprisingly, infection of MDDCs with Vpr-
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deficient lentiviruses (HIV-2 or SIVmac) resulted in production of type I IFN indicating 

that this pathway is targeted by Vpr. I determined that signaling cascades that induce NF-

κB-dependent type I IFN production are triggered in response to lentiviral integration, an 

obligatory process in lentivirus life cycle that results in host DNA lesions and subsequent 

repair by cellular DNA repair machinery. I also demonstrated that mutations in SIVmac 

Vpr that ablate the ability to initiate DDR are unable to counteract the antiviral type I IFN 

response. Together, our work suggests the existence of a novel host factor that detects 

lentiviral integration in MDDCs to trigger an innate immune response that blocks virus 

dissemination. I hypothesize that Vpr by overcoming this cell intrinsic block to 

integration would be a critical viral adaptation to facilitate cross-species transmission that 

resulted in the HIV pandemic. 
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INTRODUCTION 

History 

The first reported cases of HIV infection occurred in the US in Los Angeles, San 

Francisco and New York in mid-1981 (1, 2). The unusual disease was characterized as a 

severe immunodeficiency that resulted in death from normally non-pathogenic bacteria 

and fungi or rare forms of cancer like Kaposi’s Sarcoma (2–5). At the time, HIV had only 

been observed in gay men, resulting in it initially being called “gay cancer” and later that 

year GRID or gay-related immunodeficiency (2). It wasn’t until the fall of 1982 that the 

CDC renamed the disease acquired immunodeficiency syndrome, or AIDS (2, 6). At the 

time, it had also been documented in female sexual partners of AIDS patients, injection 

drug users, recipients of blood transfusions and hemophiliacs and was suggested to be the 

result of an unidentified infectious agent (1, 2). The virus itself was isolated by two 

separate labs, one by Dr. Françoise Barré-Sinoussi and colleagues at the Pasteur Institute 

and another at the US National Cancer Institute by Dr. Robert Gallo in spring of 1983 (7–

9). Dr. Gallo’s group also developed the first diagnostic blood test for the virus which 

allowed for screening for infected individuals (10). By the end of 1985, AIDS cases had 

been reported in every region of the world, totaling to over 20,000 reported cases (1, 2). 

The first treatment for HIV infection, a reverse transcription inhibitor called zidovudine 

(AZT) was released in the US in March of 1987 (11). While AZT is able to help control 

infection, it is not a cure and resistance mutations occur rapidly in infected individuals 

(12, 13). Combination therapy, in which several inhibitors are used in a cocktail that 

target at least two different steps of the viral life cycle was not developed for another 8 
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years (11). In 1995, highly active antiretroviral therapy (HAART) was released, which 

resulted in a 60-80% reduction in AIDS-related deaths in the coming years in countries 

that could afford the medication (1, 11). At this time, close to 5 million people worldwide 

had been diagnosed with the virus (1). Despite continued drug development, by the end 

of the 1990s, 33 million people had become infected with HIV and 14 million people had 

died from AIDS-related disease (1, 2). 

According to most recent estimates, 36.7 million people are still living with HIV 

and 35 million people have died from the disease since the start of the epidemic (14). Due 

to initiatives since the 1990s, globally 18.2 million people have access to HAART 

medication that is able to keep their infection under control (15). Currently, the World 

Health Organization (WHO) has a goal of having 90% of people with HIV identified, 

90% of that population on antiretroviral treatment and 90% of these individuals virally 

suppressed (undetectable viral load in the plasma) by 2020 (16). While there still needs to 

be improvement to meet these goals, global initiatives to lower the cost of medication and 

provide access to developing countries, particularly in Sub-Saharan Africa where disease 

burden is highest, has helped tremendously (16).   

Human disease- HIV-1 and HIV-2 

 It is now understood that the HIV pandemic originated in central Africa due to 

several cross-species transmission events from non-human primates to humans that 

resulted in two distinct viruses, HIV-1 and HIV-2 (17, 18). It is thought that these 

zoonotic transmissions occurred in the early 1900s, around 1920, though little 

information exists about disease transmission within human populations pre-1980s (19–
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22). The oldest identified infections were discovered in frozen clinical samples from 

Kinshasa, Democratic Republic of Congo obtained in 1959 and 1960 (23, 24). These 

clinical samples were used to help determine the evolutionary clock for HIV in order to 

estimate the amount of time since divergence from the most recent common ancestor (17, 

18). It is also likely that Kinshasa, which at the time was still part of Zaire and referred to 

as Leopoldville, was a cradle for HIV-1 evolution (17). The origins of all cross-species 

transmissions have been traced to nearby areas in Western Africa and all sub-groups of 

HIV-1 have been discovered to still exist in Kinshasa as well as unique viral strains that 

have remained confined to the city (17, 23, 25). At the time, in early colonial Africa, 

urban populations were expanding and Kinshasa was the largest city in the region (23). 

Emergence of HIV-1 with it would allow for the virus to spread and diversify more 

easily, creating the pandemic that has plagued the world. 

Both HIV-1 and HIV-2 are thought to have originated from a cross-species jump 

of a related simian immunodeficiency virus (SIV) from its native host to humans (17, 18). 

It is known that HIV-2 originated from at least eight independent transmission events of 

SIVsm, which is a naturally occurring lentivirus in sooty mangabeys (17, 26–28). This 

gave rise to the eight lineages of HIV-2, labeled A-H, though only A and B have spread 

to an appreciable degree (17). HIV-2 is far less pathogenic than HIV-1, and typically 

displays lower viral loads and poor transmission (17). Many individuals who become 

infected do not progress to AIDS, though those who do have symptoms that are 

indistinguishable from HIV-1-related AIDS (17).  
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HIV-1 transmission occurred from at least four independent transmission events 

of a related lentivirus, SIVcpz from chimpanzees and gorillas that gave rise to subgroups 

M, N, O, and P (17, 18, 29). Of these four groups, N and P have remained confined to a 

handful of cases in Cameroon, O has spread to a limited degree in West Africa and 

accounts for approximately 1% of the global incidence and group M is the highly-

diversified virus that is the cause of the global pandemic (17, 18). Group M has been 

further divided into 9 subtypes, A-D, F-H, J, and K, with additional recombinant forms 

between them that number greater than 40 (17). Global migration of these subtypes can 

be easily mapped, as many of them are now the predominant virus in different areas of 

the world (18). Subtype C, for example, has migrated to southern Africa, where it is now 

by far the dominant species of HIV-1. From there it has spread to India and Southeast 

Asia (17). Alternatively, subtype B initially was brought to Haiti, from where it spread to 

become the predominant virus in North America and Europe (17).  

Each group and subgroup within HIV-1 contains an immense amount of diversity. 

Due to both error-prone replication strategies and a short reproduction time, HIV evolves 

a million times faster than human DNA does, allowing it to quickly outpace our natural 

defenses to infection (30, 31). It has been reported that within subgroup variation is 

typically between 8-17% at the amino acid level, though as high as 30% variation has 

been observed (18). Additionally, intra-subgroup variation ranges from 17-35%, with as 

high as 42% for some subgroups (18). Group O virus has also been divided into 

subgroups I-V, which show similar between group variation as group M, though less 

intra-group variation has been observed due to generally more restricted spread of the 
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virus (18). Together, this complicates efforts to develop diagnostics, antiretroviral 

treatments and vaccine candidates that will work on a diverse array of viruses.  

Viral evolution and lineages- Simian Immunodeficiency Virus (SIV) 

HIV is a member of the lentivirinae family of viruses whose life cycle is defined 

by reverse transcription of the viral plus stranded RNA genome into double stranded 

DNA that is subsequently integrated into the host cell genome (32). Lentiviruses are a 

distinct subclass of the larger, retrovirus family which all reverse transcribe and integrate 

the host genome (32). Lentiviruses are unique amongst retroviruses in that they encode 

mechanisms to import the reverse transcribed viral dsDNA into the host nucleus 

independent of cellular division and are thus able to infect non-dividing cells (32). Both 

HIV-1 and HIV-2 are each derived from one of more than 40 described SIV strains 

circulating in African primates (17). Interestingly, SIVs have only been detected in 

African old world monkeys (OWMs), indicating that they infected African OWMs after 

speciation from Asian NHPs and new world monkeys in the Americas, which occurred 

six to ten million years ago (17).  
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Figure 1. Origins of human AIDS viruses.  

Old World monkeys are naturally infected with more than 40 different lentiviruses, 

termed simian immunodeficiency viruses (SIVs) with a suffix to denote their primate 

species of origin (e.g., SIVsmm from sooty mangabeys). Several of these SIVs have 

crossed the species barrier to great apes and humans, generating new pathogens (see text 

for details). Known examples of cross-species transmissions, as well as the resulting 

viruses, are highlighted in red. (17) Figure and legend from Sharp, et al. Cold Spring 

Harbor Perspectives in Medicine, 2011. 
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While there have been reported cases of SIV infections in Asian macaques, these 

occurred mostly in captivity (33). SIVsm was transmitted to Asian macaques via 

experimental injections and co-housing with sooty mangabeys (Fig. 1) (17, 33). This 

created the new strain, SIVmac, which is pathogenic and results in AIDS-like disease in 

Asian macaques (33). This species jump is of particular interest because SIVsm is non-

pathogenic in its natural host, sooty mangabeys, but gains pathogenicity following 

zoonotic transmission, suggesting host factors influence the course of disease (Fig. 1). 

Similarly, SIVsm has jumped into human populations on several instances, which has 

resulted in pathogenic HIV-2 epidemic in West Africa (26–28). Sooty mangabeys are 

frequently hunted as agricultural pests, and it is thought that exposure to humans occurred 

during instances of hunting where individuals were exposed to contaminated blood or 

tissue (17, 34). How sooty mangabeys tolerate SIV infection without noticeable 

symptoms remains unclear and is of research interest. Understanding these mechanisms 

might result in development of a functional cure for HIV infection.  

Unlike HIV-2, HIV-1 was derived from a cross-species jump of SIVcpz, likely 

through the capture or consumption of bushmeat (Fig. 1) (29, 34). SIVcpz is, itself a 

mosaic virus derived from recombination between SIV red-capped mangebey (SIVrcm) 

and an SIV from the Cercopithecus species including the greater spot-nosed, mustached, 

and mona monekys (SIVgsn/SIVmus/SIVmon) (35). Env, as well as some of the accessory 

genes, including vpu, tat, and rev are derived from SIVgsn/SIVmus/SIVmon, while the viral 

LTRs, the 5’ half of the genome and nef all more closely resemble SIVrcm (35). Exposure 

of chimpanzees to SIVs from other monkeys is thought to be due primarily to predatory 
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behavior (17). Field studies using non-invasive sampling techniques have defined the 

spread of SIVcpz amongst the 5 species or subspecies in western and central Africa (36–

38). Only 2 of these, the central and eastern chimpanzees, have detectable SIV infection 

(36–38). Infection rates among colonies can range from as high as 50% to non-existent. 

Contrary to what was noted with SIVsm, increasing amounts of data show that SIVcpz can 

cause AIDS-like symptoms and increased morbidity and mortality in chimpanzees (36–

40). The recent nature of the jump from red-capped mangabeys and monkeys to great 

apes likely has limited the amount viral tolerance that has developed in the new host (17). 

Interestingly, in addition to jumping to humans, SIVcpz has also spread to gorillas, though 

mode of transmission remains unclear, since gorillas are herbivores that do not pray hunt 

or eat other mammals (17, 41, 42). The transmission of SIVcpz that gave rise to HIV-1 

group P and potentially group O have been mapped to gorilla-derived lineages (17, 18, 

37, 43). It is less clear if group O is gorilla-derived, since it lies phylogenetically 

somewhere between known chimpanzee and gorilla lineages and may have arisen 

through contact with a chimpanzee lineage that also spread to gorillas (17, 18). Due to the 

limited amount of field studies of gorilla colonies in Africa, the extent of SIV spread and 

whether it results in pathological disease remain unclear. Though there is still a good 

amount that is unknown about disease pathogenesis during infection of diverse primates, 

pathogenesis of HIV-1 and HIV-2 in humans has been well characterized.  

Pathogenesis 

Due to the limited tropism of HIV, infection requires direct contact with immune 

cells normally resident in blood, immune organs and at mucosal sites. This restricts the 
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routes of HIV transmission to sexual contact, both intra-vaginal and intra-rectal, direct 

injection into the blood stream, either through transfusion of contaminated blood products 

or needle sharing during injection drug use, transplantation of organs from infected 

individuals, or mother-to-child transmission during child birth or breast feeding (44). The 

risk of transmission varies for each of these events, ranging anywhere from 1 in 200 to 1 

in 3000 for heterosexual transmission, 1 in 20 to 1 in 300 for men who have sex with men 

(MSM) transmission, 1 in 5 to 1 in 20 for mother-child transmission and 95 in 100 to 1 in 

150 for transmission via the bloodstream (44). A genetic “bottleneck” is frequently 

observed during transmission where one or very few viral clones establish infection in a 

new individual (18, 44). These single-founder events occur with high frequency in all 

infection routes, with approximately 80% of heterosexual transmission, 60% of MSM 

transmission, and 40% of intravenous transmission occurring from one or few founder 

viruses (18, 45). These founder viruses are typically CCR5-tropic (one of two co-

receptors used by HIV, as discussed further below), and dissimilar from the diverse 

quasispecies of virus in the transmitting host (44). This is generally thought to be due to 

the relatively low efficiency of viral transmission, resulting in an extreme bottleneck 

where only the most fit of transmitted viruses are able to establish an infection in a new 

host (44).  

Acute disease 

 After establishment of a new infection, acute disease is typically characterized by 

flu-like symptoms, consisting of a fever, rash, sore throat, and swollen/tender lymph 

nodes, which is often severe enough for the individual to seek medical attention (46, 47). 
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Due to the non-specific nature of these symptoms, patients are typically diagnosed with a 

non-specific viral infection and testing for HIV is rarely done (46). After exposure to 

virus, a successful infection begins with an eclipse phase where the virus replicates in the 

local environment, typically a mucosal site, before being trafficked to local lymph nodes 

by dendritic cells (DCs) or infected CD4+ T cells (45). The eclipse phase typically occurs 

about 10 days before viral RNA is detectable in the blood. After the eclipse phase, virus 

trafficked to the lymph nodes establishes a robust infection and begins to spread 

systemically, infecting all immune sites in the body, including the gut-associated 

lymphoid tissues (GALT) (45). At 21-28 days post infection, peak viremia is attained 

with viral RNA reaching 106 copies/mL in the plasma (45). Peak viremia is accompanied 

by a drastic loss in circulating and lymph-associated CD4+ T cells, the main target of 

infection. HIV mainly infects activated, CCR5+ (memory) CD4+ T cells, which are 

present in the blood and lymph tissues and highly enriched in the GALT. In the first 3 

weeks of infection, approximately 80% depletion of GALT-associated CD4+ T cells can 

occur due to direct cytopathic effects of infection or indirect effects of systemic immune 

activation associated with acute infection (45). Acute infection is characterized by a 

cytokine storm, driven by detection of viral infection from innate immune cells including 

conventional and plasmacytoid DCs (cDCs or pDCs), macrophages and natural killer 

(NK) cells (45). The antiviral cytokines interleukin (IL) 15, type I interferons (IFNs) and 

INFγ inducible protein 10 (IP-10) increase rapidly but transiently, while the 

proinflammatory cytokines IL-18, tumor necrosis factor α (TNFα), IFNγ, and IL-22 

increase rapidly and are maintained in the serum (45, 46). During this time, the levels of 
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circulating DCs also drop, either from activation-induced cell death or increased 

migration to the lymph nodes, where levels notably increase (45). Concurrently, the 

adaptive immune response begins to mount a response to viral infection. B cell specific 

responses can begin to be detected at 8 days post detectable plasma viremia and 

production of the first viral envelope-specific antibodies occurs between 13 and 27 days 

post plasma viremia (45). T cell-specific responses occur more rapidly and drive viral 

diversification as the virus tries to escape detection. Early T cell responses are typically 

specific to the viral Env or Nef proteins, while later responses develop against p24gag and 

Pol, which are thought to help keep viral levels in check (45). In the 12-20 weeks post 

infection, viral loads decrease and reach a “set-point,” and maintained at a fairly 

consistent level by the adaptive immune system (45, 46). During this time, plasma levels 

of CD4+ T cells rebound but GALT-associated CD4+ T cells do not (45). After these 

initial, early events in infection, viral load and CD4+ T cell count reach an equilibrium 

and disease progresses into its chronic stage. 

Chronic disease 

 Before the onset of anti-retroviral therapies (ART), chronic infection was 

characterized by persistent levels of immune activation, production of proinflammatory 

cytokines and a slow decline in immune function and CD4+ T cell levels (46). 

Consistently high levels of IL-6, TNFα, and coagulation-associated protein d-dimer drive 

chronic immune activation (48, 49). Production of antiviral IFNs are typically difficult to 

detect, but a consistent signature of interferon stimulated genes (ISGs) is noted in 

transcriptional analysis of cells from infected patients (50, 51). T cells, B cells and 
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antigen presenting cells (APCs), including DCs and macrophages which coordinate 

initiation of an adaptive response all show phenotypic and functional evidence of 

persistent activation (4, 52). T cells display increased expression of activation markers 

CD38 and HLA-DR, as well as increased expression of senescence and exhaustion 

markers CD57 and programmed cell death protein 1 (PD-1) (53–56). These markers are 

associated with decreased ability of the T cells to respond to T cell receptor stimulation 

and decreased functionality (53–56). There is also increased levels of cell-turnover and 

proliferation, indicated by Ki-67+ staining, which may be the result of homeostatic 

mechanisms of the immune system trying to fill the void of viral-induced cell death (46). 

During this time, the structure of primary and secondary lymphoid tissue begins to 

deteriorate (57). The thymus, which is the source of new, naïve T cells, undergoes severe 

morphological damage, which is thought to be responsible for some of the decline in 

circulating CD4+ T cells (46, 57). The intestine, which contains 40% of all lymphocytes 

in the body, also undergoes morphological changes, including increased epithelial cell 

apoptosis and crypt hyperplasia (46, 58, 59). The immediate and drastic loss of CD4+ T 

cells is thought to be the driving force for these changes (3–5, 46, 60). Th17 CD4+ cells 

are responsible for maintenance of the mucosal barrier and are reported to be amongst the 

first infected cells in pathological models of SIV infection (61). These cells are almost 

entirely depleted in chronic infection, which may be the reason for intestinal barrier 

breakdown and increased translocation of microbial products from the gut (46, 60, 62). 

These microbial products, including bacterial lipopolysaccharide (LPS), are thought to be 
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some of the driving force behind the high levels of serum proinflammatory cytokines 

(46).  

 During end-stage HIV infection, or onset of AIDS, CD4+ T cell levels drop below 

200 cells/mL and the host immune system essentially collapses (3–5, 46). At this point, 

the individual becomes highly susceptible to secondary infections including 

mycobacteria, cytomegalovirus, or infection by Pneumocystis jirovecii, Toxoplasma 

gondii, Streptococcus pneumoniae, or Cryptococcus (46). They also have increased rates 

of very specific malignancies including non-Hodgkin’s lymphoma and Kaposi’s sarcoma 

(46). This can occur anywhere from several months to 10 years after initial infection, 

though in rare cases of so-called “elite controllers,” they may not progress to disease in 

20+ years (46, 63, 64).  

 Since the advent of highly-active antiretroviral therapy (HAART), a combination 

of drugs that target multiple steps in the viral life cycle (described later in this section), 

course of disease during chronic HIV infection has been dramatically altered (65). In 

most cases, after HAART initiation, serum HIV drops to undetectable levels, CD4+ T cell 

levels rebound, and systemic inflammation decreases, though does not disappear entirely 

(46). Studies of individuals who initiate HAART early after infection have revealed that 

the thymus is able to regenerate/repair itself, if treatment is started early enough (57). In 

some cases, reconstitution of the GALT has also been observed, though other studies 

have reported that GALT-associated CD4+ T cell count remains low even post treatment 

(66–71). Early HAART treatment is associated with reduced disease progression and 

better restoration of CD4+ cell levels (46).  
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 In some individuals, typically those that initiate HAART later during their course 

of disease, CD4+ T cell levels are not able to rebound, despite undetectable viral load in 

the plasma (46). In these individuals, lymphoid tissue fibrosis, especially in the gut, is 

irreversible, and microbial product translocation as well as serum proinflammatory 

cytokines are maintained (46). These individuals also maintain higher levels of activation 

and proliferation markers on their circulating T cells, as well as decreased ability of theirs 

cells to respond to stimulation (46). These residual disease effects are all collectively 

associated with worse disease outcomes and increased morbidity and mortality.  

 With the advent of HAART, HIV has become a chronic disease. Individuals now 

are more likely to suffer from HIV-associated non-AIDS conditions (HANA) that are 

thought to be driven by the underlying inflammatory signature that even HAART cannot 

alleviate (72). These HANAs include cardiovascular disease, increased incidence of 

cervical and lung cancers, liver disease specifically in hepatitis co-infected individuals, 

and a variety of non-AIDS related malignancies (73–75). All of these are more common 

in HIV-infected individuals than the general population and correlated with CD4+ T cell 

count (46, 73). It is thought that the low level of viral replication that occurs, specifically 

in isolated tissue reservoirs where drug penetrance is low, is the driving force behind 

these inflammation-linked disorders. There is hope that better treatment to reduce 

residual replication or a functional cure for infection could prevent HANA entirely. In 

order to effectively design better treatments, in depth knowledge of the viral life cycle is 

necessary. 
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Molecular mechanism of disease: viral life cycle 

HIV and SIV replication, like with all viruses, initiates with attachment and entry 

into the target cell (Fig. 2). For all lentiviruses, binding is mediated by a virally encoded 

env protein (76). The HIV-1 Env is a trimer, each composed of the transmembrane 

anchor, gp41 and the receptor binding motif, gp120 which are proteolytically cleaved 

from one polyprotein encoded in the genome (76–78). For HIV-1, fusion requires the 

presence of the primary virus receptor, CD4, as well as a co-receptor, either CCR5 or 

CXCR4 (79–86). Receptor and co-receptor requirement limits HIV-1 cell tropism to 

CD4+ T cells, macrophages and dendritic cells (87, 88). The HIV-1 fusion protein is 

usually specific for usage of either CCR5 or CXCR4, though dual tropic viruses, 

although rare, have been isolated as well (89). This has given rise to the nomenclature 

CCR5- or CXCR4-tropic viruses. HIV-2 also utilizes CD4 as its primary receptor but is 

known to have a broader range of co-receptor usage including CCR1, CCR3, CXCR6, 

and GHOST(3) (90–92). SIVs, similar to HIV-2, are also thought to have a broader range 

of co-receptor usage and may be able to enter cells independent of CD4 expression with 

certain co-receptors (93–95). In HIV-1, binding to CD4 by the env protein allows for 

rearrangement of the V1, V2, and V3 loops of the viral env so that the co-receptor can be 

engaged (76). Co-receptor engagement is thought to be the trigger for insertion of the 

fusion peptide of gp41 into the host plasma membrane (76). Then, a six-helix bundle 

composed of two viral Env trimers with fusion peptides inserted into the host membrane 

undergo a conformational change that pulls the two membranes together (76, 96, 97). 

Once the virus fuses with the cell membrane, entry and uncoating occur (32).   
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Figure 2. HIV life cycle and viral restriction factors.  

Steps of the HIV life cycle are denoted with black, boxed labels and host restriction 

factors that are counteracted by virally encoded proteins are shown in red.  
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The viral core, or capsid must enter into the host cytoplasm and begin to come 

apart, or uncoat, releasing the viral genetic material to allow for infection (Fig. 2) (98). 

Timing is important in this process, as evident by the effects of the restriction factor 

TRIM5α (99–102). TRIM5α is a host protein shown to restrict SIV/HIV infection of cells 

derived from its non-native host during a cross-species transmission event (99–101). 

TRIM5α binds to capsid and mediates premature uncoating, resulting in viral restriction 

(Fig. 2) (102). It remains unclear whether this process occurs in the host cytoplasm or 

after the core reaches the host cell nucleus (98). During uncoating, reverse transcription is 

initiated by the viral reverse transcriptase (Fig. 2) (98).  

Reverse transcription utilizes a virally encoded polymerase to convert the single-

stranded RNA genome to double stranded DNA (103, 104). Reverse transcription 

initiates using a tRNA primer that binds to the primer binding site on the viral RNA, just 

downstream of the long terminal repeat or LTR (105, 106). The LTR contains sequences 

(R or repeat region) that flank both ends of the viral genome allowing for successful 

reverse transcription and U3 for initiating transcription from integrated viral DNA (105). 

HIV preferentially utilizes a lysine tRNA for reverse transcription initiation (103, 104, 

107, 108). Then the viral reverse transcriptase begins to add dNTPs to the tRNA primer 

in the direction of the 5’ LTR using the viral RNA as a template (Fig. 3) (32, 105). The 

viral reverse transcriptase, in addition to polymerase activities, also has RNAse H activity 

and degrades the template RNA as it copies it into DNA (32, 105). Once the polymerase 

extends through the 5’ end, it reaches the minus-strand strong stop, where it pauses until 
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the whole tRNA-reverse transcriptase-DNA complex will jump to the other end of the 

viral RNA (Fig. 2) (32, 105). Base pairing between the newly reverse transcribed R and 

3’ R (RNA) allows for continued duplication of the rest of the genome into DNA (Fig. 3) 

(32, 105). During this second extension, RNAse H is unable to degrade a short track of 

RNA called the polypurine tract, which acts as a primer for creation of the second strand 

of DNA (Fig. 2) (32, 105). The viral reverse transcriptase will then copy the first strand 

of DNA in the 3’ direction until it reaches the initial tRNA primer at the positive strand 

strong stop (Fig. 3) (32, 105). Again, the reverse transcriptase will pause until the newly 

made second strand DNA base pairs with the first DNA strand at the primer binding site, 

forming a loop like structure (32, 105). DNA replication can continue around the loop to 

form a complete, double stranded DNA genome (32, 105).  
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Figure 3. Viral Reverse Transcription.  

(A) Viral reverse transcription initiates via a tRNA primer binding to the primer binding 

site (PBS). The viral polymerase, reverse transcriptase, will then proceed to copy the U5 

and R sequence while the RNAse H portion of the viral polymerase degrades the template 

strand. When the polymerase comes to the end of the R sequence, base pairing can occur 

the homologous R sequence at the other end of the genome, resulting in the whole DNA-

polymerase complex to jump in a process referred to as strand transfer (B). The viral 

reverse transcriptase will again begin to copy the viral RNA into DNA, degrading the 

template RNA as it goes. The polypurine track (PP) is resistant to RNAse H degradation, 

and will remain base paired to the newly synthesized DNA. (C) The PP then acts as a 

primer, and the viral reverse transcriptase will use the newly synthesized DNA to as a 

template. Once U3, R and U5 have been synthesized, the second strand transfer will 

occur (D), and base pairing at the PBS will allow for extension in both directions to make 

a complete DNA copy of the viral genome. 
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After the double stranded DNA reaches the host cell nucleus, another virally 

encoded protein, integrase, incorporates the viral DNA into the host cell’s chromatin 

creating a provirus, or a permanently incorporated viral genome encoded by the host (Fig. 

2) (109). Integration is directed by the viral integrase protein along with a number of host 

cell proteins that are recruited to the viral DNA (109). These include the cellular protein 

Barrier to autointegration (BAF) that prevents the viral DNA from integrating into itself 

(110, 111). A pre-integration complex (PIC) is generated, which includes integrase and 

matrix and capsid proteins, all of which contribute to nuclear import (109, 110). This 

complex of proteins associate with nuclear pore proteins transportin 3 and Nup358 and 

facilitate transfer of the PIC across the nuclear membrane (109). Once in the nucleus, the 

PIC associates with the cellular protein LEDGF/p75, which is thought to help tether the 

PIC to the host DNA and play some role in integration site selection, though this process 

remains poorly understood (112–115). Though the mechanism of site selection remains 

poorly defined, integration site mapping has revealed that HIV preferentially integrates in 

euchromatic regions where active gene transcription is occurring (109). During the 

process of integration, the viral integrase removes two nucleotides from each 3’ end of 

the linear viral DNA (Fig. 4) (109, 110, 116). These 3’ ends, facilitated by the catalytic 

domain of integrase, attack the target host DNA at a phosphodiester bond at a major 

grove in the DNA (Fig. 4) (109, 117). This joins the 3’ ends of the viral DNA to the host 

DNA with a five-nucleotide, single strand gap in the host DNA between joining sites and 

a two-nucleotide, 5’ flap of viral DNA (Fig. 4) (109). Next, host cell machinery must 

remove the two-nucleotide 5’ overhang and fill in single stranded gaps (118). If this 
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process does not occur, host DNA replication for cell division will stall at the joining 

sites (119). These single strand gaps are also hot spots for accumulation of additional 

DNA damage like double strand breaks, which trigger cellular apoptosis if not repaired 

(119). Once this process is complete, the integrated viral genome can be transcribed to 

produce viral mRNA or remain dormant, not undergoing any transcription through a 

process called latency (32). Since the viral genetic material is incorporated into the host 

genetic material, the virus becomes very difficult to purge from an individual once 

infected, particularly when it is in a latent state (120). This remains one of the largest 

barriers to a cure.  
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Figure 4. Retroviral Integration.  

Integration begins with 3’ processing (A) catalyzed by the viral integrase. This process 

removes two nucleotides to create 3’ -OH groups that are attached to host DNA at 

phosphate groups (B) during strand transfer. This joining results in a five base pair gap 

and two nucleotide flap that must be repaired by host cell machinery (C). Cellular DNA 

repair proteins will fill in the gap, ligate the newly synthesized DNA to the host DNA, 

and remove the two nucleotide flap to create a transcriptionally competent provirus.  

  



 

 

24 

 After integration, the virus utilizes host cell machinery to undergo transcription 

and translation in order to make new viral proteins (Fig. 2) (32). These assemble in the 

cytoplasm and bud from the host cell membrane (32). This budding process incorporates 

host cell lipids and plasma membrane proteins into the viral membrane, which is thought 

to be advantageous to viral spread and immune evasion (121, 122). As a final step in the 

replication process, a virally encoded protease must cleave Gag and Pol polyproteins that 

make up the viral core (32). This makes the newly budded virion fully infectious and able 

to initiate a new infection in a neighboring cell (32). This entire process of viral 

replication is mediated by only a handful of virally encoded proteins which co-opt key 

cellular processes to assure propagation of virus. 

Virally encoded proteins and their functions 

 All primate lentiviruses encode three main structural and enzymatic proteins that 

are essential to replication as well as a number of accessory proteins that facilitate 

replication in vivo in cells that have high barriers to infection (32). The three main 

proteins are conserved across primate lentiviral evolution and include the polyproteins 

Gag and Pol as well as Env (Fig. 5) (32). Gag encodes the three main structural proteins, 

matrix, capsid, and nucleocapsid that provide the structure of the virion as well as form 

that viral core that protects the viral mRNA during infection and shields it from sensing 

by host machinery (32). Pol encodes the three enzymatic proteins, reverse transcriptase, 

integrase and protease (32). Reverse transcriptase converts the viral RNA to double 

stranded DNA through a process known as reverse transcription (103, 104). Integrase 

then incorporates this double stranded DNA into the host cell DNA (109, 110). Viral 
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protease is responsible for maturation (proteolytic cleavage) of both Gag and Pol 

polyproteins after viral budding, creating a mature, infectious virion (32). Without 

protease, the newly budding virions remain in an immature form and are non-infectious 

(123). Env, the viral envelope protein, mediates binding and fusion of the virion to the 

host cell. Env is extensively glycosylated during endoplasmic reticulum (ER) processing 

and is cleaved into its two components, gp120 and gp41 by the cellular protease, furin 

during protein processing in the ER (124, 125).  

 In addition to these structural and enzymatic proteins, HIV encodes six other 

proteins important for infection (Fig. 5). The proteins Tat and Rev are conserved across 

primate lentiviruses, and are both critical to viral replication (126). Tat, also known as 

trans-activator of transcription, is a highly potent HIV/SIV transcriptional enhancer that 

is critical for mediating high levels of transcriptional output from the integrated provirus 

(127). Tat binds a RNA-stem loop structure called the transactivation-responsive element 

(TAR), which recruits proteins that prevent premature RNA polymerase II pausing on 

nascent viral transcripts (128, 129). In the absence of Tat, only low levels of viral 

transcription can occur, often with premature termination at terminator sequences within 

the viral genome (127). The viral Rev protein is important for splicing and export of viral 

RNA (130).  The viral genome encodes four different splice donor sites and eight splice 

acceptor sites, allowing for more than 40 different viral transcripts to be made, likely 

more if cryptic splice sites were included (131). It is critical to the viral life cycle that 

some viral RNAs remain unspliced in order to be packaged as new viral genomes or only 

partially spliced for certain viral proteins to be expressed (131). Rev binds to a short 
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RNA sequence within the env portion of the viral genome known as the rev responsive 

element (RRE) (132, 133). Binding of rev induces a conformational change in the viral 

RNA, allowing for multimerization of Rev which is necessary for viral RNA export 

(131). Rev then facilitates singly-spliced or unspliced RNA export from the nucleus 

through associations with Crm1 for translation or virion incorporation, respectively (131, 

134–136). After nuclear export, Rev is released from the viral RNA and returns to the 

nucleus via associations with importin-β (136–139). Without Rev, mRNA encoding the 

viral enzymatic and structural genes gag, pol, and env would not be translated and new, 

progeny virions could not be made (131).  

 Finally encoded by primate lentiviruses are a number of accessory proteins. 

Accessory proteins are not necessary for replication in vitro but are absolutely essential 

for replication in vivo to counteract host restriction factors that normally would inhibit 

infection (140). Among the accessory proteins, Nef, Vif, and Vpr are encoded by all 

primate lentiviruses, while Vpu is unique to the HIV-1/SIVcpz lineage and Vpx is unique 

to SIVsm, SIVmac, and HIV-2 lineage (Fig. 5) (140). Most of these proteins have multiple 

functions during infection, many of which have been thoroughly studied and are well 

defined in the literature. 
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Figure 5. HIV-1/SIVcpz and HIV-2/SIVsm/SIVmac viral genomes.  

The viral genomes (not to scale) of HIV-1/SIVcpz lineage viruses and HIV-

2/SIVsm/SIVmac lineage viruses. The most significant difference is the presence or 

absence of the viral accessory protein Vpu or Vpx.  
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Viral accessory proteins and restriction factors 

In the arms race between pathogen and host, accessory proteins are the virus’s 

best defense against host restriction (Fig. 2). These proteins are dispensable in some in 

vitro systems but are absolutely essential in vivo to counteract host immune defense 

proteins that restrict viral infection (140). During the zoonotic transmission events that 

resulted in HIV-1 and HIV-2, the simian virus had to adapt to its new host in order to 

replicate (17, 18). We diverged from our most recent common ancestor with apes and old 

world monkeys (OWM) approximately 25 million years ago, so divergence of host 

restriction factors that block infection is a major obstacle to cross species transmission 

(17, 140). Every time a transmission event occurs, the viral accessory proteins must 

evolve to counteract their cognate restriction factor in order to successfully infect its new 

host (140, 141). This process also places pressure on the host species to accumulate 

polymorphism in viral restriction factors to enhance survival, resulting in the positive 

selection that is observed amongst lentivirus restriction factors in the primate lineage 

(140, 141). The accessory proteins Vpr and Vpx will be discussed later, as they are the 

main focus of this dissertation. Of the remaining accessory proteins, the function of viral 

infectivity factor (Vif) is the most clearly defined. It, like most of the viral accessory 

proteins, uses a conserved pathway to target a host restriction factor for degradation 

(140). This conserved pathway utilizes a cullin scaffolding protein to assemble a 

Rbx/Rox RING finger protein and an E2 conjugating enzyme to form a ubiquitin ligase 

complex (140, 142). In the case of Vif, this complex targets apolipoproteinB mRNA-

editing enzyme catalytic polypeptide-like 3G and 3F (APOBEC3G, APOBEC3F) and to 
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a lesser extent, some of the other members of the APOBEC family for proteasomal 

degradation (140, 143, 144). In the absence of Vif, APOBEC proteins will be packaged 

into the budding virion and will convert cytosine residues to uracil during early reverse 

transcription (145–147). When this strand of cDNA is used during late reverse 

transcription as a template, these changes will become fixed in the viral genome as 

guanosine to adenosine mutations in a process called G to A hypermutation (140, 146). 

Approximately 10% of the Gs can be mutated through this process, resulting in error 

catastrophe which prevents further viral spread (140). In the presence of Vif, APOBEC is 

poly-ubiquitinated and proteasomally degraded, preventing viral restriction (140).  

Similar to Vif, viral protein U (Vpu) also interacts with a ubiquitin ligase 

complex, but Vpu uses this complex to target multiple, highly divergent proteins (140). 

Vpu utilizes the cullin1-Skp1 complex to target both CD4 and BST-2 for proteasomal 

degradation (148, 149). CD4 is the main viral receptor for both HIV and SIV, as 

discussed earlier. Downregulation of this receptor allows for efficient viral egress and 

prevents super-infection of the host cell (140). Vpu utilizes the ubiquitin ligase complex 

to target env-bound CD4 in the ER during processing, preventing it from co-trafficking to 

the cell surface with viral Env (149). Vpu poly-ubiquitinates the cytoplasmic tail of CD4, 

targeting it for degradation via the proteasome (150–152). In addition to downregulation 

of CD4, Vpu is also able to target the viral restriction factor BST-2 or tetherin (153, 154). 

It was noted that in the absence of Vpu, infectious virus becomes stuck or tethered to the 

surface of infected cells, reducing viral spread (155, 156). Tetherin is an interferon 

inducible plasma membrane protein able to bind and retain budding virus to the surface 
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of the cell (153, 154, 157). Its cytoplasmic tail contains signaling motifs able to initiate 

the NF-κB signaling cascade and induce pro-inflammatory cytokine secretion. Vpu binds 

the cytoplasmic tail of tetherin at the plasma membrane and targets it for ubiquitination 

and proteasomal degradation (158). Vpu is unique to SIV lineages that gave rise to HIV-

1, SIVcpz, and SIVgor (159, 160). In other lineages, the Env protein and/or the Nef proteins 

have shown the ability to downregulate tetherin and CD4 (140).  

Interestingly, most SIV and HIV Nef proteins retain the ability to downregulate 

CD4 and MHCI independent of expression of Vpu via an ubiquitin-independent 

mechanism (161–163). Nef associates with the cytoplasmic tail of CD4 at the plasma 

membrane and recruits endocytosis machinery including AP-2 and clathrin to endocytose 

CD4 and traffic it to the lysosome for degradation (164). Recently, this has been 

suggested to help shield infected cells from antibody-dependent cell-mediated 

cytotoxicity by preventing pre-triggering of the viral glycoprotein by surface CD4 (165). 

In addition to CD4, Nef has been shown to induce endocytosis of the plasma membrane 

protein major histocompatibility complex I (MHC I) (166). MHC I is an antigen-

presenting molecule on the surface of all cells that displays both self and foreign 

antigens. When a cell becomes infected, antigen from the infection can be displayed on 

MHCI and sensed by nearby immune cells including NK cells and cytotoxic T cells (167, 

168). These immune cells will respond by killing the infected cell, limiting its ability to 

transmit the infection. It is highly advantageous to HIV and SIV to downregulate these 

presentation molecules to limit immunological detection (167, 168).  
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In addition to plasma membrane protein targets, it is well established that Nef has 

effects on virion infectivity and that this is a highly conserved function across primate 

lentiviruses (169, 170). Virions made from cells infected with a nef-deficient virus have 

been shown to be less infectious on a per particle basis than nef-expressing virus, but this 

phenotype is evident in only certain types of cells (169). For instance, viruses derived 

from cell lines such as HEK293T (human embryonic epithelial kidney cell line) or HeLa 

(human cervical epithelial cell line) cells show no difference in infectivity in the presence 

or absence of Nef, while virions derived from primary CD4+ T cells or Jurkat T cell lines 

are significantly less infectious in the absence of nef (171–173). Recently, two labs have 

discovered the reason for this and also a third family of proteins targeted by nef. Work 

done by both the Pizzato and the Göttlinger laboratories show that nef targets a family of 

proteins called SERINCs, in particular SERINC3 and SERINC5 (174, 175). Normally, 

these proteins are incorporated from the host plasma membrane into the budding virion. 

In the presence of nef, the SERINCs are endocytosed and recycled from the plasma 

membrane (174, 175), preventing incorporation. While it remains unclear what direct 

effect the SERINCs are having on infectivity, it is thought that they may be limiting 

membrane fluidity of the virion, making it too rigid to fuse fully with a target cell and 

preventing entrance of the capsid into the cytoplasm.  

The remaining two accessory proteins, Vpr and Vpx are closely related and are 

the main focus of this work (176–178). Vpx  antagonizes the viral restriction factor 

SAMHD1, a dNTPase that prevents reverse transcription in monocytes, macrophages, 

DCs, and resting CD4+ T cells (179–183). Vpr has also been shown to enhance infection 
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in DCs, macrophages, and resting CD4+ T cells, though the exact function of the protein 

remains poorly defined (184–186).  

Viral protein R (Vpr): size, structure, encapsidation 

Vpr is a 96-amino acid, 14 kDa accessory protein encoded by HIV-1 (187). It is 

expressed from a singly-spliced Rev-dependent mRNA (188). Though an individual 

crystal structure has not been solved, NMR has revealed that the protein is composed of 

three alpha helices with flexible N- and C-terminal domains (189). Alpha helices span 

amino acids 17-33, 38-50 and 56-77 (189). These three alpha helices are folded around a 

hydrophobic core consisting of leucine, isoleucine and valine residues (189). The N-

terminus of Vpr is responsible for associations with the p6 region of gag, which allows 

for incorporation into virions (190–195).   

Vpr evolution: duplication, rise, function of Vpx 

Vpr can trace its origins back through primate lentiviral evolution (177, 178, 196). 

All described primate lentiviral isolates contain a functional Vpr gene, suggesting that it 

plays a critical role during infection (177, 178, 196). In many old-world monkey (OWM) 

lentiviruses, like SIVagm, Vpr has two ascribed functions, initiation of G2 cell cycle arrest, 

which is conserved amongst all Vpr alleles in their host cells, and degradation of the 

restriction factor SAMHD1 (178). SAMHD1, a dNTPase, is highly expressed in myeloid 

cells, including monocytes, macrophages and dendritic cells, as well as resting CD4+ T 

cells (179, 180, 183), that lowers the resting dNTP pool in cells, thus affecting the 

kinetics and magnitude of reverse transcription (181, 182, 197). The ability of Vpr to 

degrade SAMHD1 has been lost, or more likely never existed in some SIV lineages, 
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including that which gave rise to SIVcpz/HIV-1 (178). In others, Vpr underwent a 

duplication event after which the two functions of the protein diverged, giving rise to 

Vpx that encoded the SAMHD1 antagonism (176, 178). Vpx has been found only in two 

lentivirus lineages, the SIVsm/HIV-2 lineage and a lineage that includes SIV red capped 

mangabeys (SIVrcm) (178). Though, surprisingly, pathogenesis studies suggests Vpx may 

be more important than Vpr in primate models of infection (198, 199).  

Transactivation 

One of the original prescribed functions for Vpr is its ability to transactivate the 

viral LTR. It has been suggested that some of the differences in viral replication seen in 

the presence or absence of Vpr may be due to the ability of Vpr to transactivate, or 

stimulate transcription from the viral LTR (200). It has been shown by a number of 

groups that Vpr acts in primary human CD4+ T cells and T cell lines to enhance output 

from the viral LTR (200–202). Work from Gummuluru, et al shows that this process does 

not occur in primary human macrophages, suggesting that it may be limited to CD4+ T 

cells or cycling cells where Vpr expression results in cell cycle arrest (201, 203). 

Transactivation is a conserved function of all primate lentiviral Vprs, suggesting it plays 

an important role in the viral life cycle (204). Vpr from SIVagm, a distant relative to 

strains that gave rise to HIV-1 and HIV-2 maintains the ability to transactivate in human 

cells, even though it loses the ability to induce cell cycle arrest and apoptosis, suggesting 

that Vpr functions independently of host-cell machinery in order to increase viral 

transcription (205). It is also possible that transactivation is just an outcome of the viral 
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LTR being more active in G2 phase, which cycling cells are arrested in in the presence of 

Vpr (203). 

Vpr function and interactions: G2 arrest/apoptosis 

The most well described and studied function of Vpr is its ability to induce G2 cell 

cycle arrest during infection of cycling cells (206, 207). G2 arrest is conserved across all 

characterized primate lentiviral Vprs studied within their own host cells, though function 

is sometimes lost during infection of cells from other species (207, 208). It has been 

suggested that Vpr-induced G2 arrest increases viral progeny production, since the viral 

LTR has been shown to be most active in G2 phase (203). It is thought that arrest at G2 

prevents further cellular resources from going into cell division and DNA replication, 

allowing for their use in manufacturing new, progeny virions (203). In addition to the 

enhancement of viral transcription, expression of Vpr results in the induction of apoptosis 

(209–211). It remains somewhat of a debate if apoptosis is a result of G2 arrest or occurs 

independently, being driven by other functional regions of Vpr or through associations of 

Vpr with the mitochondrial cell death pathway (212–215). Regardless of the mechanism, 

induction of apoptosis is a driving force for loss of Vpr expression upon serial passage of 

HIV-1 in cells in vitro; cell death selects for Vpr-null mutations (216). In contrast, 

inactivating mutations in Vpr are selected against in vivo in both experimental SIVmac 

infections of Asian macaques (217). Furthermore, long-term non-progressor (LTNP) 

populations have been described with inactivating mutations in Vpr (218–220), 

suggesting that maintenance of Vpr function is required for pathogenesis in vivo. The 

differences that determine selection for maintenance or deletion in cell lines versus in 
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vivo remain unclear. However, it is well understood that G2 arrest is mediated by 

interactions with the Cul4A/DCAF/DDB1 ubiquitin ligase complex (DCAFCRL4 complex) 

(221–224). 

DCAF complex and DNA-damage proteins 

  It has been well characterized that induction of G2 arrest is reliant on Vpr 

associating with the DCAFCRL4 complex (221–224). It is generally thought that Vpr 

associates with the DCAFCRL4 complex to target an unidentified host restriction factor for 

ubiquitin-mediated proteasomal degradation. The complex is similar to that used by other 

HIV-1 accessory proteins and the same as that used by HIV-2/SIVsm/SIVmac Vpx to target 

SAMHD1 for degradation (140, 225–227). Multiple groups have performed proteomics 

studies to find potential binding partners for the Vpr-DCAFCRL4 complex, which have 

resulted in the identification of a number of targets. The first identified target of Vpr-

DCAFCRL4 was uracil DNA glycosylate 2 (UNG2), which excises uracil that has been 

misincorporated into DNA (228). Vpr expression mediates proteasomal degradation of 

UNG2, though the effect of UNG2 on the viral life cycle remains unclear (229–231). 

Alternatively, it has been proposed that Vpr interacts with UNG2 to recruit it to the viral 

DNA for removal of misincorporated uracils, but the clear reduction in UNG2 levels in 

the presence of HIV-1 Vpr provide contrary evidence to this suggestion (232–234). 

Additionally, interactions with UNG2 do not correlate with induction of G2 arrest, 

suggesting that UNG2 may not be the primary target of the Vpr-DCAFCRL4 complex 

(235). 
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 Association with DNA damage response (DDR) proteins is thematic for Vpr-

DCAFCRL4. This complex also associated with the structure specific endonuclease 4 

complex (SLX4com), which is a complex of proteins involved in Holliday junction repair 

(236). It has been suggested that Vpr recruits this complex to induce a DDR, which 

results in the observed G2 arrest (236). Not all primate lentiviral Vprs interact with 

SLX4com, and it has been shown that interaction does not necessarily mediate cell cycle 

arrest (235–237). Similar to SLX4com, helicase like transcription factor (HLTF) 

associates with HIV-1 Vpr in complex with DCAFCRL4, but interaction does not mediate 

G2 arrest, nor is the interaction conserved amongst primate lentiviral Vprs (238, 239). 

HLTF is a DNA translocase involved in repair of damaged replication forks (238, 239). 

Though, it remains unclear what role these interactions have in the viral life cycle, 

association of Vpr with cellular proteins involved in the induction of DDR is a conserved 

function for all lentiviral Vpr alleles.  

 The Vpr-DCAFCRL4 complex interacts and degrades a handful of other proteins 

that are less clearly associated with induction of G2 arrest. Vpr has been shown to 

degrade the miRNA processing protein DICER, which was shown to enhance infection of 

macrophages (240). Vpr also  degrades certain histone deacetylases (HDACs) which 

remove acetyl groups from histones, condensing DNA (241, 242). It has been suggested 

this this interaction enhances transcriptional output by reducing quiescent or latent viral 

integration (241, 242). Again, the importance of these interactions to the viral life cycle 

remains unclear, but many of them have been linked to a Vpr-mediated regulation of IFN.  
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Interferon (IFN) regulation 

Since induction of type I IFN responses are rarely observed during HIV-1 

infection in vitro, a hypothesis that the virus encodes a protein that specifically blocks 

this induction has been pervasive in the literature. IFN-I is highly restrictive to most viral 

infection, including HIV (243–245). To counteract this, many viruses, including 

paramyxoviruses, arenaviruses, influenza and filoviruses encode viral proteins that shut 

down IFN signaling in order to allow for infection (246–251). The role of Vpr in 

regulation of IFN-I, if any, remains relatively unclear. There are publications arguing 

divergent hypotheses, suggesting both downregulation and upregulation of IFN-I 

responses by Vpr (236, 252–259). There have been a number of reports that Vpr 

specifically down-modulates IFN-I signaling during infection at IRF3, either through 

direct degradation or sequestration of IRF3 in the cytoplasm to prevent signaling (256, 

257, 260). Other, contradictory reports have either attributed this function to Vpu and 

others have shown no difference in IRF3 levels and signaling during infection of both 

primary cells and cell lines with any of the viral accessory proteins (255, 261–264). 

Additionally, other groups have looked at IFN induction downstream of IRF3. Mashiba, 

et al noted in primary macrophages, infection with a Vpr-null virus resulted in a ten-fold 

increase in IFNA1 mRNA in primary human macrophages (252). Work from Laguette, et 

al in HeLa cells also shows induction of IFN-α and IFN-β mRNA in response to infection 

with a Vpr-null virus in an SLX4com-dependent manner (236). Alternatively, multiple 

groups have shown a Vpr-specific activation of IFN-response during infection, though 

the benefit of such a response to viral fitness remains unclear (255, 258, 265). Vermeire, 
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et al recently reported that Vpr amplifies cGAS-dependent sensing of viral transcripts but 

Vpu acts to counteract IFN production (255). It is possible that differences in cell types 

and viral isolates used, as well as divergent Vpr-expression systems, as opposed to 

productive infections may account for these differences, though more work is necessary 

to clarify what role Vpr plays in IFN-I immune signaling during infection. 

Regulation of viral env production in macrophages and dendritic cells (DCs) 

In addition to potentially modulating type I IFN signaling, some recent studies 

have suggested that Vpr may regulate HIV-1 Env stability and processing. Data from 

Mashiba, et al shows that during infection of macrophages, Env is degraded via the 

lysosome in the absence of Vpr (252), resulting in a defect in viral production and viral 

spread (252). This work stands in contrast to that published by others in the field who 

show little to no replication defect in macrophages in the absence of Vpr (238). In a 

follow up paper from the same lab, they extend their work to show that this defect results 

in a defect in spread to CD4+ T cells. In the absence of Vpr, they see significantly 

reduced viral infection of CD4+ T cells co-cultured with infected macrophages in the 

absence of Vpr (266). Vpr-mediated enhancement of Env production has also been 

shown to occur in moDCs and certain cell lines by the Zheng lab by mediating proper 

folding of HIV-1 Env in the ER (267). In the absence of Vpr, enhanced ER stress due to 

accumulation of misfolded proteins induced an unfolded protein response that shuttles 

Env to the lysosome for degradation (267). Together, their work suggests that Vpr may 

play a role in promoting production of HIV-1 Env during infection of myeloid-derived 

cells. Since Env expression in productively infected cells is a late event in the viral life 
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cycle, modulation of Env production is unlikely to be determined by incoming virion-

associated Vpr, but rather dependent on de novo expressed Vpr. Whether Vpr has roles at 

both early and late steps in the viral life cycle remains to be validated.    

Replication defect in macrophages/DCs 

The effects of Vpr on cell-type specific viral replication have been well studied, 

but remain somewhat controversial. It is well established that Vpr is not necessary for 

efficient replication in most cell lines, but effects in primary cells remain unclear (186). It 

was first reported by Balliet, et al in 1994 that Vpr is important for infection of 

macrophages, but dispensable for infection of PBMCs, (268). Additional evidence for 

this hypothesis was reported the following year when Connor et al published similar data, 

again showing that Vpr is dispensable for infection of resting or activated PBMCs but 

was required for infection of monocytes and macrophages (186). Since then, there have 

been a number of contradictory reports. Eckstein, et al also show a requirement for Vpr 

in tissue resident cells (269). Alternatively, Gummuluru, et al show contradictory work 

with single cycle viruses, indicating that Vpr enhances transcription from primary CD4+ 

T cells, but may not have an effect on single cycle viral production from macrophages 

(201). Höhne, et al recently has shown the necessity of Vpr for infection of resting CD4+ 

T cells (185), which may diverge from previously reported findings because they are the 

first to use purified, resting CD4+ T cells rather than resting PBMCs. Additionally, work 

from the Kathleen Collins’ lab has shown that Vpr-mediated regulation of Env 

production is essential for viral replication in macrophages and that this process enhances 

spread from macrophages to CD4+ T cells (266), though this is contradicted by work 
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from Lahouassa, et al again showing that presence of Vpr has little effect on viral 

replication in macrophages (238, 252, 266). Work done in our lab has shown significant 

donor-to-donor variability in replication of Vpr-deficient viruses in macrophages, with 

some donors displaying a replication defect for Vpr-deficient virus while macrophages 

derived from other donors showing no differences in replication between WT and Vpr-

deficient viruses (Akiyama, unpublished data). While these reports are confusing at best, 

what has been clearly defined in the literature is the effect of Vpr on replication in DCs. 

Our work, along with work from de Silva et al and Zhang et al are all in agreement that 

Vpr-deficient viruses replicate poorly in DCs, though the identified cause of this defect 

differs amongst the studies (184, 267). Our work identifies virion incorporated Vpr as 

being necessary for enhancing viral LTR-driven transcription in single round and 

spreading infection, possibly due to Vpr-mediated regulation of integration, whereas de 

Silva, et al identified de novo synthesized Vpr as being important for enhancing reverse 

transcription and viral LTR-driven transcription (184). Alternatively, work by Zhang, et 

al indicates that Vpr is important for proper Env production in DCs, implying that the 

replication defect only occurs over multiple rounds of replication (267). Published and 

unpublished work from our group suggests that this is not the case; I do not observe any 

differences in Env production in infected DCs and I cannot rescue replication with the 

ERAD inhibitors utilized by Zhang, et al in their studies (267).  

Together, there are still many unanswered questions about the role for Vpr during 

infection. My work focusing on Vpr function during infection of DCs, discussed in this 

document, attempts to clarify some of the controversies regarding Vpr and extend the 
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understanding of its function. It is my hope that with better understanding of the 

molecular mechanisms of infection, better therapeutics will be developed to counteract 

infections.  

Current therapeutic approaches 

Current pharmacological approaches targeting HIV-1 infection can be roughly 

divided into two main strategies, either targeting the virus early, during acute infection 

with high doses of HAART and latency limiting agents or targeting the virus during 

chronic infection using the “shock and kill” strategy (270). The “shock and kill” strategy 

utilizes latency reversing agents (LRAs) which target and reactivate latent virus in the 

host cell (270). After reactivation, it is thought that a combination of the host immune 

system and high doses of HAART could act to purge the virus from the infected 

individual, though to date no studies have achieved robust enough reactivation (270). 

Though both approaches have met with limited success in patients, they have provided 

important insights into HIV-1 pathogenesis that will help shape future therapeutic 

approaches (270).  

Treating with high doses of HAART and other pharmacological agents early, 

during acute infection, is becoming a popular area of study after a number of case reports 

of undetectable viral load in HIV-infected individuals (271, 272). HAART treatment can 

either be initiated at extremely high doses early post infection, like with the case of the 

recent “Mississippi baby” or coupled with an agent that limits seeding of a latent 

reservoir by killing or limiting the expansion of memory CD4+ T cells, such as 

hydroxyurea (273, 274). In the case of the “Mississippi baby,” an HIV-positive infant 
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was treated with high doses of HAART 30 hours after birth/viral detection and remained 

on the treatment for 18 months (274).  At this time, the child was removed from therapy 

because of lack of parental consent, after which she remained HIV-negative (within 

limits of detection) for 27 months before her virus rebounded (274). While the 

“Mississippi baby” was not cured like many scientists had hoped, she did show long 

lasting control of virus replication and provided insight into disease pathogenesis that 

may lead to better treatment regimens in the future (274). 

An alternative approach to the treat-early strategy is to couple HAART with 

another drug regime that limits seeding of a latent reservoir. One such agent, 

hydroxyurea, a cytostatic drug that halts the cell cycle in the G1 phase, has had mixed 

results (270, 273). There are several reports that early treatment with combination 

HAART/hydroxyurea can decrease viral load, in one case to undetectable levels (272). 

These studies are limited to few individuals, and while experiments in a SIVmac model of 

infection has reaffirmed these findings, use of hydroxyurea is not recommended due to 

possible liver and pancreatitic toxicity (275–277). Continued research is underway to 

determine if a treatment regimen coupled with hydroxyurea may be a viable therapeutic 

approach, as well as to identify other possible drugs with similar reservoir-limiting effect 

(270). Unfortunately, the treat-early approach will never work for many patients, since 

most HIV-positive individuals are not identified until they are in the chronic stage of 

infection (270).   

For chronic infection, the current therapeutic approach primarily under 

investigation is called the “shock and kill” strategy (270). During the “shock” phase, a 
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latency reversing agent (LRA) is used to reactivate HIV in latently infected cells so that 

they begin to make new virus (270). During the “kill” phase, either viral cytopathic effect 

or the host immune system will target and eliminate the infected, newly-transcribing cells 

(270). These therapies are employed while the patient remains on HAART to prevent 

reinfection and reseeding of the reservoir (270). Pharmacological agents under 

investigation include chromatin modifying compounds like histone deacetylate inhibitors 

or bromodomain inhibitors, cytokines like IL-7, and T cell activating compounds like 

phorbol 12-myristate 13-acetate (PMA) or anti-CD3/CD28, though use of pan-T cell 

activating agents is typically restricted to in vitro work (270). So far, clinical data from 

these studies has yielded mediocre results, likely due to incomplete viral reactivation by 

these compounds in vivo (270). Currently, there remains hope that development of better 

LRAs paired with multiple rounds of “shock and kill” could eventually purge viral 

reservoirs from infected individuals (270). Until now though, the only therapeutic 

strategy that has resulted in a functional cure was the result of a bone marrow transplant.  

Bone marrow transplants 

The only successful treatment to date has come from the treatment of high risk 

HIV+ patients with secondary malignancies (270, 278). In this singular case, the “Berlin 

patient,” later identified as Timothy Brown, underwent an aggressive combination 

treatment of ablative chemotherapy and radiotherapy to treat acute myeloid leukemia 

(270, 278). After which, he was placed on immune suppression drugs and received a 

allogeneic stem cell transplant from a donor who was homozygous for the ∆32 deletion 

of the CCR5 gene, shown to confer protection against HIV-1 transmission (270, 278). At 
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the time of therapy, HAART treatment was ceased, and his viral load since that point has 

remained undetectable in both his blood and tissues, even in the absence of HAART 

(270, 278). While there is some evidence that there may be some residual HIV infection 

in Mr. Brown, he remains the only successful case of a functional cure, where viral load 

is successfully controlled to an undetectable level by the host immune system.  

In order to understand the contribution of the ∆32CCR5 deletion, several other 

studies employing bone marrow transplantation have been conducted. One, conducted on 

two “Boston patients” utilized allogeneic stem cell transplantation from donors with wild 

type CCR5 alleles (279, 280). It was the hope that graft-versus-host response would 

rapidly eliminate the remaining virally infected cells within the infected individuals 

before the virus is able to spread to the engrafted immune system (279, 280). Post 

transplantation, both patients were kept on HAART to minimize the ability of the virus to 

spread to the transplanted cells (279, 280). Both had no detectable HIV DNA in the 

periphery while on antiretroviral therapy. Furthermore upon treatment interruption, 

patients remained HIV(-) for a period of 12 to 32 months (or weeks) post HAART 

interruption before viral rebound (279, 280). Together, this suggestion that stem cell 

transplant alone is inadequate to purge the latent host reservoir in the absence of a 

protective mechanism like the ∆32CCR5 deletion. Since the frequency of the ∆32CCR5 

deletion is low, ~1% of the Caucasian population is homozygous for it, alternative 

strategies, including gene therapy approaches, are being investigated for inducing 

protection from reinfection after stem cell transplants (270, 278).  
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Despite these rapid advances in stem cell therapy approaches, treatment is 

unlikely to provide a viable cure for most of the world’s HIV-positive population. High 

cost of care is highly restrictive, limiting treatment availability primarily to developed 

countries (270, 278). Additionally, the procedure is incredibly risky for patients and has a 

high mortality rate due to treatment complications and uncontrollable graft-versus-host 

disease (270, 278). Altogether, while advance in bone marrow transplant techniques may 

be able to provide a functional cure for some, it is likely that these procedures will remain 

limited, since patients are subject to high-risk secondary complications including bone 

marrow disorders and leukemias.  It is the hope of many researchers that development of 

pre-exposure therapeutics, like an effective vaccine, may help to stem infection in the 

absence of an accessible cure.  

Vaccine development 

Development of a broadly effective HIV-1 vaccine poses many challenges. 

Typically, vaccine development is modeled around mimicking a successful, sterilizing 

immune response in an infected host, but a sterilizing response to infection with HIV-1 

has never been reported (281, 282). With no information to determine what a protective 

immune response against HIV might look like, scientist and vaccine developers are at a 

severe disadvantage in the fight against HIV. The first challenge posed by the virus is its 

sheer diversity; there are nine clades that may vary as much as 45% at the amino acid 

level, which makes it difficult to design a vaccine that provides broad protection against 

many or all clades (18). Additionally, HIV-1 is able to rapidly mutate its surface exposed 

proteins in order to avoid detection by host antibodies, allowing the virus to escape 
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detection and neutralization by a primed host immune system (283–285). To date, there 

have been a handful vaccine trials in humans, only one of which has had any efficacy in 

protecting against infection and provided only mild protection, at best (282).  Current 

strategies in vaccine design are now frequently focusing on designing vaccines to illicit 

broadly neutralizing antibodies (bnAbs). 

Broadly neutralizing antibodies 

 The discovery of bnAbs has given new hope that long lasting protection against 

HIV is possible. BnAbs target and neutralize a broad range of gp120 trimers across all 

clades of HIV (282). Examples include PG9 and PG16 that neutralize approximately 80% 

of HIV strains, VRC-01 which neutralizes 90% and 10E8 which neutralizes 98% of 

tested HIV-1 viruses (282). Studies conducted to identify similarities between bnAbs 

have shown that they all target one of four conserved areas on gp120, either the 

membrane-proximal region of gp41 which anchors the protein to the viral membrane, the 

first or second variable region on gp120 which are highly mutable to prevent antibody 

recognition, the V3 region on gp120 which determines co-receptor usage, or the CD4 

binding site (286, 287). Additionally, these antibodies are also unique in containing 

extensive hypermutation and/or an unusually long complementary-determining region 

(282). These antibodies are exciting due to their potential therapeutic value. Studies using 

passive immunization against SHIV (chimeric simian-human immunodeficiency virus 

that encodes HIV-1 Env) challenges in non-human primates (NHPs) have shown robust 

protection against infection (282). Unfortunately, passive immunization with bnAbs is 

costly and time consuming for at-risk individuals, and thus is not practical for use as a 
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wide-spread therapeutic (282). An ideal therapy would be a vaccine that induces 

production of these broadly effective antibodies in the host (282). Unfortunately, their 

extensive hypermutation and long complementary-determining regions suggests that 

these antibodies come from B cells that have undergone significant affinity maturation in 

the presence of continuous antigen stimulation during chronic disease (282). Even 

amongst chronically infected individuals, they are quite rare, occurring in only 10-30% of 

individuals (282). Together, this suggests that stimulating production of bnAbs in vivo 

will be quite challenging. Despite challenges in therapeutic design, there have been some 

successes in development of strategies to prevent transmission. Pre-exposure prophylaxis 

(PrEP) has had enormous success in the prevention of transmission.  

Pre-exposure prophylaxis 

 PrEP is a relatively new strategy to counteract HIV-1 infection. PrEP is blanket 

term for one of several possible HAART regimens high risk individuals can take to 

reduce the potential of transmission of HIV-1 in the event of an exposure (288). 

Development of PrEP is based on work done using SIVmac models of transmission that 

characterized what dosing of antiretrovirals is required to provide protection from 

transmission, both pre- and post-exposure (289–292). Post-exposure studies indicated 

that 3-4 weeks of continuous HAART, initiated within hours of an exposure event is 

required to significantly reduce the likelihood of infection, which has come to be defined 

as the standard of care for accidental laboratory or hospital exposures (288, 293–295). 

Post-exposure studies in macaques have revealed two different antiretroviral regimens 

that are efficacious in human trials. The first requires a daily dose of either tenofovir 
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disoproxil fumarate (TDF) in combination with emtricitabine (FTC), also called Truvada, 

or TDF alone (296). Effectiveness of this approach has been shown in men who have sex 

with men (MSM), heterosexual men and women, serodiscordant couples, and injection 

drug users (297–300). In the iPrEx human trial in populations of MSM, daily dosing 

shows a 44% risk reduction overall (300). If the trial group is broken down further, this 

increases to 73% when limited to high self-reported adherence and 92% when drug was 

detectable in the plasma (300). While this trial and others like it have shown high efficacy 

under high adherence, daily PrEP is not without its faults. Tenofovir-based treatment is 

known to have potential side-effects including reduced bone density as well as renal 

toxicity in uninfected individuals (301–304). Sub-optimal drug adherence may also 

increase the prevalence of tenofovir-resistant HIV circulating in infected populations, 

ultimately limiting the long-term efficacy of PrEP (305) and the high cost of daily 

medication, especially during periods of low risk, remains a major hurdle for many at-

risk groups. Despite these downfalls, the WHO is now recommending daily PrEP for 

high-risk populations to combat the spread of HIV (306).  

 The second antiretroviral regimen developed is an event-based strategy that has 

individuals take antiretrovirals based on high-risk behavior or potential exposures. With 

event-based PrEP, two doses of Truvada are taken before intercourse and one dose per 

day for two days after (307, 308). Two studies, both PROUD and IPERGAY have 

investigated this efficacy in MSM populations and both reported an 86% reduction in 

HIV acquisition (307, 308). This approach has the advantage of using far less doses of 

Truvada than daily dosing and to-date has not produced any tenofovir-resistant mutations 
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(296). Additionally, there is lower risk of drug toxicity than daily dosing, reducing any 

long-term side effects of treatment (288). Event-based dosing is not without its pitfalls as 

well. There are concerns that the complexity of the regimen will lead to lower adherence 

and it is thought to be a less effective therapy in women due to low vaginal drug levels 

(288, 309). Currently this strategy is only recommended for MSM populations in certain 

areas of the world (296).  

Though research on viral protein functions and studies on viral life cycle in vitro 

have provided numerous approaches to therapeutic development, and a number of these 

therapies have provided clear benefit for HIV-infected individuals, a cure remains out of 

reach, primarily because of the ability of the virus to establish to a latently infected tissue 

reservoir that has proven difficult to purge.  

Dendritic cells: role in immune response 

HIV-1 infection of DCs is the primary focus of this work. DCs are critical sentinel cells 

that lie at the interface of innate and adaptive immunity (310). They are antigen 

presenting cells able to initiate T cell immunity and help develop B cell immunity (310). 

There are a number of different DC subsets, all with crucial roles in innate and adaptive 

immune response. Plasmacytoid DCs (pDCs) are a small subset of DCs that mostly 

localize to the blood and lymphoid organs (311, 312). They have a tightly controlled 

range of pattern recognition receptors that are specialized to enhance pathogen detection 

that results in production of ant-viral type I interferons (type I IFNs) (311, 312). 

Plasmacytoid DCs, more than any other cell, are able to make enormous quantities of 

type I IFNs in response to viral pathogen detection (311, 312). Conventional DCs (cDCs) 
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make up the other main class of DCs that localize to tissue compartments and are critical 

for T cell immunity (311, 312). Upon pathogen detection, these cells will enter the 

lymphatics and travel to the paracortical T cell zone of the regional lymph nodes, engage 

naïve T cells and initiate a specific T cell response to the detected pathogen (313). 

Conventional DCs also localize to the marginal zone of the spleen where they interact 

with blood to acquire circulating blood and tissue antigens for T cell presentation (311, 

312). The final subset are monocyte derived DCs (moDCs), also known as inflammatory 

DCs (311, 312). Unlike other subsets of DCs that differentiate from hematopoietic 

precursors, moDCs differentiate from circulating blood monocytes under inflammatory 

conditions or during infection (311, 312). These cells are the most abundantly studied 

human DC subset, due to the ease of isolation and creation ex vivo (311, 312, 314). 

Monocytes are relatively abundant in the circulating blood and can be isolated by CD14+ 

selection. They can then be differentiated in the presence of interleukin 4 (IL-4) and 

granulocyte-monocyte colony-stimulating factor (GM-CSF) to differentiate into MHCII+, 

CD11c+, CD25+ and DC-SIGN+ immature moDCs (311, 312). These cells can 

subsequently be matured with a variety of stimuli including LPS, IFNγ, TNFα and CD40 

ligand (311, 312). While they share many characteristics of cDCs, they remain an 

imperfect model and studies should be carefully conducted to reaffirm results in cDCs.  

Initiation of an immune response 

Initiation of a CD4- or CD8- immune response requires more than just MHC-

antigen recognition. A secondary signal is required in order to limit immune over-

reaction to an innocuous antigen (315). These secondary signals are typically provided by 
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the antigen presenting cell, either through co-stimulatory molecules on the cell surface or 

cytokine secretion (315, 316). Both of these responses are initiated in the antigen 

presenting cell by triggering one of a number of pathogen recognition receptors (PRRs) 

by a pathogen association molecular pattern (PAMP) (317, 318).  DCs are highly 

enriched in these pathogen detection molecules that allow them to sense and initiate an 

immune response in reaction to infection (317, 318). There are a number of different 

initiation proteins, present in the cytoplasm and endosomes as well as cell-surface 

exposed sensors on the plasma membrane (317, 318). These PRRs are able to detect 

conserved patterns on or within common pathogens including bacteria, viruses, fungi and 

parasites (317–322). Commonly detected PAMPs include surface structural molecules 

unique to bacteria or prokaryotic cells or viral nucleic acids (319–322). There are a 

number of different PRRs, including toll-like receptors (TLRs) which detect bacterial and 

viral proteins, glycans or lipids, and nucleic acid sensors such as, RIG-I-like receptors 

(RLRs) and cyclic GMP-AMP synthase (cGAS) which detect abnormal nucleic acid 

structures in the cytoplasm (319–322). All of these molecules result in initiation of 

signaling cascades that culminates in upregulation of co-stimulatory molecules and 

secretion of cytokines, though the exact response varies slightly based on which PRR is 

triggered (317–322). The ability of DCs to initiate an immune response to a foreign 

pathogen complicates their interactions with HIV.  

Role in HIV-1 infection 

It is a limitation of HIV research that most studies, ours included, have focused on 

interactions of the virus solely with moDCs, due mostly to ease of attainability (314). 
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Despite this, much has been discovered using ex vivo IL-4 and GM-CSF stimulated, 

moDCs as a model system for HIV infection (314). In general, CCR5-topic HIV-1 infects 

immature moDCs at a low but measurable level (Fig. 6) (184). This restriction is due 

primarily to the presence of the dNTPase SAMHD1, but it has also been reported that a 

low molecular weight form of APOBEC3G may play a role in viral restriction as well 

(179, 180, 323). SAMHD1 is present in DCs regardless of activation status and acts to 

lower dNTP pools, preventing successful reverse transcription (179–182). Alternatively, 

APOBEC3A is upregulated with maturation, and may be partially responsible for 

complete viral restriction that is observed in mature DCs (323, 324). In mature moDCs, 

additional restriction from the downregulation of CCR5 limits viral entry (323).  Viruses 

that do manage to enter and complete reverse transcription suffer from additional post-

integration restriction of viral transcription (323). In vivo studies of patient cohorts have 

been able to detect low levels of infected tissue DCs and studies using the SIVmac model 

of infection have shown that tissue resident DCs are amongst the first cells to become 

infected after exposure, indicating that they are relevant target cell for infection (61, 325). 

In addition to cis-infection, DCs mediate HIV trans-infection.  
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Figure 6. Summary of HIV-1 interactions with dendritic cells.  

Typical exposure to HIV-1 first occurs at mucosal surfaces. HIV can cross mucosal 

barriers, either through active transport or via cell associated transport. Once the virus is 

in the submucosal layer, it can interact with a number of tissue-resident immune cells that 

are directly susceptible to infection, including macrophages, CD4+ T cells, and immature 

DCs. Mature DCs, present because of either HIV- or non-HIV-related inflammatory 

signals can capture the virus with high efficiency. Both DCs and CD4+ T cells are 

migratory and will travel to nearby lymph nodes where there is a high concentration of 

target CD4+ T cells. Follicular dendritic cells in germinal centers will also capture and 

retain virus, increasing spread.   
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HIV trans-infection is the process by which DCs capture virus through surface 

receptor binding to a viral component and transfer it with high efficiency to target cells 

(Fig. 6) (326). This process is far more efficient than cell-free infection and is mediated 

almost exclusively by mature DCs (327, 328). It was originally thought that the surface 

receptor responsible for this interaction was dendritic cell-specific intercellular adhesion 

molecule-3-grabbing non-integrin (DC-SIGN), which is capable of binding to lectins on 

the surface of the virion (329). DC-SIGN is expressed highly on immature DCs, which 

are poor conductors of trans-infection, and is downregulated with maturation (327, 328). 

Mature DCs instead utilize CD169, a type I IFN-induced cell surface protein that binds 

sialic acid residues on the lipid membrane of the virion (121, 122, 330, 331).  Our lab and 

others have characterized these interactions and have shown that CD169 binding to 

virions results in receptor clustering and formation of a surface-connected compartment 

that protects the virus until transmission to CD4+ T cells (332). Dissemination of virus 

via mature DC-mediated trans infection pathway may be a critical early step in 

establishment of infection in the peripheral mucosal tissues (Fig. 6).  

In this work, I have tried to address some of the unanswered questions regarding 

the role of Vpr in the HIV infection cycle. Based on what was reported by de Silva, et al 

(184) I hypothesized that infection of MDDCs might be a robust system to address some 

of the controversies and unanswered questions about the role of Vpr during infection. I 

found that infection of MDDCs with Vpr-deficient virus is attenuated as compared to 

wild type (WT) infection. MDDCs are a unique system in which to study Vpr function 

since they are the only cell type to consistently show differences in infection in the 
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absence of Vpr. I sought to determine what step of the viral life cycle was affected in the 

absence of Vpr, as well as clarify some of the controversial roles prescribed to Vpr during 

infection, including regulation of Env production and IFN induction.  

I also sought to determine whether the functions I characterized for HIV-1 Vpr in 

MDDCs were maintained in diverse primate lentiviral Vprs. As discussed above, Vpr is 

present in all primate lentiviruses, suggesting a critical function during in vivo infection 

(177, 196). Decreased pathogenicity has been seen in both SIVmac models of infection 

and cohorts of long term non-progressors that have mutations in Vpr (198, 218–220). I 

hypothesized that a critical function of Vpr would be conserved across lineages, similar 

to functions ascribed to Vif and Nef (140). In the process, I discovered a novel role for 

Vpr in regulating sensing of integration. In the absence of Vpr, I observe increases in the 

antiviral cytokine IFN, which would restrict replication in vivo (333–335). I propose that 

this function is critical for in vivo pathogenesis and the reason for maintenance of Vpr 

expression.   
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CHAPTER ONE 

Introduction 

HIV-1 encodes a number of proteins that allow for entry and replication in human 

cells.  In addition to the structural or enzymatic proteins that have well defined functions 

in the replication cycle, there are also a number of small, accessory proteins. Accessory 

proteins encoded by HIV-1 are not always necessary for replication in vitro, but are 

absolutely essential for replication in vivo (140). These proteins serve to counteract host 

restriction factors that would normally limit HIV-1 infection (140, 336). Of the accessory 

proteins encoded by HIV-1, Vpr is the only one whose function remains relatively 

unclear.  

Vpr is a small, 96 amino acid, 14 kDa protein that is packaged into the budding 

virion through associations with the p6 region of Gag (187, 191–194, 337–339). This 

association allows Vpr to be present in the cell at a relatively high quantity (~200-300 

molecules/virion) upon initial infection (340). Previous studies have extensively 

characterized the outcome of Vpr expression in various cell types. In cycling cells, Vpr 

expression results in G2/M cell cycle arrest which culminates in induction of apoptosis 

(206, 341, 342). It is well established that Vpr-mediated G2/M cell cycle arrest is 

mediated though its association with the Cul4A/DCAF/DDB1 E3 (CRL4DCAF1) ubiquitin 

ligase complex (224, 343, 344). In addition, HIV-1 Vpr recruits and degrades a number 

of DNA-damage response (DDR) proteins, including the SLX4-SLX1/MUS81-EME1 

structure-specific endonuclease complex (SLX4com), Uracil DNA glycosylase 2 

(UNG2), and helicase-like transcription factor (HLTF) (228, 236, 238, 239) via the 
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CRL4DCAF1 complex resulting in G2/M cell cycle arrest though it still remains unclear 

what role this process plays during HIV-1 infection.  

Though a number of previous studies have examined the requirement of Vpr on 

HIV-1 replication in various cell types, including primary CD4+ T cells and monocyte-

derived macrophages (MDMs), differences in virus replication have not been consistently 

observed (185, 236, 238, 266, 268, 269, 345). Vpr expression is dispensable for infection 

in activated CD4+ T cells in vitro (266, 268, 269, 345, 346), presumably due to the well 

characterized cytostatic and cytopathic functions of Vpr in cycling cells (341). In 

contrast, recent studies in MDMs suggest that Vpr is necessary for HIV-1 envelope (Env) 

expression, and the purported consequence of infection of MDMs with Vpr-deficient 

viruses was reported to be decreased viral production and reduced cell-to-cell spread to 

CD4+ T cells (252, 266). Notably, there has been considerable heterogeneity in 

replication differences between wild type and Vpr-deficient viruses and host responses to 

virus infection in MDMs, presumably due to donor and experimental variability between 

studies (186, 341, 347). Additionally, it has also been reported that Vpr expression in 

macrophages can both inhibit or induce type I interferon (IFN) responses (236, 252, 256, 

258, 265, 348).  

Dendritic cells (DCs) are sentinel cells that bridge innate and adaptive immunity 

(310). They actively patrol peripheral tissues, including mucosal sites of HIV-1 

transmission, in search of foreign pathogens. Because of this, MDDCs are among the first 

cells to interact with HIV-1 upon sexual transmission of the virus (61, 349–352). While 

MDDCs are less susceptible to infection than activated CD4+ T cells and macrophages, 
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they are still able to be infected ex vivo at a low but consistent level (184, 267, 353, 354). 

In contrast to work with MDMs and CD4+ T cells, there have been isolated descriptions 

of effects of Vpr on HIV-1 replicative capacity in MDDCs (184, 267), with no consensus 

on the mechanisms accounting for Vpr-mediated enhancement of virus replication. In this 

study, I use MDDCs as a model system to investigate the role of Vpr during infection. I 

found a robust replication defect of Vpr-deficient HIV-1 in MDDCs and, contrary to 

previous studies (267), the replication defect was not due to decreased Env expression in 

Vpr-deficient HIV-1 infected cells. Rather, the block to ΔVpr virus infection was at the 

step of viral transcription and could be rescued by addition of Vpr in trans into the virion 

in a single round infection analysis. I found that mutations, Vpr-Q65R and Vpr-H71R, 

which ablate association of Vpr with the CRL4DCAF1, or Vpr-R90K which does not 

induce G2 cell cycle arrest (201, 221, 222, 224, 355–357), displayed similar decreases in 

replication and viral transcription in single round of infection analysis. Together these 

data show a novel post integration block to HIV-1 replication in MDDCs at the point of 

viral transcription that is alleviated by virion-associated Vpr.  

 

Results 

Vpr-deficient viruses display a replication defect in DCs.  

HIV-1 replication in MDDCs is restricted at the reverse transcription step by 

SAMHD1 that controls the size of the cytosolic dNTP pools (179, 180). Despite the 

presence of SAMHD1, MDDCs remain susceptible to HIV-1 infection in vitro at a low 

but measurable level (267, 358–360). I infected MDDCs with replication competent wild 
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type (WT) or Vpr-deficient (∆Vpr) CCR5-tropic Lai-YU2 and harvested cells for 

intracellular p24Gag expression by flow cytometry analysis 3 days post infection. Input for 

these infections was normalized based on infectious titer of the viruses on TZM-bl cells. 

As expected, CD11c+ DC-SIGN+ MDDCs were susceptible to viral infection, albeit to 

low levels (Fig 7A and B). Interestingly, Lai-YU2/∆Vpr failed to establish a robust 

infection in MDDCs (Fig. 7A and B), and there was a reproducible 3- to 5-fold decrease 

in percentage of p24Gag+ cells in ∆Vpr virus infections as compared to WT virus 

infections (Fig. 7B). To determine the functional consequences of Vpr-deficiency on 

virus spread, DCs and PHA/IL-2-activated CD4+ T cells were infected with infectious 

viruses (MOI = 1) and cell-free culture supernatants were harvested every 3 days and 

analyzed for p24Gag content by an ELISA. While there was some donor variability, Lai-

YU2/∆Vpr infection of MDDCs derived from 3 independent donors consistently resulted 

in significantly lower levels of replication than wild type Lai-YU2 infection (Fig. 7C). In 

contrast to the substantial attenuation of virus spread in Lai-YU2/∆Vpr infected DCs, 

both viruses replicated to a similar extent in activated CD4+ T cells (Fig. 7E), in 

agreement with previously published studies (266, 268, 269, 345, 346). These results 

suggest that Vpr plays an important role in facilitating HIV-1 infection of DCs.  
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Figure 7. Infection with Vpr-deficient HIV-1 results in attenuated virus replication 

in MDDCs and MDDC-T co-cultures.  

(A) FACS profiles of mock infected MDDCs or MDDCs infected with Lai-YU2 or Lai-

YU2/∆Vpr (MOI =1) at day 3 post infection. Cells were stained for CD11c, DC-SIGN 

and p24Gag. From left to right, plots shown depict the gating strategy for the flow 

cytometry analysis and include plots of forward scatter/side scatter to exclude cellular 

debris, anti-CD11c/anti-DCSIGN staining to identify MDDC population, and DC-

SIGN/p24Gag staining to identify productively infected MDDCs in mock infected, or WT 

(Lai-YU2) and ∆Vpr infected DCs. (B) The mean (± SEM) percentage of DC-SIGN+ 

intracellular p24Gag positive MDDCs determined from infections of cells derived from 

three donors infected as in (A). (C) Replication kinetics of Lai-YU2 and Lai-YU2/∆Vpr 

in MDDCs infected at MOI =1. MDDC supernatants were harvested every three days and 

analyzed for p24Gag content by an ELISA. Data shown are the mean (± SEM) for three 

independent experiments with MDDCs derived from three independent donors. (D) 

Schematic of DC-T cell co-culture set up. MDDCs were infected with Lai-YU2 or Lai-

YU2/∆Vpr (MOI = 1). At two days post infection, autologous CD4+ T cells (PHA/IL2 

treated) were added at a 2:1 ratio to MDDCs or infected with cell-free virus in parallel 

(MOI = 1). Supernatants were harvested on day 6 and day 9 post infection (day 3 or 6 for 

cell-free CD4+ T cell infection), and the p24Gag content in the culture supernatants 

determined by an ELISA. (E) The data shown is the kinetics of p24Gag production in cell 

culture supernatants from a representative infection of MDDCs only, CD4+ T cell only or 

MDDC - CD4+ T cell co-cultures. (F) The mean (±SEM) p24Gag present in the 
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supernatant from five independent donor infections of CD4+ T cells only or DC-CD4+ T 

cell co-cultures at day 6 post infection (day 3 post infection for cell free CD4+ T cell 

infections). Significance calculated using paired student’s T tests where *p<0.05, 

**p<0.01, ***p<0.001. 
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Numerous studies have demonstrated robust HIV-1 replication in DC-T cell co-

cultures at levels greater than that observed in infections of either cell type alone, and is 

dependent on rapid highly efficient transmission of DC-derived progeny virions to CD4+ 

T cells across infectious synapses (326, 353, 354, 359–364). I sought to determine the 

effect, if any, of Vpr-deficiency on DC-mediated virus spread to CD4+ T cells. MDDCs 

were first infected with wild type Lai-YU2 or Lai-YU2/∆Vpr and cultured for two days, 

prior to initiation of co-culture with autologous activated CD4+ T cells (Fig. 7D). There 

was a substantial enhancement of virus replication in co-cultures infected with WT virus, 

compared to ∆Vpr virus infections (Fig. 7E and F; ~7-fold increase).  Interestingly the 

difference between WT and ΔVpr virus replication in DC-T cell co-cultures was greater 

than that observed in infections of MDDCs or CD4+ T cells alone (Fig. 7E and F). 

Together, these results suggest that the replication defect observed in MDDCs infected 

with HIV-1/ΔVpr translates to CD4+ T cells during cell-to-cell contact and transmission.  

 

Defects in Vpr infection are independent of viral glycoprotein expression.  

Previous studies have suggested a requirement for Vpr in maintaining robust 

HIV-1 gp120 expression in MDMs and MDDCs by counteracting a myeloid cell-intrinsic 

mechanism of Env degradation (252, 266, 267). To begin to understand the underlying 

mechanism accounting for the replication defect of HIV-1/ΔVpr in DCs, I examined viral 

protein expression in MDDCs infected with wild type Lai-YU2 or Lai-YU2/∆Vpr (MOI 

= 3). Infected cells were lysed 6 days post infection for quantitative western blot analysis. 

I did not observe any steady-state differences in gp120 expression when normalized to 
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Gag (p55 and p24) levels in MDDCs infected with WT or ΔVpr viruses (Fig. 8A). 

Quantification of immunoblots from infected MDDC lysates derived from four 

independent donors showed no significant differences in gp120 expression (Fig. 8B). I 

next sought to determine if Vpr-deficiency might result in decreased gp120 incorporation 

in virus particles derived from productively infected DCs. MDDC culture supernatants 

were harvested on multiple days post infection and pooled supernatants were 

concentrated over a sucrose cushion prior to western blot analysis. I again failed to 

observe any significant differences in levels of gp120 incorporation between virus 

particles derived from WT or ΔVpr infected MDDCs (Fig. 8C and D). The consistency of 

the replication defect of HIV-1/ΔVpr virus in MDDCs in the absence of any significant 

differences in gp120 expression suggests that previously hypothesized Vpr-dependent 

enhancement of gp120 production is unlikely to account for the observed replication 

defect in the present study (252, 267).  
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Figure 8. Vpr does not regulate Env expression in infected MDDCs or incorporation 

of Env into MDDC-derived virions.  

(A) Western blot analysis of mock infected, Lai-YU2 (WT) or Lai-YU2ΔVpr infected 

MDDCs (MOI = 3) for p55Gag and gp120 expression at day 6 post infection. (B) 

Quantification of western blots for p55Gag and gp120 in infected MDDCs as in (A) from 

four independent experiments. The gp120 band intensity was quantified and normalized 

to p55Gag from experiments with infected MDDCs derived from 4 donors. Data shown are 

mean (± SEM). (C) Western blot analysis of p24Gag and gp120 expression in mock 

infected, Lai-YU2 (WT) or Lai-YU2ΔVpr infected MDDCs (MOI = 5). MDDC culture 
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supernatants were harvested at days 3, 6, and 9 post infection, pooled and concentrated 

over a 20% sucrose cushion and virus pellets lysed for western blot analysis. (D) 

Quantification of western blot analysis from MDDC-derived virions from three 

independent donors. The band intensity for gp120 was quantified and normalized to 

p24Gag band intensity. Data shown are mean (± SEM). Significance calculated using a 

one sample T test where N.S>0.05. 
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Infection with Vpr-deficient HIV-1 does not induce type 1 IFN.  

Exposure of target cells to type I IFN potently restricts HIV-1 replication in vitro 

(243, 245, 333–335, 365–368). In addition, recent studies have suggested that infection 

with ∆Vpr virus induces type I IFN (236, 252, 256, 258, 265, 348). Hence, I sought to 

determine if induction of an early type I IFN response in HIV-1/∆Vpr infections of 

MDDCs accounts for the restricted virus replication and spread. MDDCs infected with 

wild type Lai-YU2 or Lai-YU2/ΔVpr virus were harvested 48 h post infection, and the 

mRNA expression levels of IFNβ and the type I IFN-inducible protein, interferon-γ-

inducible protein 10 (IP-10) were quantified by qRT-PCR. At 48 h post-virus exposure, I 

did not detect significant increases in IFN-β mRNA levels in wild type or ΔVpr infected 

cells compared to mock infected cells (Fig. 9A). While expression of the ISG, IP-10, was 

robustly induced by establishment of productive HIV-1 infection of DCs, differences in 

IP-10 mRNA levels between WT and ΔVpr virus infections were not statistically 

significant (Fig. 9B). Note that pre-treatment of cells with azidothymidine (AZT) reduced 

induction of IP-10 mRNA levels to that observed in mock infected cells, suggesting that 

induction of IP-10 expression in virus-exposed cells was dependent on de novo reverse 

transcription. In contrast, LPS treatment of MDDCs for 4 hours resulted in robust 

increases of both IFN-β and IP-10 mRNAs (Fig. 9A, B). Inability to detect differences in 

mRNA expression levels of IFNβ in MDDCs infected with WT and ΔVpr viruses was 

also mirrored with the absence of differences in protein levels in infected MDDC culture 

supernatants (data not shown).  I used a sensitive bioassay to measure type I IFN 

production in infected MDDC supernatants, and failed to detect any type I IFN 
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production in HIV-1 infected MDDCs over mock infected controls (data not shown) 

(369). In contrast, IP-10 was robustly secreted in both Lai-YU2 (WT) and Lai-YU2ΔVpr 

infected MDDC culture supernatants at day 3 post-infection, though the magnitude of IP-

10 induction was donor-dependent (Fig. 9C). Furthermore, I observed a significant 

increase in IP-10 production upon WT virus infection of MDDCs as compared to mock-

infected cells (Fig. 9C). Again, AZT pre-treatment reduced secretion of IP-10 indicating 

that IP-10 production is dependent on completion of reverse transcription (Fig. 9C). 

Taken together, these results suggest that Vpr deficiency does not result in the induction 

of type I IFNs during establishment of productive HIV-1 infection of MDDCs and is 

unlikely to play a role in the restriction of HIV-1/∆Vpr in DCs.  
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Figure 9. Vpr-deficiency does not result in enhanced type I IFN production in 

productively infected MDDCs.  

Quantitative RT-PCR for IFNβ (A) and IP-10 (B) transcripts in infected MDDCs at 48 

hours post infection. MDDCs were mock-infected or infected with Lai-YU2 or Lai-

YU2/∆Vpr (MOI = 2) in the presence or absence of AZT (10 µM). The amount of IFNβ 

or IP-10 transcripts in infected MDDCs was normalized to the number of cells using a 

GAPDH control, and reported as relative to that of mock infected MDDCs (set as 1) for 

four independent donors. LPS treatment for 4 hours was used as a positive control for 

IFNβ and IP-10 production. Data is the log-transformed mean (± SEM) of seven donors. 

(C) Secreted IP-10 in MDDC culture supernatants infected with Lai-YU2 or Lai-

YU2/∆Vpr (MOI = 1) at day 3 post infection was measured by an ELISA. The data 

shown are the log-transformed mean (± SEM) of independent experiments with MDDCs 

derived from four donors for (A) and (B) and six donors for (C). Significance calculated 

using a paired student’s T test or a one value T test (when comparing normalized data) 

where N.S>0.05, *p<0.5, **p<0.1, ***p<0.01, ****p<0.001, *****p<0.0001. 
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Infection with ∆Vpr viruses results in decreased infection in a single round of replication 

and is rescued by virion-associated Vpr.  

To identify the step of the virus replication cycle in MDDCs that is affected by 

Vpr, I next performed single cycle of infection analysis. MDDCs were infected with 

HIV-1 reporter viruses pseudotyped with VSV-G and expressing luciferase upon 

establishment of infection that do (Lai-luc ∆env/G or WT) or do not express Vpr (Lai-luc 

∆env/G ∆Vpr or ΔVpr). Infection with ΔVpr virus resulted in a 3- to 5- fold decrease in 

luciferase expression compared to infection with WT virus (Fig. 10A), suggesting that 

Vpr acts early in the HIV-1 replication cycle in MDDCs at steps preceding virion 

assembly and maturation. Since Vpr is a virion-associated protein, I next sought to 

determine whether incoming virion-associated Vpr was sufficient or if de novo 

synthesized Vpr was required for enhancement of virus replication in DCs. I produced 

Lai-luc ∆env/G ∆Vpr complemented with HA-epitope tagged Vpr in trans (Lai-luc 

∆env/G Vpr-trans) via co-transfection of HEK293T cells with a functional HA-Vpr 

expression plasmid and the Lai-luc∆env/G ∆Vpr proviral plasmid. HA-Vpr was 

efficiently incorporated in ΔVpr virus particles to levels similar to that observed in WT 

virus particles (Fig. 10B). I then infected MDDCs with Lai-luc ∆env/G-WT, ΔVpr, or 

Vpr-trans viruses and lysed the cells on day 3 post-infection. Incorporation of Vpr in 

trans within incoming virus particles rescued ΔVpr virus infection in a single-round 

assay (Fig. 10C), suggesting that virion incorporated Vpr is sufficient for overcoming 

cell-intrinsic blocks to early steps in HIV-1 replication in DCs.  
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Figure 10. Infection of MDDCs with Vpr-deficient viruses results in block to HIV-1 

replication in single round infection analysis.  

(A) MDDCs infected with 40 ng p24Gag equivalent of VSV-G pseudotyped Lai-luc ∆env 

(WT or ∆Vpr) were lysed 3 days post infection, and viral replication was quantified by 

measuring luciferase activity in cell lysates. The luciferase activity in ΔVpr infected cell 

lysates was normalized to that of WT virus-infected MDDC lysates and reported as mean 

(± SEM) of four independent experiments with MDDCs derived from four independent 

donors. (B) Western blot analysis of Vpr incorporation in virus particles (Lai-luc ∆env/G, 

Lai-luc ∆env/G ∆Vpr, or Lai-luc ∆env/G Vpr-trans) derived from transient transfection 

of HEK293T cells. (C) MDDCs were infected with 40 ng p24Gag equivalents of viruses 

(Lai-luc∆env, Lai-luc∆env∆Vpr, or Lai-luc∆env∆Vpr + HA-Vpr), and lysed 3 days post 

infection. Cell lysates were analyzed for luciferase activity and the data reported is 

normalized to that observed with WT-virus infection and is mean (± SEM) from 4 

independent experiments. Significance calculated using a paired student’s T test or a one 

value T test (when comparing normalized data) where *p<0.05, **p<0.01. 
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Proviral LTR-mediated transcriptional activity is attenuated in Vpr-deficient virus 

infection in DCs.  

Since the block to HIV-1/∆Vpr infection in MDDCs is evident within a single 

round of replication, and is independent of the mode of virus entry (VSV-G pseudotyped 

virus infection was also restricted, Fig. 10A), I assessed the effect of Vpr-deficiency on 

HIV-1 reverse transcription (RT) and integration efficiency in DCs. I used qPCR to 

measure RT-products and the number of proviruses at day 3 post-infection using R-U5 

and Alu-Gag primer pairs, respectively (370, 371). Infections were also performed in the 

presence of AZT to control for contaminating input plasmid DNA. In contrast to 

previously published findings (184), I saw no decrease in the number of RT products 

(Fig. 11A) or integrants (Fig. 11B, C) upon infection with ΔVpr virus compared to WT 

virus infections (Fig. 11A, B and C). Previous studies have suggested that Vpr can 

modulate HIV-1 LTR transcriptional activity (186, 200, 201, 204, 372). I therefore asked 

if the block to HIV-1/∆Vpr infection occurs at the stage of viral transcript production. To 

determine the effect of Vpr on LTR-mediated transcription from proviruses, I used qRT-

PCR to measure multiply-spliced tat/rev/nef transcripts at 48 h post infection (Fig. 11D). 

Similar to my findings with luciferase reporter expression in infected DCs, I observed a 

4-fold decrease in the number of multiply-spliced HIV-1 transcripts in HIV-1/∆Vpr-

infected cells suggesting that Vpr-deficiency results in inhibition of proviral LTR-

mediated transcription in DCs.  
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Figure 11. Viral transcription is attenuated in ΔVpr virus infected MDDCs.  

(A-C) MDDCs infected with WT or ΔVpr viruses (MOI = 2) in the presence or absence 

of AZT (10 µM) were lysed 72 h post infection, and processed for DNA isolation. Note 

that infected cells were cultured in the presence of indinavir (1µM) to prevent viral 

spread. QPCR was used to detect early RT products (A) and integrated proviruses (B) by 

R-U5 and Alu-PCR primer sets and the number of integrated proviruses normalized to 

early RT products for each infection is shown in (C). The data reported is the mean (± 

SEM) of three independent experiments. (D) The numbers of multiply-spliced viral 
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transcripts (tat-rev-nef) in MDDCs infected with Lai-YU2 or Lai-YU2/∆Vpr (MOI = 1) 

was determined at 48 hours post infection by qRT-PCR. Viral transcripts were measured 

using primers specific to tat/rev/nef multiply-spliced transcripts. Data shown are mean (± 

SEM) of four independent experiments with MDDCs derived from four donors. (E) 

Quantification of 4 kb class of splice variants for MDDCs infected with Lai-YU2 or Lai-

YU2/∆Vpr (MOI = 2) for 72 hours. The data was normalized, log10 transformed, and 

then graphed according to slice acceptor usage. Histograms show fold changes in splicing 

from D1 to each of the 5 viral splice acceptor sites A1 through A5 relative to a WT 

control.  Splicing was quantified using a PrimerID-splicing assay for MDDCs from two 

independent infections (e), productively infected CD4+ T cells (F) and HeLa cells (G) and 

is data from a single deep sequencing experiment. Significance calculated used unpaired 

student’s T test where *p<0.05, **p<0.01, and ***p<0.001. 
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I next sought to determine if the decrease in multiply-spliced viral mRNA levels 

in HIV-1/ΔVpr-virus infected MDDCs were driven by changes in the pattern of viral 

mRNA splicing. I, with the help of collaborators used a novel PrimerID-tagged deep 

sequencing assay (373, 374) to determine the relative abundance of different splice 

variants in WT and ΔVpr infected DCs, and compared viral splice site usage to that 

observed in WT or ΔVpr-infected CD4+ T cells and HeLa cells (Fig. 11E-G). Data 

depicts the relative quantity of 4 kb singly-spliced mRNA for each splice acceptor and is 

reflective of the changes observed in the 1.8 kb multiply-spliced mRNA (data not 

shown). We detected minor differences in splice acceptor usage between WT and ∆Vpr 

infections in MDDCs. We observed small decreases in the use of the Vif [A1] and Vpr 

[A2] splice acceptors and a small increase in the use of the Tat [A3] splice acceptor, but 

these differences were well within the normal range of splicing variation seen in 

productive viral infections (374). These small differences in splice site usage were 

consistently observed in infections of CD4+ T cells and HeLa cells.  Since the differences 

in splicing are both relatively small and observed in two cell types (primary activated 

CD4+ T cells and HeLa cells) that do not restrict ∆Vpr virus replication, it is unlikely that 

efficiency of viral mRNA splicing or choice of mRNA splice acceptor sites is a 

contributing factor to the restricted replication of ΔVpr virus in MDDCs. 
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Mutations in the C-terminal end of Vpr or those that disrupt binding to CRL4DCAF1 

ubiquitin ligase attenuate viral replication in DCs.  

A range of functions have been attributed to Vpr, including G2/M cell cycle 

arrest, enhancing fidelity of reverse transcription, nuclear import and/or nuclear tethering 

of the pre-integration complex, and induction of apoptosis (184, 201, 206, 341, 342, 347, 

375). To clarify which of the known functions of Vpr are important for enhancing HIV-1 

replication in DCs, a panel of mutations were introduced in Vpr ORF with previously 

characterized effects on Vpr functions. HEK293Tderived virus particles were analyzed 

by quantitative western blotting to assess incorporation of mutant Vpr proteins into viral 

particles (Fig. 12A). While all viral mutants expressed and incorporated Vpr in virus 

particles, the mutants Vpr-F34I and Vpr-H71R had slightly decreased incorporation 

levels of Vpr compared to wild type viruses (Fig. 12A), though both wild type and Vpr-

mutant viruses were equally infectious on TZM-bl cells on a per particle basis (Fig. 12B). 

MDDCs were infected with replication competent HIV-1 (WT or Vpr-mutants) at equal 

MOIs and the extent of viral replication was measured by periodic quantification of 

p24Gag in cell-free culture supernatant by an ELISA (Fig. 12C). Since there was donor-to-

donor variability in the kinetics and extent of virus replication in DCs, I calculated the 

area under the curve of replication kinetics obtained from four independent infections 

(Fig. 12D). As depicted in Fig. 12C and D, infection with both Vpr-Q65R and Vpr-H71R 

mutant viruses resulted in significantly attenuated virus replication and spread, similar to 

what was observed with ΔVpr virus replication in MDDCs (Fig. 12C and D). In contrast, 

replication of both Vpr-F34I and Vpr-W54R mutants was not significantly different from 
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that observed with wild type virus infections (Fig. 12C and D). Cumulative analysis 

revealed that replication of Vpr-Q65R and Vpr-H71R mutants, which lack the ability to 

associate with the CRL4DCAF1 complex (201, 222, 224, 235, 236, 344, 347, 355, 376), 

was significantly reduced (p<0.01), similar to that observed with ΔVpr virus infection 

(Fig. 12D). Interestingly, replication of Vpr-F34I mutant which incorporates reduced 

levels of Vpr in virions (Fig. 12A), and displays reduced association with the nuclear 

envelope, (347, 355, 357) was slightly enhanced over that observed with wild type virus 

replication (Fig. 12D; p<0.01), suggesting a threshold amount of functional Vpr that is 

still present in the incoming virus particle is sufficient for establishment of productive 

infections in DCs. The mutation Vpr-W54R, which ablates binding of Vpr to UNG2 

(228, 230, 232, 235, 355) had a negligible effect on viral replication in DCs.  

I next sought to determine which of these Vpr mutants could recapitulate the 

single cycle of replication defect observed with HIV-1/ΔVpr infection in MDDCs (Fig. 

10A). I infected MDDCs with either replication competent viruses (Lai-YU2, WT or Vpr 

mutants, MOI = 1) in the presence of a protease inhibitor (indinavir) or with equal 

amounts of p24Gag equivalents of Lai-luc ∆env/G encoding the various Vpr mutations. 

Similar to the results observed with replication competent viruses, both the number of 

p24Gag-postitive cells (Fig. 12E) and luciferase production (Fig. 12F) from infections with 

Vpr-Q65R and Vpr-H71R mutants were significantly attenuated in a single round of 

infection compared to isogenic WT viruses. While the host protein targeted by HIV-1 

Vpr to induce G2 cell cycle arrest has not been identified, the C-terminal tail of the 

protein has been proposed to bind the unknown host factor, and mutations in the C-
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terminal tail of Vpr abrogate the ability of Vpr to induce G2 cell cycle arrest (355).  To 

determine the role of Vpr-mediated G2 cell cycle arrest on virus infection enhancement 

in DCs, an additional mutation, Vpr-R90K was introduced in GFP-expressing single-

cycle virus (Lai-GFP ∆env/G). The Vpr-R90K mutant can bind CRL4DCAF1 complex but 

fails to induce G2 arrest in cycling cells (235, 355, 357). Despite equivalent incorporation 

into the virion as WT Vpr (Fig. 12G), infection of MDDCs with Vpr-R90K mutant 

resulted in significant infection defect in single round analysis (Fig. 12H), similar to what 

was observed in infections with ∆Vpr or Vpr-Q65R viruses, suggesting that interaction 

with a putative host factor whose degradation is critical for the induction of G2 cell cycle 

arrest is required to enhance HIV-1 infection of DCs. Together, my data suggests that 

there is a novel block to HIV-1 infection in MDDCs in the absence of Vpr that is present 

in a single round of infection and manifests at the stage of viral transcription. Further 

studies are underway to determine the exact mechanism by which Vpr alleviates the DC-

intrinsic block to HIV-1 replication.  
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Figure 12. Vpr mutants deficient for interaction with DCAF1/DDB1/E3 ubiquitin 

ligase and inducing G2 cell cycle arrest are attenuated in a single cycle of replication 

analysis in MDDCs.  

(A) Representative western blot analysis of HEK293T- derived Lai-YU2 (WT) and 

indicated Vpr mutant viruses used for MDDC infections. Blots were probed with anti-

p24Gag, anti-Vpr and anti-gp120 antibodies. (B) Infectivity of Lai-YU2 and corresponding 

Vpr mutants in TZM-bl cells is reported as the number of infectious units (blue cells) per 

ng of p24Gag equivalent and are the mean (± SEM) of three independent viral 

preparations. (C) Viral growth curves of four independent infections of MDDCs with 

Lai-YU2 and indicated Vpr mutants in DCs. Viral growth was determined by analyzing 

p24Gag release into cell culture supernatants at days 3, 6, 9 and 12 post infection and 

determined by ELISA. (D) Area under the curve compiled for four independent MDDC 

infections represented in (C) normalized to WT virus infection, set as 1 (mean ± SEM). 

(E) The percentage of p24Gag positive MDDCs at day 3 post infection as measured by 

intracellular p24Gag staining and FACS analysis. Cells were treated with indinavir (1 µM) 

post virus exposure to prevent viral spread. The data was normalized to WT virus 

infection, set as 1, and depicts the mean (± SEM) of three independent infections of 

MDDCs from three donors. (F) MDDCs infected with 40 ng p24Gag equivalents of Lai-

luc ∆env/G (WT or Vpr mutants) were lysed 3 days post infection, and viral replication 

was quantified by measuring luciferase activity in cell lysates. The luciferase activity in 

Vpr-mutant infections was normalized to that of WT virus infections, set as 1, and the 

data shown are the mean (± SEM) for three independent experiments. (G) Western blot 
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analysis of HEK293T-derived Lai-GFP ∆env/G (WT) or indicated Vpr mutant virus 

particles. (H) MDDCs infected with Lai-GFP ∆env/G (WT) or indicated Vpr-mutants 

(MOI = 3) were harvested at day 3 post infection and processed for FACS analysis. The 

data shown is the mean percentage of GFP+ cells (± SEM) of five independent 

experiments with cells derived from five independent donors. Significance calculated 

using a paired student’s T test or a one value T test (when comparing normalized data) 

where *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. 
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Discussion 

 In the work presented here, I examined the role of Vpr in establishing productive 

HIV-1 infection of DCs. Previous work in the field suggests that Vpr likely regulates a 

complex network of host interactions that may vary depending on the cell type infected. I 

find that, unlike what has been previously observed in activated CD4+ T cells and MDMs 

(186, 238, 266, 268, 269, 345), infection of MDDCs with ∆Vpr viruses was significantly 

attenuated when compared to WT HIV-1 infections (Fig. 7), similar to the findings 

reported by de Silva et al (184). Interestingly, Vpr-mediated enhancement was observed 

within both a single round viral infection as well as in spreading infections, contrary to 

what has been reported previously (184, 252). Furthermore, the single round replication 

defect could be rescued by complimenting back Vpr in trans in the incoming virion (Fig. 

10) indicating that incoming virion-associated Vpr is necessary for the establishment of 

efficient HIV-1 infection of DCs. Initiating infections with the Vpr mutants, Vpr-Q65R, 

Vpr-H71R and Vpr-R90K that either lack the ability to engage the CRL4DACF1 complex 

or bind the yet-to-identified host factor(s) necessary for inducing G2 cell cycle arrest, 

displayed similar replication deficits to that observed with ∆Vpr virus in both spreading 

infections and single round infection analysis (Fig. 12).  

 Surprisingly, the block to ΔVpr virus replication in MDDCs was evident at a post-

integration step and resulted in reduced numbers of viral mRNAs, suggesting that Vpr is 

acting either directly or indirectly to enhance transcription from the viral LTR (Fig. 11). 

It has been reported previously that Vpr can transactivate the viral LTR in a number of 

cell types and that this function correlates with the ability of Vpr to induce G2 cell cycle 
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arrest (185, 186, 200, 201, 372). Previous studies have also shown that both SIVmac and 

SIVagm Vpr can also transactivate their respective LTRs (204, 205, 377), suggesting that 

this is a conserved function among non-human primate lentiviral Vpr proteins. While it is 

possible that Vpr-mediated transactivation could be more robust in DCs than in CD4+ T 

cells (Fig. 7E), another hypothesis is that Vpr is indirectly activating transcription to 

promote infection in cells that have a higher barrier to infection.  

Unlike most of the other lentiviral accessory proteins, Vpr is actively packaged 

into the budding virion through associations with the p6 region of Gag (187, 191, 194, 

337, 339). Our work in MDDCs suggests that there may be a novel role for virion-

associated Vpr to enhance viral transcription and increase infection of DCs. These 

findings are at odds with recently published studies on the role of Vpr in modulating de 

novo HIV-1 Env production in productively infected macrophages and MDDCs (252, 

267). While I do occasionally see a decrease in viral Env production during infection 

with ΔVpr virus in MDDCs (one out of four donors tested), infection of MDDCs from 

most of the donors revealed no differences in Env expression or virion incorporation (Fig. 

8). It is possible that the use of different viral clones, primary cell variation derived from 

multiple donors, or different infection conditions might play a role in the differences 

between my results and those described previously. Since I observed infection differences 

in a single-round infection assay, putative effects of Vpr on Env expression are unlikely 

to play a role in establishment and spread of virus infection in MDDCs and DC-T cell co-

cultures. 
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HIV-1 is not unique among primate lentiviruses in expressing a protein that 

functionally allows for infection of DCs. HIV-2 and certain SIV lineages express Vpx, 

another small accessory protein that targets host restriction factor SAMHD1 for 

proteasomal degradation by recruiting it to the CRL4DACF1 complex, and facilitates 

infection of MDDCs (179, 180, 378). Interestingly, Vpr-mediated replication 

enhancement in MDDCs was substantially attenuated upon infection with Vpr mutants 

(Q65R or H71R; Fig. 12F) that lack ability to interact with CRL4DCAF1 complex, or upon 

infection with Vpr-R90K mutant (Fig. 12H), that fails to interact with the host factor(s) 

hypothesized to be recruited to the CRL4DCAF1 complex for proteasomal degradation. 

Since Vpr is introduced into target cells along with the incoming virion because of its 

association with the viral capsid, I hypothesize that early interactions of Vpr with a host 

factor and recruitment of that protein to the CRL4DCAF1 complex for proteasomal 

degradation is essential for promoting HIV-1 replication in DCs, similar to the ability of 

Vpx from SIVmac/SIVsmm/HIV-2 lineages to promote infection of DCs.  

 Across primate lentiviral Vpr evolution, induction of DDR and G2 cell cycle 

arrest are conserved functions, and Vpr proteins from diverse primate lentiviruses have 

been shown to associate with and degrade many DDR regulatory proteins including the 

SLX4com, HLTF, and UNG2 (228, 229, 232, 234–239, 379). While DDR activation may 

represent a cell-intrinsic antiviral response, it has been suggested that both RNA and 

DNA viruses induce DDR signaling to promote cellular conditions that are favorable for 

viral replication (205, 207, 208, 380, 381). For instance, induction of DDR signaling 

activates ataxia-telangiectasia mutated (ATM) kinase which results in nuclear factor 
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kappa-light-chain-enhancer of activated B cells (NF-κB) activation (382, 383). 

Additionally, the DDR pathway also directly activates pro-inflammatory responses 

through the induction of interferon regulatory factors (IRFs) or through the recruitment of 

co-activators and chromatin modifying complexes, such as ten-eleven translocation 

methylcytosine (TET) dioxygenases, which I hypothesize might also activate viral 

transcription (384). Since the barrier to successful establishment of infection in non-

cycling, metabolically quiescent cells like MDDCs is higher than that in activated CD4+ 

T cells or MDM, Vpr-mediated activation of NF-κB and co-activator recruitment to the 

viral LTR might be a viral strategy for overcoming the restrictive cellular environment 

and for optimal production of progeny virions.  In line with this hypothesis, numerous 

studies have documented that Vpr is able to modulate NF-κB activity in different cell 

lines and primary cells, though these studies rarely agree on the mechanism of regulation 

or direction of modulation (185, 253, 254, 372, 385–388). Recent work from Höhne, et al 

has shown similar effects of Vpr on viral replication in non-activated primary CD4+ T 

cells, which have similar barriers to infection as MDDCs including increased expression 

of SAMHD1 and low baseline NF-κB activity (183, 185, 389). Some studies have shown 

virion-associated Vpr-dependent activation of NF-κB occurs via a transforming growth 

factor-β-activated kinase 1 (TAK1) signaling cascade, while other studies have shown 

that secreted or synthetic Vpr stimulates NF-κB signaling through a TLR4-dependent 

mechanism (253, 254, 372, 387). My data also demonstrates upregulation of IP-10 upon 

HIV-1 (WT) infection (Fig. 9C) which is also dependent on NF-κB activation (390–

392).These results suggest a link between Vpr-mediated NF-κB activation in MDDCs 
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and enhanced viral gene expression and pro-inflammatory cytokine secretion, which may 

act in vivo to enhance recruitment, activation and infection of CD4+ T cells, resulting in 

increased viral dissemination (Fig. 7E) (346, 372, 387).  

Studies with peripheral blood myeloid MDDCs and monocyte-derived MDDCs 

from HIV-1 elite controllers have shown that these cells may be critical for viral control, 

acting to capture virus and enhance T cell-specific immunity to HIV-1, while being less 

susceptible to HIV-1 infection compared to MDDCs from healthy controls (393, 394). 

Understanding the mechanisms that control HIV-1 replication in MDDCs which are 

overcome by Vpr, might lead to new insights on viral dissemination and persistence in 

vivo, and development of novel anti-HIV-1 therapeutics. 
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CHAPTER TWO 

Introduction 

 During the course of the HIV-1 replication cycle, viral genomic RNA is reverse 

transcribed to dsDNA, which is incorporated into the host cell genome via a virally 

encoded integrase. Due to poorly defined restrictions to virus integration or because of 

actions of host DNA repair machinery, fully reverse transcribed viral DNA can be 

maintained as linear DNA or as recombination circles (395).  These circles are the result 

of two different types of recombination events. Non-homologous end joining (NHEJ) 

results in the joining of the ends of linear viral DNA, forming 2-LTR circles and 

homologous recombination at the viral LTRs results in the looping out of one of the 

LTRs, forming 1-LTR circles (395). While linear viral DNA is degraded with time via 

the action of nuclear exonucleases, 1-LTR and 2-LTR circles are relatively stable and 

only decrease with cell death or division (396, 397). All three forms of unintegrated DNA 

can be transcribed to make new viral proteins and virions which can spread to 

neighboring cells (398). Mathematical models predicting the relative contribution to 

infection of unintegrated DNA could be as high as 20% in vivo (399). Clinical studies 

have shown that the majority of viral DNA in patient cells is episomal and that 

accumulation of unintegrated DNA in neuronal tissue is associated with development of 

AIDS-related dementia, suggesting that these forms of extrachromosomal DNA are  

relevant to in vivo pathogenesis (400–403). Furthermore, with the use of integration 

inhibitors as part of HAART regimens, the accumulation of unintegrated HIV DNA and 

its role in HIV pathogenesis needs to be carefully explored.(395).  
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Expression from unintegrated HIV-1 DNA has been described and a number of 

groups have correlated expression from unintegrated DNA with the presence of Vpr (404, 

405). Whether Vpr regulates expression of unintegrated DNA in primary cells and if the 

function of Vpr is conserved in other primate lentiviruses is not known (406, 407). Here, 

I characterize the ability of HIV-1 Vpr to enhance expression from unintegrated DNA in 

diverse cells, including primary human MDDCs, human MDMs, murine BMDCs and 

murine BMDMs. In the presence of Vpr, I find that there is an increase in formation of 2-

LTR circles in human MDDCs. Additionally, I show that residues important for Vpr-

mediated induction of DDR, are also important for mediating viral gene expression from 

unintegrated DNA. Finally, I show that Vpr from diverse primate lentiviruses is able to 

maintain expression of unintegrated DNA in human MDDCs and similar DDR mutations 

in SIVmac Vpr also map to unintegrated DNA maintenance. 

 

Results 

HIV-1 Vpr promotes expression of unintegrated DNA in a variety of cell types 

It has been reported by other groups that Vpr is able to enhance expression of 

unintegrated DNA in multiple cell lines and CD4+ T cells, but little work has been done 

to characterize this function in primary myeloid cells. I have developed several tools to 

explore Vpr function, including a panel of diverse single cycle of replication competent 

primate lentiviral clones lacking Vpr as well as proviral clones encoding point mutations 

in Vpr that abrogate DDR induction. I first wanted to ask if Vpr enhances expression of 

unintegrated DNA in primary human MDDCs and MDMs. MDDCs were infected with 
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40 ng p24gag content of Lai-luc Δenv/G or Lai-luc Δenv/G ΔVpr in the presence of the 

integration inhibitor raltegravir. Cells were lysed and luciferase expression was assessed 

at three days post infection. Similar to what other groups have observed in cell lines and 

CD4+ T cells, a low level of luciferase expression was detected in WT-virus infections in 

the presence of raltegravir that was ablated in the absence of Vpr (Fig. 13A). I observed 

similar effects in MDMs, in PMA-differentiated THP-1 cells (human monocytoid cell 

line) and in HeLa cells, suggesting that Vpr-mediated enhancement of gene expression 

from unintegrated viral DNA is observed in a variety of human cell types (Fig. 13B-D). 

Furthermore, the ability of Vpr to enhance expression from unintegrated viral DNA was 

independent of its effects on enhancing expression from integrated viral LTR in these 

cells (Fig. 13C and D). While contribution of unintegrated DNA to infection is modest 

compared to untreated controls, it may still significantly impact in vivo spread in the 

presence of an integration inhibitor.  

Previous studies have suggested that there is exquisite species-specificity to Vpr 

functions (208).  Hence, I wanted to assess whether Vpr-mediated enhancement of viral 

gene expression from unintegrated DNA was conserved across diverse species. I infected 

mouse (C57/Bl6) bone marrow derived macrophages (BMDMs) with Lai-luc Δenv/G or 

Lai-luc Δenv/G ΔVpr in the presence of raltegravir and measured luciferase expression in 

cell lysates at day 3 post infection. Interestingly, I observed no difference in luciferase 

expression in the presence or absence of Vpr from unintegrated viral DNA (Fig. 13E). 

These results suggest that host factor(s) involved in Vpr-mediated expression from 

unintegrated DNA have diverged between mice and humans to be unusable by Vpr. 
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Figure 13. Vpr enhances expression of unintegrated DNA.  

Luciferase expression from (A) MDDCs (n=3), (B) MDMs (n=2), (C) PMA-

differentiated THP-1s (n=2), or (D) HeLa cells (n = 2) infected with Lai-luc Δenv/G -WT 

or -ΔVpr in the presence of 30 µM raltegravir to block integration. (A). MDDCs were 

infected with 40 ng p24gag per 1x105 cells and harvested at day 3 post infection. (B). 

MDMs were infected at MOI = 2 and lysed for luciferase production at day 2 post 

infection. (C) THP-1s were stimulated with PMA (0.1 µM) for two days and then seeded 

at 5x104. Cells were infected with 50 ng p24gag and lysed at 3 days post infection. (D) 

1x104 HeLa cells were infected with 3 ng p24gag and harvested at 2 days post infection. 

Data shown had background subtracted and is depicted as percent of luciferase 

expression from untreated infections with the respective virus. (E). 5x105 Black-6 (B6) 

BMDMs were infected at MOI = 2 with Lai-luc Δenv/G -WT or -ΔVpr in the presence of 

30 µM raltegravir to block integration. Data is the mean +/- SEM of four independent 

experiments. Significance was calculated using a paired student’s T test. 
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To confirm that Vpr mediated expression from unintegrated viral DNA is not due 

to off-target effects of raltegravir treatment, I constructed a catalytically inactive mutant 

of integrase (D116N) that fails to catalyze the strand transfer reaction and invasion of the 

viral DNA into the host genome (408). HeLa cells and PMA differentiated-THP1s were 

infected with luciferase-expressing viruses (Lai-luc Δenv/G) encoding the integrase 

catalytic site mutant IntD116N that did (WT) or did not (ΔVpr) express Vpr. I observed a 

similar enhancement in unintegrated DNA expression from WT but not ΔVpr-infected 

cells (Fig. 14A and B).  
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Figure 14. Vpr enhances expression of HIV-1 containing the catalytic mutation 

IntD116N. 

(A-B) 5x104 PMA-THP-1s (A) or 1x104 HeLa cells (B) were infected as in (Fig. 13C) 

with Lai-luc Δenv/G -WT, -IntD116N, -ΔVpr, or -IntD116N/ΔVpr. Data represents 

single replicates. 
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Vpr expression of unintegrated DNA correlates to its ability to regulate DDR 

responses 

I hypothesized, due to the role of Vpr in coordinating DDR responses during 

infection, Vpr may be acting to promote viral DNA repair such as NHEJ to form 2-LTR 

circles. 2-LTR circles are considered dead-end products of viral infections, though they 

can be maintained episomally in the nucleus and used as a template for viral transcription 

(396–398). To test this, I first wanted to determine if episomal expression from 

unintegrated DNA was fleeting or if it could be maintained for an extended period of 

time. I infected human MDMs with Lai-luc Δenv/G -WT or -ΔVpr. Cells were harvested 

for luciferase expression at 3, 6, and 9 days post infection. Expression from unintegrated 

DNA was maintained over this time in the presence of Vpr, suggesting that Vpr acts to 

maintain expression from unintegrated DNA in the nucleus (Fig. 15A). Interestingly, this 

enhancement was not observed at any of the times post virus infection of mouse BMDMs 

or BMDCs, nondividing cells that would turn over unintegrated DNA relatively slowly 

(Fig. 15B, C). 
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Figure 15. Expression from unintegrated DNA is maintained with time in the 

presence of Vpr. 

(A). Human MDMs were infected with 40 ng p24Gag content per 2x105 cells. Cells were 

lysed on day 3, 6, or 9 post infection for luciferase content. Data is the mean +/- SEM of 

infections with three independent donors. (B-C) 1x104 (B6) BMDCs or 5x104 B6 BMDM 

(C) were infected with 40 ng p24Gag in the presence of 30 µM raltegravir and lysed every 

2 (C) or 3 days (B). Data shown from two independent experiments. (C) MDMs were 

infected with 3 ng p24Gag content Lai-luc Δenv/G -WT or -ΔVpr in the presence of 30 

µM raltegravir for 3, 6, or 9 days before lysis for luciferase expression. Data represents 

three independent experiments with three donors. Data shown had background subtracted 

and is depicted as percent of luciferase expression from untreated infections with the 

respective virus. Data shown represents the mean +/- the SEM, where applicable. 

Significance was calculated using a paired student’s T test where *p<0.05, **p<0.01. 
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Linear DNA is subject to degradation at higher rates, due to the presence of 

cellular endonucleases. I hypothesized that Vpr stabilizes unintegrated DNA by 

promoting end joining and production of 2-LTR circles. I measured 2-LTR circles in the 

presence and absence of Vpr in MDDCs. I chose to focus on MDDCs as an infection 

model because of its in vivo relevance and my previous findings showing that Vpr 

expression impacts infection of these cells (Chapter 1). MDDCs were infected with Lai-

YU2 or Lai-YU2 ΔVpr at MOI = 3 for 12, 24 or 48 hours and 2-LTR circles were 

measured by qPCR. The RT-inhibitor efavirenz was used as a negative control. I 

observed similar levels of 2-LTR circles at 12 hours, suggesting similar input of virus 

was achieved, but by 24 and 48 hours, there was an increase in 2-LTR circles in WT-

infected MDDCs as comparted to ΔVpr (Fig. 16), suggesting that Vpr promotes 

formation of 2-LTR circle form of unintegrated viral DNA. 
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Figure 16. Vpr increases 2-LTR circles during HIV-1 infection of MDDCs. 

MDDCs were infected at MOI = 3 with Lai-YU2 or Lai-YU2 ΔVpr for 12, 24, or 48 

hours before lysis for DNA. Efavirenz (1 µM) was used as a control for plasmid DNA 

input. QPCR was used to analyze 2-LTR circle content as compared to a standard curve. 

Data represents a single experiment. 
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I next wanted to determine what functional domain of Vpr is important for 

preservation of unintegrated DNA. I infected Hela cells or MDMs with HIV-1 Vpr 

mutants, Vpr-W54R which lacks association with UNG2, Vpr-Q65R, which lacks 

association with the SLX4com and DCAFCRL4, and Vpr-H71R, which lacks association 

with DCAFCRL4 in the presence or absence of raltegravir. I observed a similar increase in 

expression of unintegrated DNA from Vpr-W54R, but not -Q65R or -H71R, both of 

which lack the ability to associate with DCAFCRL4 complex (Fig. 17A, B). The  

association of Vpr  with the DCAFCRL4 complex results in G2 arrest, which is thought to 

be the outcome of Vpr-mediated induction of a DDR (195, 207, 237, 355, 375). This 

suggests that the ability of Vpr to induce DDR is important for enhancing expression 

from unintegrated viral DNA.  
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Figure 17. Vpr maintenance of stable forms of episomal DNA is reliant on its ability 

to associate with the DCAFCRL4 complex.  

(A). HeLa cells were infected with 40 ng Lai-luc Δenv/G -WT or indicated Vpr mutant in 

the presence of 30 µM raltegravir. Data represents a single experiment. (B). MDMs were 

infected with 40 ng p24gag per 5x104 cells with Lai-luc Δenv/G -WT or indicated Vpr 

mutant for 3 days before lysis. Data represents two independent experiments. Data shown 

represents the mean +/- the SEM, where applicable. 
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Vpr-mediated preservation of unintegrated DNA is conserved among primate 

lentiviruses and correlates with the ability of SIVmac Vpr to regulate DDR responses 

 I next asked if Vpr-dependent enhancement of viral gene expression from 

unintegrated viral DNA was a conserved function amongst Vpr alleles from different 

primate lentiviruses. I utilized GFP-expressing single cycle of replication competent 

viruses from SIVsm, SIVmac or HIV-2 (viral clones SIVsm-GFP Δenv/G, SIVmac-GFP 

Δenv/G and HIV-2 Rod9-GFP Δenv/G, respectively) that encoded WT or Vpr null-

mutations. I infected MDDCs at MOI = 3 in the presence or absence of raltegravir. GFP 

expression in infected cells was determined by FACS analysis. I found Vpr from all three 

lentiviruses maintained the function of enhanced gene expression from unintegrated viral 

DNA in the presence of raltegravir (Fig. 18A, B, C). This expression from unintegrated 

viral DNA was not observed in cells infected with the corresponding ΔVpr viral clones in 

the presence of raltegravir (Fig. 18D, E, F). It should be noted that SIVsm/SIVmac/HIV-2 

ΔVpr viruses were much more infectious in MDDCs than HIV-1 ΔVpr due to their 

expression of Vpx.  
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Figure 18. Diverse primate lentiviral Vprs promote expression from unintegrated 

DNA.  

(A-F). MDDCs were infected at MOI = 3 with HIV-2/Rod9-GFP Δenv/G -WT or -ΔVpr 

(A, D), SIVmac-GFP Δenv/G -WT or -ΔVpr (B, E), or SIVsm-GFP Δenv/G -WT or -

ΔVpr (C, F) in the presence of 30 µM raltegravir. GFP expression was analyzed by 

FACS analysis 3 days post infection. Raltegravir treated infections are depicted in (A-C) 

and corresponding untreated controls in (D-F). Data represents seven (A, D), six (B, E), 

or four (C, F) independent experiments. Data shown represents the mean +/- the SEM. 

Significance was calculated using a paired student’s T test. 
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I next asked what domains of SIVmacVpr are important mediating expression of 

unintegrated DNA. I introduced two mutations in the open reading frame of SIVmac Vpr, 

VprV21A and VprS81A. I characterized their expression in cells and ability to be 

incorporated into virions (Fig. 19A).  Both mutants have been previously characterized to 

lack G2 arrest capacity (409). Work is currently underway to characterize this further, as 

well as determine other functions of Vpr these mutations impact. I next infected MDDCs 

with SIVmac-GFP Δenv/G encoding WT, ΔVpr, or the Vpr mutants in the presence and 

absence of raltegravir and assessed expression of unintegrated DNA by FACS analysis. I 

found one of the mutants that lacked the ability to induce a DDR response, Vpr-S81A, 

also lacked the ability to preserve unintegrated DNA expression (Fig. 19B). Together, 

these results suggest that formation of and expression from unintegrated viral DNA is a 

conserved function of primate lentiviral Vpr alleles and requires Vpr-association with 

DDR. 
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Figure 19. The ability of SIVmac Vpr to promote expression of unintegrated DNA 

correlates with induction of cell cycle arrest. 

(A). Flag-tagged expression constructs of SIVmac Vpr -WT and mutants -V21A and -

S81A were co-expressed with SIVmac Δenv/G ΔVpr in 293T cells via transient 

transfection. Cell lysates (left) and concentrated virion lysates (right) were analyzed for 

p27Gag and Flag-Vpr content via western blot analysis. (B). MDDCs were infected at 

MOI = 3 with SIVmac-GFP Δenv/G -WT or indicated Vpr mutant for 3 days before GFP 

analysis by FACS. Data represents five independent experiments with five different 

donors. Data shown represents the mean +/- the SEM. Significance was calculated using 

a paired student’s T test.  
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Future Work 

Experiments to further characterize Vpr-mediated maintenance of unintegrated 

DNA expression are currently ongoing. In my future work, I plan on using the DDR 

response inhibitor Caffeine and PARP-1 inhibitors during HIV-1 infection in the 

presence of raltegravir. I hypothesize that I will observe reduced maintenance of and 

expression from unintegrated viral DNA in both HeLa cells and MDDCs from WT 

infection in the presence of these inhibitors. Work is also underway to characterize the 

SIVmac Vpr mutants further, as well as to determine if I observe similar results with 

integrase-null SIVmac as those observed with HIV-1.  

 

Discussion 

 Together, these data suggest a conserved role for Vpr in enhancing expression 

from unintegrated DNA. This effect is seen in human cells with all primate lentiviruses 

tested, but not observed during HIV-1 infection of murine cells. As was discussed 

previously in this manuscript, it has been shown that a number of DDR response proteins 

have undergone positive selection in the primate lineage, though the reason for this 

selection remains unclear (410, 411) Mutations in DNA-repair proteins often result in 

genomic instability, making the host more likely to develop malignancies, like in the case 

of BRCA1 and BRCA2 mutations (410). The overlap I observe between Vpr-mediated 

expression of unintegrated DNA and the ability of Vpr to block IFN secretion during 

infection of MDDCs, described in Chapter 1, suggests that the two effects of Vpr may be 

linked. It is possible that the integration sensor proposed in Chapter 2 may be part of the 
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DDR pathway that regulated degradation of extrachromosomal DNA. In the presence of 

Vpr, this pathway is inhibited, allowing for other DNA-repair machinery to convert viral 

DNA into stable 2-LTR circles.  

 Despite a measurable enhancement in 2-LTR circles in WT HIV-1 infections as 

compared to ΔVpr, this difference I observed is only about 2-fold. I see a much bigger 

difference in transcription from unintegrated DNA in the presence of Vpr (10- to 20-fold 

enhancement). This result suggests that 2-LTR circle accumulation may not be the sole 

determinant for unintegrated DNA expression. In Chapter 1 of this dissertation, I describe 

the ability of Vpr to enhance transcriptional output from the proviral (integrated) LTR 

during infection of MDDCs, resulting in increased expression. It is possible that my 

observations on unintegrated DNA expression may also be regulated by a Vpr-mediated 

enhancement of transcription, rather than a DNA-repair mechanism. Vpr has been 

reported to transactivate the viral LTR, though this work has mostly focused on CD4+ T 

cells or T cell lines (200–202). It has also been noted that immediately after entry of the 

viral pre-integration complex (PIC) into the nucleus, histones are loaded on linear viral 

DNA (412). Histones on the viral DNA can, in theory, be modified to promote or inhibit 

transcription of the viral DNA, either pre- or -post integration. Vpr has been shown, at 

least indirectly, to modify histone markers through its ability to regulate levels of histone 

deacetylases (HDACs), which modify histones to transcriptionally repress areas of DNA 

(241, 242). Vpr may be changing the overall transcriptional state of the cell by reducing 

HDAC levels, thus promoting expression from aberrant, extrachromosomal DNA that 

would normally be transcriptionally repressed. Alternatively, Vpr may simply be acting 
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as a required transcriptional activator for unintegrated DNA, though it is unclear why 

differences in transcriptional output was not observed from integrated LTRs in MDDCs 

infected with SIVsm/SIVmac/HIV-2 in the presence or absence of Vpr. Together, these data 

show a conserved role for Vpr in maintenance of unintegrated DNA during infection. 

Expression from the episomal DNA may be a critical source for low-level viral 

replication that maintains tissue reservoirs in infected individuals, even in the presence of 

HAART. 
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CHAPTER THREE 

Introduction 

Vpr is a well-studied HIV-1 accessory protein whose sequence and function(s) is 

conserved through primate lentiviral evolution (177, 196). Though Vpr has been ascribed 

a number of functions, the most thoroughly characterized of which is its ability to induce 

G2 cell cycle arrest, the mechanisms responsible for inducing G2 arrest and the 

consequences of the G2 cell cycle arrest on viral replication and fitness are still poorly 

understood (206, 207). Induction of G2 cell cycle arrest by Vpr is dependent on its 

interaction with the DCAFCRL4 ubiquitin ligase complex, components of which have been 

shown to be involved in or regulate DNA replication and DNA damage repair (221, 224, 

413, 414). In the presence of Vpr, the DCAFCRL4 complex associates with a number of 

DNA-damage repair proteins, including the SLX4com, which is involved in Holliday 

junction repair, UNG2, which is part of the base-excision repair pathway that removes 

uracils misincorporated into DNA, and HLTF, a DNA helicase involved in chromatin 

remodeling (228, 230, 236, 238, 239). Interestingly, these interactions are not conserved 

across primate lentiviral Vprs, nor are they necessary for Vpr-mediated cell cycle arrest, 

indicating that these interactions may not be responsible for maintenance of Vpr-

mediated DNA damage response and G2 arrest in vivo during infection or that additional, 

unidentified cofactors are involved in Vpr function (237, 239, 379).  

 The reasoning behind Vpr-mediated cell cycle arrest has remained equally 

unclear. It has been suggested that G2 arrest increases virus production, since the viral-

LTR appears to be most active in G2 phase (203). Additionally, G2 arrest would allow 
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cellular resources to be diverted from cell division to viral production, allowing the virus 

to replicate more efficiently (203). But in cell lines and cycling CD4+ T cells, Vpr is 

dispensable for infection (345). Vpr expression is lost in virus serially passaged CD4+ T 

cell lines in vitro, suggesting the function of Vpr may be more complex than what can be 

delineated from ex vivo or in vitro infections (216). Another, contending hypothesis is 

that G2 arrest is the outcome of a Vpr-controlled DNA-damage response (DDR). Recent 

studies have demonstrated that Vpr orthologs from diverse primate lentiviruses can 

activate the DDR in human cells, suggesting that activation of DDR is a conserved 

function of lentiviral Vpr alleles (237). It has been proposed that Vpr may intentionally 

induce double-strand breaks in the host genome to initiate DDR, resulting in both G2 

arrest and suppression of an antiviral interferon response, though the mechanism remains 

unclear (236). Alternatively, it has also been suggested that Vpr modulates signaling 

through either ATM or ATR, both of which are DDR initiator kinases (382, 383), to 

induce pro-inflammatory responses, thus enhancing virus replication and spread. 

 My recent work has used primary human MDDCs, which are susceptible to 

infection at a low but measurable level, as a model for infection (184). In this model, I 

see a robust restriction to infection in the absence of Vpr that is unique to MDDCs and 

potentially resting CD4+ T cells (185). In my work, I note that this restriction occurs post-

integration in a single round of infection and is alleviated by Vpr-association with the 

DCAFCRL4 complex. In my current work, I looked at infection of MDDCs with diverse 

primate lentiviruses to determine if my observations with HIV-1 were conserved across 

primate lentiviral evolution, specifically amongst those that encode Vpx. Vpx, similar to 
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Vpr, is a small accessory protein encoded by primate lentiviruses in the 

SIVsm/SIVmac/HIV-2 lineage (176). It is incorporated into the virion, similar to Vpr, 

through association with the same p6 region of Gag and also associates with the same 

DCAFCRL4 complex to counteract host cell restriction (194, 225–227). The reason for the 

high level of overlap between Vpx and Vpr function is due to the origin of Vpx. Vpx is 

thought to have originated from a duplication event of Vpr, after which the host cell 

targets of the two proteins diverged; Vpr initiates a DDR by targeting an unknown host 

factor while Vpx targets SAMHD1 for proteasomal degradation (176–180, 183, 415). 

SAMHD1 is a dNTPase that reduces dNTP pools in macrophages, DCs, and resting 

CD4+ T cells, hampering reverse transcription (179, 180, 182, 183). Presence of 

SAMHD1 is thought to be the main reason HIV-1 is poorly infectious in MDDCs (182). 

Surprisingly, I found that infection of human MDDCs with HIV-2, SIVsm, or 

SIVmac -ΔVpr viral isolates had no effect on infection when compared to WT viruses. 

Rather, I found that infection with ΔVpr-HIV-2 or -SIVmac induces robust type I IFN 

production from productively infected MDDCs that is absent or decreased in WT virus 

infection. Type I IFN production was induced at a post-reverse transcription step and was 

prevented upon initiation of infections in the presence of integration inhibitor or infection 

with SIVmac Vpr mutants that do not induce G2 cell cycle arrest. Finally, type I IFN 

induction could be blocked upon initiating infection of SIVmac ΔVpr viruses in the 

presence of inhibitors to NF-κB signaling pathway. Together, my data suggests a 

conserved role for Vpr in harnessing the DDR pathway to prevent viral sensing that 

occurs during integration of the viral dsDNA into the host genome.  
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Results 

Vpr expression does not affect single round replication of SIVmac. 

 I have previously reported a robust, single round block to HIV-1 infection of 

MDDCs in the absence of Vpr. I wanted to assess whether this restriction was present 

during infection with primate lentiviruses that encode Vpx, (179, 180). Previous studies 

have demonstrated that human MDDCs can be efficiently transduced by SIVmac 

lentivectors (416) suggesting an absence of species-dependent restrictions to SIVmac 

infection of human cells. I infected human MDDCs with single-cycle, VSV-G 

pseudotyped, GFP reporter SIVmac, (SIVmac-GFP Δenv/G) -WT, -ΔVpr, -ΔVpx, or -

ΔVpr/ΔVpx at MOI = 1 to determine the individual and cumulative effects of Vpr and 

Vpx on viral infectivity in MDDCs. I hypothesized that, similar to HIV-1, the SIVmac-

GFP Δenv/G ΔVpr virus would be poorly infectious in human MDDCs. SIVmac-GFP 

Δenv/G -ΔVpx and -ΔVpr/ΔVpx were used as negative controls that I assumed would be 

poorly infectious, since Vpx is known to enhance infectivity in MDDCs by targeting 

SAMHD1 for degradation. Surprisingly, I observed slightly enhanced infection levels 

upon infection with SIVmac-GFP Δenv/G ΔVpr virus compared to WT virus. As expected, 

Vpx-deletion completely ablated infection of human MDDCs by SIVmac (Fig. 20).  
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Figure 20. Vpr does not affect infection of human MDDCs with primate lentiviruses 

that encode Vpx.  

MDDCs were infected at MOI = 1 with SIVmac-GFP Δenv/G -WT, -ΔVpr, -ΔVpx, or -

ΔVpr/ΔVpx for three days. GFP expression was assessed by FACS analysis. Data is the 

mean +/- SEM of infections of six independent donors. Significance calculated using a 

paired student’s T test where *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. 
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SIVmac Vpr regulates type I IFN induction during infection of MDDCs.   

Numerous studies have described that infection with Vpx-encoding lentiviruses 

results in proteasomal degradation of SAMHD1 and robust enhancement of lentiviral 

reverse transcription in MDDCs (179, 180, 417–419). Reverse transcription is an error-

prone process and can result in generation of aberrant dead-end viral DNA intermediates 

that can be subject to innate immune sensing. Furthermore, infection of MDDCs with 

Vpx-encoding HIV-2 virus particles, or HIV-1 infection in the presence of Vpx, results in 

cGAS-dependent sensing of viral RT-products (320, 420). Interestingly, previous studies 

have suggested that Vpr recruits structure specific endonuclease regulator, SLX4com that 

has been implicated in regulation of numerous DNA repair pathways and in Holiday 

junction resolution, and activation of endonuclease activity (236) to process non-

productive reverse transcription intermediates and thus avoid innate immune sensing. I 

hypothesized that infection of MDDCs with Vpx-encoding SIVmac-GFP Δenv/G viruses 

might result in increased level of reverse transcripts that in the absence of Vpr be 

detected by nucleic acid sensors in MDDCs. To test this, I first measured late-RT 

products during SIVmac-GFP Δenv/G -WT, -ΔVpr, and -ΔVpx infection of two 

independent donors of MDDCs by qPCR at 18 and 42 hours post infection. I observed an 

increase in late RT-products in the absence of Vpr at both 18 h and 42 h post infection 

(Fig. 21A and B). Note that the primer-probe combination (U5-Gag region) used for the 

quantification of viral DNA detects all forms of viral dsDNA forms including viral 

integrants. 
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Figure 21. SIVmac Vpr modestly increases the amount of late RT products during 

infection of MDDCs.  

MDDCs were infected at MOI = 3 with SIVmac-GFP Δenv/G -WT, -ΔVpr, -ΔVpx, or -

ΔVpr/ΔVpx. Viral stocks had been pre-treated with DNase to reduce background plasmid 

contamination from virus stocks used for infections. Cells were harvested for DNA at 

either 18 or 42 hours post infection. Late RT products were quantified via qPCR as 

compared to a known standard of plasmid DNA. Two respective donor infections are 

shown. 
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The effect of HIV-1 Vpr on type I IFN regulation during infection has been 

extensively studied in the literature, with varying results. Opposing studies have shown 

specific downregulation of type I IFN in the presence of HIV-1 Vpr or, alternatively, 

induction of a type I IFN response due to HIV-1 Vpr expression (236, 252, 256, 258, 259, 

265, 372). I failed to detect induction of type I IFN responses in MDDCs infected with 

HIV-1/WT or ΔVpr viruses (Fig. 9). Since SIVmac Vpr did not modulate MDDC infection 

like HIV-1 Vpr, I hypothesized that modulation of type I IFN response by SIVmac Vpr 

might be divergent as well. MDDCs were infected with SIVmac Δenv/G -WT, -ΔVpr, -

ΔVpx or -ΔVpr/ΔVpx viruses (MOI =3), and cell-free supernatants were harvested on 

day 3 post infection. The amount of type I IFN released in cell-free supernatants was 

measured using a previously described bioassay (369). For quantification, secreted IFN 

was compared to a known standard of IFNα. I observed a significant increase in type I 

IFN secretion in MDDCs infected with SIVmacΔVpr virus as compared -WT infection 

(Fig. 22). Both -ΔVpx, or -ΔVpr/ΔVpx viruses were non-infectious on MDDCs (Fig. 20) 

and did not result in production of type I IFN (Fig. 22).  
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Figure 22. SIVmac Vpr suppresses type I IFN production during infection of 

MDDCs.  

MDDCs were infected at MOI = 3 with SIVmac-GFP Δenv/G -WT, -ΔVpr, -ΔVpx, or -

ΔVpr/ΔVpx. Supernatants were harvested at day three post infection and type I IFN was 

quantified using a sensitive bioassay as compared to a standard of IFNα. Briefly, HEK 

293 cells containing an ISRE-driven luciferase reporter were incubated with cell culture 

supernatants or a standard curve of recombinant IFNα-containing growth media for 21 

hours before quantification of luciferase expression. Data is representative of the mean 

+/- the SEM for infections of six independent donors. Data was log transformed to 

normalize the distribution and significance was calculated using a paired student’s T test 

where *p<0.05, **p<0.01, ***p<0.001. 
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Host sensing of lentivirus integration is blocked by SIVmac Vpr. 

 Since infection with SIVmacΔVpr viruses resulted in increased amounts of viral 

DNA in MDDCs at early times post infection (Fig. 21), I determined if type I IFN 

production was the result of differential RT-product accumulation and sensing in the 

absence of Vpr. To test this further, MDDCs were infected with SIVmac Δenv/G -WT, -

ΔVpr, -ΔVpx or -ΔVpr/ΔVpx viruses (MOI =3), in the presence or absence of the RT-

inhibitor tenofovir and the integrase inhibitor raltegravir to block different stages of the 

viral life cycle, and determine the step of the virus life cycle that is subject to host sensing 

and innate immune activation. I hypothesized that if induction of type I IFN occurs upon 

sensing of reverse transcripts, only tenofovir will block type I IFN production. 

Alternatively, if host sensing of SIVmacΔVpr virus replication occurs after completion of 

reverse transcription, both inhibitors (tenofovir and raltegravir) will be able to block type 

I IFN secretion. Interestingly, tenofovir pre-treatment of MDDCs which efficiently 

blocked viral infection, was able to completely abrogate type I IFN secretion (Fig. 23A, 

B), suggesting that SIVmac reverse transcripts might be sensed in MDDCs in the absence 

of Vpr.  
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Figure 23. SIVmac ΔVpr triggers innate immune sensing at a post-reverse 

transcription step in MDDCs.  

(A-B). MDDCs were infected at MOI = 3 with SIVmac-GFP Δenv/G -WT, -ΔVpr, -ΔVpx, 

or -ΔVpr/ΔVpx for three days. Parallel infections were treated with the RT-inhibitor 

tenofovir or the integration inhibitor raltegravir. Cells were analyzed for GFP expression 

(A) and type I IFN production in the supernatants was quantified using a bioassay (B). 

Data is representative of the mean +/- SEM of infections of five independent donors. 

Significance was calculated using a paired student’s T test where *p<0.05, **p<0.01. 
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All integrases have a characteristic catalytic core domain, the D,D35E motif 

(421–423), and hence can be inhibited by raltegravir. Raltegravir prevents lentiviral DNA 

from inserting itself into the host genome. Because integrase inhibitors are known to 

cause nuclear accumulation of unintegrated lentiviral DNA (Fig. 14 (395, 404)), I 

hypothesized that raltegravir pre-treatment might result in the accumulation of linear or 

circularized viral DNA forms that may exacerbate innate immune activation and type I 

IFN secretion in SIVmacΔVpr-infected MDDCs. Surprisingly, raltegravir pre-treatment, 

which inhibited productive infection of MDDCs by GFP-expressing SIVmacΔVpr Δenv/G 

virus (Fig. 23A) also completely abrogated production of type I IFN (Fig. 23B), 

suggesting that integration of lentiviral DNA into the host genome or post-integration 

steps of the viral life cycle were subject to host sensing mechanisms that result in 

production of type I IFN.  

 In order to tease apart the kinetics of induction of type I IFN in SIVmacΔVpr-

infected MDDCs, reverse transcription was arrested at different times pre- and post-

infection by addition of tenofovir. The percentage of GFP+ cells obtained at each time 

point (time of tenofovir addition) was then determined at day 3 post infection by FACS 

analysis.  In addition, cell-free supernatants were harvested at day 3 and type I IFN 

production was quantified by a bioassay. Addition of tenofovir at 3 hours before addition 

of virus, or at 0, 3, or 9 hours post infection significantly inhibited type I IFN production 

in SIVmac-GFP Δenv/G-ΔVpr infected cultures, confirming that neither virus entry, 

sensing of incoming viral RNA genome or initiation of reverse transcription result in 

viral sensing and type I IFN production (Fig. 24A, B). Addition of tenofovir at 18 hours 
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post infection blocked infection by ~50% (Figure 24A), but type I IFN production was 

robustly induced (Fig. 24B), suggesting that steps after completion of reverse 

transcription are subject to host sensing mechanisms.  
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Figure 24. Completion of reverse transcription in MDDCs is necessary for host 

sensing of infection with SIVmac ΔVpr.  

(A-B.) MDDCs were infected at MOI = 3 with SIVmac-GFP Δenv/G or SIVmac-GFP 

Δenv/G ΔVpr. Tenofovir was added to block reverse transcription at 3 hours prior to 

infection, at the time of infection, or 3, 9 or 18 hours post infection. At day three post 

infection, cells were analyzed for GFP expression (A) or type I IFN secretion into the 

supernatants was quantified (B). Data is the mean +/- SEM of infections with five 

independent donors.  
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HIV-2 Vpr and SIVsm Vpr also block IFN induction in human MDDCs.  

I next wanted to characterize whether these results seen with SIVmac could also be 

extended to other viruses in the same lentiviral lineage. These include SIVsm, which 

causes non-pathogenic infections in its natural host, sooty mangabeys (424), and HIV-2, 

which can cause AIDS in humans. SIVmac originated from multiple cross species 

transmissions of SIVsm from sooty mangabeys to macaques that were co-housed in 

captivity (33). Similarly, HIV-2 is thought to be the result of a transmission event of 

SIVsm to humans through preparation of game meat (17). MDDCs were infected with 

HIV-2 Rod9-GFP Δenv/G -WT, -ΔVpr, or -ΔVpx and SIVsm-GFP Δenv/G -WT, -ΔVpr, 

or –ΔVpx viruses (MOI = 3), and cells were harvested at day 3 post infection for FACS 

analysis.  Similar to SIVmac infection of MDDCs, absence of Vpr had negligible impact 

on infection of HIV-2 (Fig. 25A) and SIVsm (Fig. 25B) in MDDCs, while Vpx deletion 

completely ablated infection of both HIV-2 and SIVsm (Fig. 25A, B).  

I next determined if infections of MDDCs with HIV-2 or SIVsm in the absence of 

Vpr could also induce type I IFN production similar to that observed with SIVmacΔVpr 

infections of MDDCs. MDDCs were infected at MOI = 3 with SIVsm Δenv/G -WT, – 

ΔVpr or -ΔVpx and Rod9 Δenv/G -WT, – ΔVpr, or -ΔVpx in the presence or absence of 

tenofovir and/or raltegravir. Similar to what I observed with SIVmac, type I IFN 

production was significantly increased in both HIV-2 ΔVpr and SIVsmΔVpr infections 

(Fig. 25C, D). Furthermore, type I IFN production in HIV-2 ΔVpr and SIVsmΔVpr-

infected MDDCs was completely blocked upon pre-treatment with either tenofovir or 

raltegravir (Fig. 25C, D). Alternatively, infection with both HIV-2 Rod9-GFP Δenv/G-
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WT and SIVsm GFP Δenv/G- WT (encoding WT-Vpr) also induced low but detectable 

levels of type I IFN, suggesting that HIV-2 and SIVsm viruses are subject to additional 

Vpr-independent sensing mechanisms in human MDDCs (420) . Alternatively, Vpr 

alleles encoded by HIV-2 and SIVsm might not be as efficacious as SIVmac Vpr in 

suppressing virus sensing mechanisms in human MDDCs.  

To determine if the findings observed with single-cycle HIV-2 viruses are also 

observed with infections of MDDCs with replication competent HIV-2, I infected 

MDDCs (MOI = 3) with VSV-G-pseudotyped Env-encoding replication competent HIV-

2 Rod9 -WT or -ΔVpr and harvested cell-free supernatants at three days post infection. 

Tenofovir and raltegravir were again used as controls to ensure sensing is due to infection 

and not virus particle addition. Similar to what I observed with single-round infection 

analysis, infection of MDDCs with replication competent HIV-2 ΔVpr resulted in 

enhanced secretion of type I IFN that is reduced in WT HIV-2/Rod9 infection. 

Furthermore, infections of HIV-2 Rod9 -WT or -ΔVpr in the presence of RT or 

integration inhibitors reduced type I IFN production (Fig. 25E). Together, these data 

suggest that members of SIVsm/SIVmac /HIV-2 lineage encode Vprs that suppress sensing 

of lentiviral integration into host genome.   
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Figure 25. Vpr from Vpx-encoding lentiviruses antagonizes type I IFN signaling in 

MDDCs.  

(A). MDDCs were infected at MOI = 3 with Rod9-GFP Δenv/G -WT, -ΔVpr, or -ΔVpx 

for three days and GFP was asses by FACS analysis. Data is the mean +/- SEM of 

infections with seven independent donors. (B). MDDCs were infected as in (A) with 

SIVsm-GFP Δenv/G -WT, -ΔVpr, or -ΔVpx. Data is the mean +/- SEM of infections with 

six independent donors. (C). MDDCs were infected as in (A) with Rod9-GFP Δenv/G -

WT, -ΔVpr, or -ΔVpx. Parallel infections were treated with tenofovir or raltegravir to 

block reverse transcription or integration, respectively. Supernatant from day 3 post 

infection was analyzed for type I IFNs using a quantitative bioassay. Data is the mean +/- 

SEM from seven independent donors. (D). MDDCs were infected as in (B) with SIVsm-

GFP Δenv/G -WT, -ΔVpr, or -ΔVpx in the presence of tenofovir or raltegravir. 

Supernatants were harvested at day 3 post infection for type I IFN quantification using a 

sensitive bioassay. Data is the mean +/- SEM of six independent donors. (E). MDDCs 

were infected at MOI = 3 with replication competent Rod9/G or Rod9 ΔVpr/G. Parallel 

infections were treated with the RT inhibitor tenofovir or the integration inhibitor 

raltegravir. Supernatants were analyzed at day 3 post infection for the presence of type I 

IFNs. Data is the summary of six infections with six independent donors. Significance 

calculated using a paired student’s T test where *p<0.05, **p<0.01, ***p<0.001, 

****p<0.0001. 
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Suppression of host sensing of lentiviral integration in MDDCs is NF-κB dependent 

and is correlated to the ability of Vpr to induce DDR. 

G2 cell cycle arrest is a conserved function of Vpr and is thought to be the 

outcome of Vpr-mediated regulation of the DDR. I hypothesized that ability of 

SIVsm/SIVmac/HIV-2 Vpr to block type I IFN induction is the result of Vpr-mediated 

degradation of a viral integration sensor, resulting in initiation of a DDR response. In 

support of this hypothesis, it has also been reported that many members of DDR 

pathways are under positive selection, which is a hallmark of retroviral restriction factors 

(410, 411). To determine if G2 arrest/DDR induction function of SIVmac Vpr correlates 

with its ability to suppress type I IFN production, I made several mutations to SIVmac Vpr 

that had previously been characterized to block Vpr-mediated G2 cell cycle arrest (377, 

409). Work is underway to confirm differential regulation of the cell cycle by these Vpr 

mutants. I infected MDDCs with SIVmac Vpr mutants -VprV21A and -VprS81A at MOI 

= 3 and analyzed supernatants for type I IFN production at day 3 post infection. All Vpr 

mutants were incorporated into virions at levels similar to WT-Vpr (Chapter 2) and were 

infectious in MDDCs, though VprV21A shows reduced infectivity (Fig. 26A). 

Interestingly, I found that infections of MDDCs with one mutant that has reduced cell 

cycle arrest capacity, VprS81A, results in enhanced type I IFN production, a phenocopy 

of the SIVmac ΔVpr infection (Fig. 26B). Furthermore, the VprV21A mutant blocks type I 

IFN production, which I hypothesize correlates with increased cell cycle arrest capacity 

(Fig. 26B). Work to confirm this hypothesis is in progress.  
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Figure 26. Vpr antagonism of innate immune sensing correlates with its ability to 

induce G2 arrest.  

(A-B) MDDCs were infected with SIV SIVmac-GFP Δenv/G -WT, -ΔVpr, -VprV21A, or -

VprS81A for three days. Parallel infections were treated with tenofovir or raltegravir. 

Cells were analyzed for GFP expression (A) and IFN secretion in infection supernatants 

(B). Data is the mean +/- SEM of infections with four independent donors.   



 

 

130 

Previously published work has demonstrated that treatment of cells with etoposide 

(induces DNA double strand breaks)-induced type I IFN responses in a IRF3-

independent, NF-κB dependent manner (425). I hypothesized that a similar mechanism 

underlies lentiviral integration-induced type I IFN responses. To test this hypothesis, 

MDDCs were infected with SIVmac GFPΔenv/G –WT or ΔVpr viruses in the presence of 

small molecule inhibitors that block pro-inflammatory signaling cascades. I utilized the 

inhibitors, BAY11-7082, an inhibitor of IκB-α that blocks NF-κB activation, (5Z)-7-

Oxozeaenol, which inhibits TAK1, a signaling protein upstream of NF-κB, the NLRP3-

inflammasome inhibitor, glybenclamide, and BX795, a TBK1 inhibitor, that blocks IRF3 

activation (426). None of the inhibitors had any impact on cell viability at the 

concentrations tested (data not shown). Treatment with BAY11-7082, (5Z)-7-Oxozeaenol 

and BX795 enhanced infections of both WT and ΔVpr viruses, though differences were 

not statistically significant (Fig. 27A). Interestingly, both BAY11-7082 and (5Z)-7-

Oxozeaenol that reduce NF-κB activation potently reduced type I IFN secretion from 

SIVmac-GFP Δenv/G ΔVpr infected cells, while treatment with glybenclamide or BX795 

had no effect on type I IFN secretion (Fig. 27B). Together, these experiments suggest that 

NF-kB activation is necessary for induction of type I IFN responses downstream of 

sensing of lentiviral integration into host genomes.   
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Figure 27. Type I IFN secretion from SIVmac ΔVpr infected MDDCs is dependent on 

the NF-κB signaling cascade.  

(A-B) MDDCs were infected at MOI = 3 with SIVmac-GFP Δenv/G -WT, -ΔVpr, -ΔVpx, 

or -ΔVpr/ΔVpx in the presence of the inhibitors BAY11-7082 (1 µM), an IκB-α inhibitor, 

(5Z)-7-Oxozeaenol (1 µM), a TAK1 inhibitor, glybenclamide (50 µM), a NLRP3-

inflammasome inhibitor and BX795 (0.1 µM), a TBK1 inhibitor. No treatment or 

equivalent concentrations of DMSO were used to confirm drug efficacy. Cells and 

supernatants were harvested on day 3 post infection to determine GFP expression (A) or 

type I IFN secretion (B). Data is the summary of infections with two or three independent 

donors. 
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Future Studies 

Additional work to confirm that integration is the step of the viral life cycle that is 

sensed is ongoing. In the future, I plan on adding raltegravir to SIVmac infected MDDCs 

at 0, 6, 9, and 18 hours post-infection, to further clarify the kinetics of the sensing 

mechanism. I predict that addition of raltegravir at 0, 6, and 9 hours will potently block 

IFN secretion, while raltegravir addition at 18 hours will neither block type I IFN 

production nor block viral gene expression. In the case that completion of virus 

integration takes longer than 18 hours, I will adjust my raltegravir addition times to better 

fit the SIV replication cycle. I also plan on using integrase catalytic site mutants to 

provide additional support for my hypothesis. I am currently in the process of making 

integrase-null (IntD116N) clones of SIVmac Δenv/G -WT and -ΔVpr. I expect that neither 

D116N-WT nor D116N-ΔVpr (which are predicted to not integrate in the host genome) 

will trigger type I IFN production. 

Work is still ongoing to demonstrate that Vpr-mediated regulation of DDR is 

preventing sensing of viral infection. I plan to use inhibitors that selectively block the 

DDR response in order to tie the DDR to viral sensing. I will use selective DDR 

inhibitors including caffeine, which blocks ATM and ATR mediated DDR sensing (383, 

427). ATM and ATR are DNA-damage sensing kinases that broadly amplify signaling to 

recruit DNA repair machinery, ATM in response to double stranded breaks and ATR in 

response to single strand breaks or gaps (428–431). I will also use commercially available 

PARP-1 inhibitors, which block the ability of PARP-1 to detect and mark single strand 

breaks for repair (432–434). If viral sensing occurs through any of these pathways, I 
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would expect to ablate type I IFN production in the presence of inhibitors. I also plan on 

using chemical agents that induce DNA damage, like etoposide, which induces double 

strand breaks, to recapitulate the sensing I observe during integration in the absence of 

Vpr.  

Additionally, I hope to show that HIV-1 Vpr antagonizes IFN production similar 

to SIVmac/SIVsm/HIV-2. I expect I may have to supplement HIV-1 infections of MDDCs 

with SIVmac Vpx in order to achieve enough high levels of HIV-1 integration for 

detection by host sensing machinery. My future work in this area also involves repeating 

some of the experiments I have planned using DDR-regulating inhibitors, including 

caffeine, etoposide, and PARP-1 inhibitors with HIV-1 in the presence of SIVmac Vpx. I 

also plan to measure RT-products and integrated proviruses in the presence of SIVmac 

Vpx to better characterize the effect of Vpr on reverse transcription and integration in my 

system. Collectively, I hope to definitely show a conserved role for Vpr in targeting a 

DDR-pathway sensor that detects conserved patterns during primate lentiviral integration.  

Currently, my data reveal a viral sensor that detects viral infection during or post 

integration. This sensor is antagonized by Vprs encoded by diverse primate lentiviruses 

in the SIVmac/SIVsm/HIV-2 lineage, and may also be antagonized by HIV-1 Vpr, though 

work is currently underway to determine this conclusively. Sensing occurs through an 

NF-κB-dependent mechanism. Vpr-mediated coordination of cell cycle arrest appears to 

be necessary to block IFN secretion in reaction to infection. Together, these data suggest 

the presence of a novel viral sensor that may play a crucial role in driving Vpr 

maintenance amongst primate lentiviruses. 
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DISCUSSION 

The human evolutionary lineage has been riddled with exposure and infection by 

retroviruses, as evident by the 8% of our DNA that is composed of viral elements (435). 

Individual cellular defenses against infections have co-evolved with viral evasion in a 

race for survival (436). In this work, I identified a novel detection point for viral invasion, 

retroviral integration. Individual cellular host defenses have evolved  to counteract viral 

infection, either by creating barriers that prevent conserved steps in the viral life cycle 

from occurring or by developing sensing mechanisms that detect infection  (436, 437). 

These barriers to infection must be actively circumvented by viral proteins in order for a 

successful, spreading infection to occur. Lentiviral accessory proteins, including Vpr, are 

encoded specifically to counteract these host defense mechanisms, often referred to as 

restriction factors, and must evolve every time a species jump occurs (140). Restriction 

factors have undergone millions of years of positive selection to detect and counteract 

conserved stages of the retroviral life cycle (436). Restriction factors have been identified 

that block or detect most stages of the viral life cycle, including uncoating, reverse 

transcription, nuclear entry, and virion release, but until this work, viral detection at the 

step of integration has not been identified (336, 438, 439). 

Vpr’s role during infection has remained elusive to researchers for years. It has 

clear involvement with some sort of DDR, as evident by the conserved role in initiating 

G2 cell cycle arrest, but outcomes or advantages of this arrest remain poorly defined (236, 

355, 375). Expression of Vpr in cells induces DNA-damage foci which are the result of 

multiple DDR pathways including the Fanconi anemia (FA) pathway, the ataxia 
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telangiectasia mutated (ATM) and ataxia telangiectasia mutated Rad3 (ATR) pathways 

(236, 382, 383, 440). These pathways are all critical for coordination of DNA-damage 

repair, suggesting Vpr may act to directly induce DNA damage (236, 428, 441). Despite 

this evidence,  interactions that would mediate Vpr-induced DNA damage remain poorly 

defined (237, 379, 442). We can take clues from pull down studies about the function of 

Vpr; Vpr associated with a number of DNA-damage repair proteins including UNG2, 

SLX4com, and HLTF (228, 235, 236, 238, 239). UNG2 is part of the base excision repair 

pathway that recognizes and removes misincorporated uracils or deaminated cytosines 

from DNA (443). The SLX4com is a key intermediary in the FA pathway, which  

coordinates proteins involved in  nucleotide excision repair, homologous recombination 

and translesion synthesis in order to resolve Holliday junctions (444, 445). People with 

mutations in key regulators in the FA pathway have a hypermutable phenotype that 

significantly increases their risk for a variety of cancers (444, 445). SLX4 itself is a 

nuclear scaffold protein that binds and coordinates the activity of three different structure 

specific nucleases (444). Vpr, in the context of DCAFCRL4 binds directly to SLX4, but has 

been shown to regulate the activity of fellow complex member MUS81/EME1, an 

endonuclease that cleaves Holliday junctions during repair (236, 444). It has been 

suggested that Vpr selectively activates MUS81/EME1 to create double strand breaks in 

the host DNA in order to induce G2 arrest and prevent accumulation of viral DNA that 

would be subject to sensing (236). Finally, the most recently identified interactor with 

Vpr that has been discovered is HLTF, a protein that is involved with resolution of stalled 

replication forks (238, 239). In addition to these Vpr-DCAFCRL4 interactors, the 
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DCAFCRL4 complex  itself has been indicated as a regulator of DNA-damage repair, 

which poses the possibility that the Vpr-DCAFCRL4- interaction may regulate the DDR 

independently of other host factors (413, 414, 446). Together, the extensive interactions 

of Vpr with host DDR pathway proteins suggest that Vpr plays a crucial role in 

regulating DNA-damage repair to the advantage of the virus.  

Vpr is incorporated into virions and enters infected cells associated with the viral 

capsid (191–194, 339, 447). After entry, Vpr localizes to the nuclear membrane, shuttling 

in between the nucleus and cytoplasm, though some molecules also remain associated 

with the PIC (447, 448). The localization of Vpr supports the long held hypothesis that 

Vpr aids nuclear import, though it has become clear this is not the case (347, 449). My 

work in Chapter 1 reveals a role for virion associated HIV-1 Vpr in enhancing 

transcriptional output from the viral LTR. It is unclear whether this is the result of Vpr 

acting directly as a transcription factor or, instead, somehow modifying the integration 

site to make it more transcriptionally active. There is evidence to support both 

hypotheses. Vpr has been shown to degrade histone modifiers responsible for condensing 

DNA and reducing transcription (241, 242). Vpr is also capable of binding and 

transactivating the viral LTR, directly increasing production of viral transcripts (200–

205). Similarly, in Chapter 2, I reported that presence of Vpr increases expression from 

unintegrated DNA. Again, this could be the result of Vpr acting directly on the viral LTR 

to promote transcription or, instead, modifying unintegrated DNA to increase its 

transcriptional competency. I propose that the effect of Vpr on chromatin structure is 

responsible for both observed effects of Vpr. Histones are loaded onto viral DNA rapidly 
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after entering the nucleus (412). Vpr-mediated degradation of HDACs may be critical for 

early, rapid transcription, both for integrated and unintegrated DNA (241, 242). I propose 

that in the absence of Vpr, viral DNA is rapidly silenced by chromatin modifications, 

potentially as a mechanism of host defense to prevent expression from foreign DNA in 

the nucleus (Fig. 28). In the presence of Vpr, chromatin modification is prevented, via 

direct engagement with the DCAFCRL4 complex, allowing for transcription from LTR via 

the host PolII polymerase (Fig. 28). It is possible that chromatin remodeling is due to 

direct targeting of HDACs by the Vpr-DCAFCRL4 complex, or it may be the outcome of 

general induction of DDR, which is known to relax chromatin structure in order for DNA 

repair to occur (241, 242, 450–452). This is only observed in cells where there is a block 

to integration, like the indirect block of low nucleoside pool in MDDCs or the artificial 

block of raltegravir or mutations in viral integrase. In more active, dividing cells that are 

far more permissive to infection, chromatin structure in in flux more often, due to events 

like cellular division, and other viral proteins like tat are sufficient to drive transcription. 

Alternatively, it is also possible that a common mechanism could be resulting in both the 

enhanced transcriptional output I characterized in Chapter 1 and 2 and the antagonism of 

viral sensing of integration I observe in the presence of Vpx, characterized in Chapter 3.  
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Figure 28. HIV-1 Vpr enhances viral transcription via modification of chromatin 

structure.   

HIV-1 Vpr, in associates with the DCAFCRL4 complex, results in modification of 

chromatin structure for enhanced recruitment of Pol II and increased LTR-driven 

transcription. It remains unclear if this is the effect of general induction of DDR, which is 

known to relax chromatin structure or due to DCAFCRL4-mediated targeting of a host 

protein that regulates chromatin architecture, such as host HDAC proteins.  
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 Vpr is maintained across all known primate lentiviruses and its ability to induce 

G2 arrest, presumable through interactions with the DDR pathway is also conserved (141, 

176, 177, 196, 207, 208, 237, 415, 436). It has been shown that a number of proteins 

involved in DDR pathways are under positive selection, though the reasoning for this is 

somewhat unclear (410, 411). Positive selection is a process by which viral infection 

drives host species diversification of proteins that restrict the virus (453, 454). Many of 

these genes, including BRCA1 and BRCA2, are integral for genome stability and 

mutations can confer significantly increased susceptibility to various cancers (410). It has 

been proposed by others that the only logical reason for selecting for genome instability 

is to counteract a greater threat, like viral invasion into the host genome, like occurs 

during retroviral integration (410). I believe that there is an interplay between Vpr-

orthologs in primate lentiviruses and the host DDR response which has resulted in 

positive selection of proteins that are critical for genome integrity, despite the potential 

deleterious effects of non-sense mutations in these genes. My results in Chapter 3 suggest 

Vpr mediates antagonism of host sensor of viral integration and I propose that this host 

sensor is a DDR pathway protein that detects retroviral integration products (Fig. 29).  

  



 

 

141 

 

Figure 29. SIVsm/SIVmac/HIV-2 Vpr suppress integration-induced production of type 

I IFN.  

SIVsm/SIVmac/HIV-2 Vpr blocks DDR-induced signaling pathways triggered by 

integration of Vpx-encoding primate lentiviruses. This block occurs only in pathways that 

lead to production of type I IFN and not pathways involved in integration site repair, 

allowing for successful infection without production of antiviral IFNs. In this model, 

ATM or ATR are the proposed DNA-damage sensors that signal through a TAK1-

dependent pathway to trigger IFN.  
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Integration offers an unconventional target for viral sensing, since double-

stranded DNA in the nucleus resembles normal host DNA. Unpublished data from 

Hisashi Akiyama in my lab has revealed a Vpr-independent late infection sensor that 

detects de novo synthesized viral RNA (Akiyama, unpublished data). Based on work he 

has done to characterize this viral sensor, I believe that Vpr-mediated antagonism of IFN 

occurs earlier in infection, pre-viral RNA production but post integration (Akiyama, 

unpublished data, Fig. 23, 25). Integration occurs through a conserved mechanism for all 

known retroviruses, creating a pattern that may be susceptible to sensing by host DNA 

repair machinery. In all cases, the end result is a two nucleotide, 5’ flap and a 3’ gap in 

the DNA (110). For HIV-1 this gap is five nucleotides, though the exact length varies 

slightly between viruses (109, 110). These structures are dissimilar from other naturally 

occurring patterns of DNA damage and must be repaired before DNA replication in order 

for cellular division to occur (109, 110). The consequence of a lack of repair in cycling 

cells is DNA damage-induced cell death, which occurs before the virus can successfully 

create new progeny. This would be detrimental to viral spread and persistence in a host. 

In non-cycling cells, like MDDCs, I propose that the outcome of this DNA-damage is 

viral sensing and IFN production. This outcome, like DDR-induced cell death, would be 

detrimental to viral spread via the creation of an antiviral environment. Both outcomes 

would result in strong selective pressure for maintenance of a viral protein to block 

sensing of integration to allow for viral propagation.  

 Human DNA already encodes a number of proteins to counteract both current and 

ancient retroviruses due to persistent exposure to and infection by retroviruses over our 
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evolutionary history (436, 453). One such protein is SAMHD1, a dNTPase that lowers 

the nucleoside pool in cells, restricting reverse transcription (179, 180, 389). In addition 

to its anti-HIV-1 activity, SAMHD1 has been reported to regulate retroelements within 

the human genome (455, 456). SAMHD1, along with a handful of other proteins, 

prevents LINE-1 and LINE-1-related retrotransposition in human cells (455). Naturally 

occurring mutations in SAMHD1 domains responsible for regulating LINE-1 elements 

result in Aicardi-Goutières Syndrome, an inflammatory disorder characterized by 

massive type I IFN production, similar to what I see during infection of MDDCs with 

ΔVpr virus in the presence of Vpx (455). Vpx causes SAMHD1 levels to drop and 

remain low for at least 5 days post exposure (457). Under these conditions, reverse 

transcription occurs much more efficiently, similar to what occurs with retroelements in 

AGS cells (457). Until now, research on SAMHD1 deficiency-induced IFN has been 

limited to retroviral transcription, ignoring the potential for integration-mediated sensing 

(119). With the potential deleterious effects of retroelement transposition, a mechanism 

to detect cells in which a mass of integration events is occurring would be advantageous 

for detection and clearance of cells in which retrotransposition is going unchecked (119).  

 In my studies, all Vpx-encoding viruses tested induced IFN in the absence of Vpr 

expression. HIV-1, the only virus tested that does not encode a Vpx gene, did not induce 

any measurable type I IFN in human MDDCs (Miller, unpublished data). HIV-1 is 

normally poorly infectious in MDDCs, due to high expression of the restriction factor 

SAMHD1 (179, 180). I believe that the requirement for Vpx in viruses sensed during 

infection of human MDDCs is not a direct one. Vpx enhances reverse transcription in 
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these cells, which are normally far less permissive to infection, increasing the number of 

integration events and thus increasing the likelihood of detection of such events (418). In 

the absence of Vpx, integration events are rare, so the ability to measure a response to 

integration in a population of cells diminishes. Work is currently underway to determine 

if HIV-1 Vpr regulates sensing of integration, similar to SIVmac/SIVsm/HIV-2. 

Interestingly, the Vpr from SIVsm is the least effective at counteracting sensing in 

human MDDCs, suggesting that species-specific evolution of Vpr is necessary for 

function. SIVsm is the most ancient of the lentiviruses tested and the ancestor that gave 

rise to both SIVmac and HIV-2 (17). Co-evolution between virus and host restriction is a 

defining characteristic of long term exposure to viral infection and suggestive of a 

conserved mechanism for detecting viral infection throughout primate evolution (436, 

453). Additionally, published data suggests that SIVsm Vpr has reduced ability to induce 

G2 arrest in human cells (208). It is also non-pathogenic in its natural host, whereas 

SIVmac and HIV-2 infection result in progressive, AIDS-like disease in macaques and 

humans, respectively (17). It is possible that, similar to G2 arrest in human cells, SIVsm 

Vpr is unable to fully antagonize sensing of integration and IFN production in human 

MDDCs. Alternatively, IFN production from incomplete antagonism of sensing could be 

a mechanism by which viral infection is controlled in sooty mangabeys.  

Collectively, my work in Chapter 3 strongly suggests that Vpr is acting to 

selectively regulate the DDR to allow for successful integration in the absence of viral 

sensing. I hypothesize that this function is the result of selective regulation of an ATM- 

or ATR-triggered DDR response (Fig. 29). ATM, ATR and DNA protein kinase (DNA-
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PK) are the three initiator kinases responsible for regulating the induction of DDR 

pathways (458). ATM and DNA-PK initiate a response to DNA double strand breaks, 

while ATR initiates a response to DNA single-strand breaks (458). While it is easy to 

assume a single strand break response would be more relevant to lentiviral integration, 

proteins involved in NHEJ have been shown to be critical for successful integration 

(380). Interestingly, cells deficient in NHEJ factors also are incapable of making 2-LTR 

circles, a form of unintegrated DNA that is competent for gene expression (109, 459). It 

is possible, as proposed by Li, et al, that circularization of unintegrated DNA is important 

to prevent pro-apoptotic signals that result from detection of linear viral DNA in the 

nucleus resembling double strand breaks (460). Additionally, it has been shown that Vpr 

can induce an ATM or ATR response, and induction of ATR independently of Vpr 

expression results in S/G2 cell cycle arrest (380, 382, 383, 461). It has been suggested 

that activation of these pathways may even enhance integration, though that remains 

somewhat controversial (462–464). ATM and ATR both signal through NF-κB and can 

result in induction an IFN response (425), similar to what I observe during infection of 

MDDCs in the absence of SIVsm/SIVmac/HIV-2 Vpr. I propose that Vpr is selectively 

regulating the ATM/ATR responses to allow for repair of integration but block DNA-

damage induced NF-κB-dependent IFN production (Fig. 29). I hypothesize that this 

occurs through direct, DCAFCRL4-mediated degradation of host protein involved in the 

IFN signaling pathway, but my current work has yet to prove this (Fig. 29). In the 

absence of Vpr, host machinery will repair integration-induced DNA damage, but 

antiviral IFNs will be produced which ultimately will restrict viral spread (335, 367). I 
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hypothesize that in cycling cells, the outcome of integration in the absence of Vpr, 

instead of IFN, is increased susceptibility to DNA-damage induced apoptosis.  

It remains unclear whether similar mechanisms are involved in HIV-1 Vpr 

enhancement of infection of MDDCs, the ability of diverse Vprs to increase expression of 

unintegrated DNA and SIVsm/SIVmac/HIV-2 Vpr antagonism of sensing of viral infection 

in MDDCs. The primary data supporting this hypothesis is from my work with both HIV-

1 and SIVmac Vpr mutants. Though work to characterize G2 arrest capacity of the SIVmac 

Vpr mutants is in progress, it is interesting that the same mutations that preserve 

expression of unintegrated DNA (Chapter 2) also prevent IFN production during 

infection (Chapter 3). Taken a step further, HIV-1 Vpr mutations that block association 

with the DCAFCRL4 complex, which are subsequently unable to induce G2 arrest are also 

unable to enhance expression of unintegrated DNA (Chapter 2) and increase expression 

from the viral LTR during MDDC infection (Chapter 1). Additionally, Vprs that are less 

efficient at inducing G2 arrest in human cells, namely SIVsm Vpr, are also less efficient at 

blocking IFN induction. The commonality could be that Vpr-engagement with DNA-

damage machinery, the result of which is induction of G2 arrest, is necessary for all 

observed effects of Vpr I have reported in this work. Further work is underway to better 

understand the mechanisms of all of these processes, which should bring clarity to this 

question. 
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Figure 30. HIV-1 and SIVmac/SIVsm/HIV-2 Vpr induce a DNA damage response via 

the DCAFCRL4 complex in order to enhance infection.  

HIV-1, HIV-2, SIVsm, and SIVmac Vprs all function to induce a DNA damage response 

during infection. This culminates in the G2 cell cycle arrest that has been the well 

characterized effect of Vpr expression. HIV-1 does this in order to remodel chromatin in 

cells with high barriers in to infection, like resting cells or in the presence to a block to 

integration. HIV-2/SIVmac/SIVsm all encode Vpx, which increases infectivity in cell types 

that normally restrict HIV-1 infection, like MDDCs and resting CD4+ T cells. Because of 

this, the virus can readily integrate and becomes susceptible to detection during 

integration site repair. Vpr from these viruses, in addition to increasing expression of 

unintegrated DNA when there is a block to integration, blocks DDR-triggered innate 

immune signaling that would result in type I IFN production. Whether these functions are 

entirely separate, like depicted above, or more intricately linked through a common Vpr-

DCAFCRL4 target has yet to be clarified. 
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At this time, I propose a model by which HIV-1 Vpr and HIV-2/SIVsm/SIVmac 

Vprs have divergent functions (Fig. 30). HIV-1 Vpr regulates chromatin modification to 

enhance transcriptional output from both integrated and unintegrated DNA (Fig. 30). It 

appears that HIV-2/SIVsm/SIVmac Vpr may also perform this role, but due to the presence 

of Vpx, it is only observed when there is a block to integration (Fig. 30). HIV-

2/SIVsm/SIVmac Vprs also act to prevent sensing of integration in MDDCs (Fig. 30). HIV-

1 Vpr may also have this function as well, but at this time I have not been able to identify 

MDDC sensing of viral integration due to the low infectivity of HIV-1 on MDDCs. 

Together, this work strives to better understand the role of Vpr during infection. Future 

studies should focus on clarifying the mechanism of action for the observed effects of 

Vpr. It is my hope that with continued studies, we as a field can fully understand what 

interactions Vpr has with host cell machinery and why it is maintained throughout 

primate lentiviral evolution.  
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METHODS 

Common buffers and reagents 

Buffers  

Phosphate buffered saline (PBS): Tissue culture grade PBS was purchased from 

Invitrogen (catalog #14190-250). Non-tissue culture PBS was made as a 10x solution in 

water: 1.36 M sodium chloride, 0.026 M potassium chloride, 0.0176 M monopotassium 

phosphate, 0.1M sodium phosphate dibasic heptahydrate in nanopore water 

PEB: 2mM EDTA, 0.5% BSA in PBS (Invitrogen, catalog #14190-250) 

4% paraformaldehyde (PFA) in PBS: Boston bioproducts (catalog #BM-155) 

6x DNA loading dye: 0.5 mM EDTA, 30% glycerol, 0.125% bromophenol blue, 0.125% 

xylene cyanol FF 

Western blot running buffer (5x): 1.52% tris base, 7.2% glycine, 0.5% SDS in nanopure 

water; dilute 1:5 in nanopure water before use 

Western blot transfer buffer: 39 mM glycine, 48 mM tris base, 0.037% SDS, 20% 

methanol in nanopore water 

ELISA wash buffer: 0.2% tween-20 (Fisher, catalog #BP337-500) in PBS (Invitrogen, 

catalog #14190-250) 

6x SDS loading dye: 0.3% Bromophenol blue, 3.33% SDS, 1.67% β-mercaptoethanol 

Triton X lysis buffer: 50 mM Tris hydrochloride pH 8.0, 150 mM sodium chloride, 5 mM 

EDTA, 1% Triton X-100, 1 protease inhibitor tablet in 10 mL nanopure water 
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Media 

Unless otherwise indicated, all cells were cultured in either Roswell Park Memorial 

Institute (RPMI) medium (Invitrogen, catalog #11875-119) with10% heat inactivated 

fetal bovine serum (FBS) (Invitrogen, catalog #2022-01-30) and 1% 

penicillin/streptomycin (P/S) (Fisher, catalog #SV30010) (R10) or Dulbecco’s Modified 

Eagle Medium (DMEM) (Invitrogen, catalog #11965-118) with 10% FBS and 1% 

pen/strep (D10). Unless stated otherwise, adherent cells were lifted for passaging or 

seeding using trypsin-EDTA (0.25%) (Invitrogen, catalog # 25200056). 

Plasmids 

HIV-1 plasmids 

HIV-1 proviral plasmids Lai/YU2 env, Lai/Bal env, Lai-luc ∆env (Env deficient HIV-1 

containing a luciferase reporter gene in place of nef), Lai-GFP ∆env (Env deficient HIV-1 

containing GFP in place of nef) and the HA-Vpr expression plasmid have been 

previously described and were obtained from Dr. Michael Emerman at the Fred 

Hutchinson Cancer Research Institute (347, 465). Proviral Lai (CXCR4-tropic) clones 

containing Vpr mutations, F34I, W54R, and H71R and frame-shift mutation in Vpr 

(ΔVpr) have been described previously and were also obtained from the Dr. Michael 

Emerman (201, 235, 347, 466). These Vpr mutations were transferred to Lai-YU2 env, 

Lai-luc ∆env or Lai-GFP ∆env proviral plasmids using Apa I and Sal I restriction sites or 

the Nhe I and Sal I restriction sites. To create proviral clones encoding Vpr-Q65R 

mutation, the Apa I – Sal I fragment of Lai-YU2 env was subcloned into pSL1180 

cloning vector (Stratagene) and site directed mutagenesis was preformed using a kit 
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(QuikChange II, Aligent Technologies, catalog #2005235) and the following primers: 5’-

GCCATAATAAGAATTCTGCGACAACTGCTGTTTATCCATTTC-3’ and 5’-

GAAATGGATAAACAGCAGTTGTCGCAGAATTCTTATTATGGC-3’. The mutated 

fragment was ligated back into Lai-YU2 env, Lai-luc ∆env or Lai-GFP ∆env using Apa I-

Sal I restriction sites. The point mutation Vpr-R90K was derived by sub-cloning the Sal I 

– BamH I fragment of both Lai-luc ∆env into pSL1180 (Stratagene) and via site directed 

mutagenesis (QuikChange II, Aligent Technologies, catalog #2005235) using the 

following primers: 5’-

CGTTACTCAACAGAGGAGAGCAAAAAATGGAGCCAGTAGATCCTAGAC-3’ 

and 5’-GTCTAGGATCTACTGGCTCCATTTTTTGCTCTCCTCTGTTGAGTAACG-

3’. The mutated fragment was ligated back into Lai-luc ∆env and Lai-GFP ∆env using 

Sal I – BamH I restriction sites. Integrase-null (catalytic mutant, D116N) clones of Lai-

luc ∆env -WT and -ΔVpr were created by ligating the Nhe I – Sal I fragment of Lai-luc 

∆env into pSL1180 (Stratagene) and via site directed mutagenesis (QuikChange II, 

Aligent Technologies) with the following primers: 5’-

GCCAGTAAAAACAATACATACAAACAATGGCAGCAATTTCACCAG-3’ and 5’-

CTGGTGAAATTGCTGCCATTGTTTGTATGTATTGTTTTTACTGGC-3’. Clones 

were confirmed via sequencing (Genewiz) and sub-cloned back into Lai-luc ∆env and 

Lai-luc ∆env ΔVpr using Nhe I and Sal I restriction sites to create Integrase-deficient 

(Lai-luc ∆env/D116N and Lai-luc ∆env ΔVpr/D116N. 
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HIV-2 plasmids 

Single cycle HIV-2 proviral plasmids, Rod9-GFP Δenv and Rod9-GFP Δenv ΔVpx, were 

gifts of Dr. Masahiro Yamashita at the Aaron Diamond AIDS Research Center. 

Replication competent HIV-2 proviral plasmid, Rod9, was obtained from Dr. Geoffrey 

Gottlieb, University of Washington (467). The ΔVpr mutation was created by subcloning 

the Bcl I – Hind III fragment of Rod9 into pSL1180 (Stratagene) and conducting site 

directed mutagenesis (QuikChange II, Aligent Technologies, catalog #2005235) using the 

following primers: 5’-CAGGTCTGGTCTAAGGGCTTAAGCACCAACAGAGC-3’ and 

5’-GCTCTGTTGGTGCTTAAGCCCTTAGACCAGACCTG-3’. ΔVpr mutation was 

ligated back into Rod9 using Bcl I - Hind III restriction sites or into Rod9-GFP Δenv 

using Avr II – BsmB I restriction sites. 

 

SIVsm Plasmids 

Env-deficient GFP expressing SIV proviral plasmid (SIVsm-GFP Δenv) was a gift from 

Dr. Welkin Johnson, Boston College. The viral clone contains the gag-pol region, as well 

as vif, vpx, and the majority of vpr from the E543 isolate of SIVsm and has been 

previously described (101, 468). I ligated the Sph I – Bcl I fragment of SIVsm-GFP Δenv 

into pSL1180 (Stratagene) and introduced mutations using site directed mutagenesis 

(QuikChange II, Aligent Technologies, catalog #2005235) to abrogate Vpr or Vpx 

expression. Primers to mutate the start codon of Vpr to a stop codon were as follows:  5’-

CCTCCAGGACTAGCATAAATAGGCAGAAAGACCTCCAGAAG-3’ and 5’-

CTTCTGGAGGTCTTTCTGCCTATTTATGCTAGTCCTGGAGG-3’ and primers to 
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introduce a premature stop codon into Vpx were as follows: 5’-

CCTGGGAATACTGGCATGAATGAAATGGGAATGTC-3’ and 5’-

GACATTCCCATTTCATTCATGCCAGTATTCCCAGG-3’. Clones were confirmed via 

sequencing (Genewiz) and fragments containing mutated Vpr or Vpx sequences were 

ligated back into SIVsm-GFP Δenv using Sph I – Bcl I restriction sites to generate SIVsm-

GFP Δenv ΔVpr or SIVsm-GFP Δenv ΔVpx proviral plasmids. 

 

SIVmac plasmids 

Env-deficient, SIVmac-GFP Δenv was obtained from Dr. Welkin Johnson, Boston 

College, and has been previously described (101, 468). It is a proviral clone based on the 

SIVmac239 isolate. Replication competent proviral plasmids, SIVmac239 ΔVpr, SIVmac239 

ΔVpx, and SIVmac239 ΔVpr/Vpx were obtained from the NIH AIDS Research and 

Reference Reagent Program (contributed by Dr. Ronald C. Desrosiers). Restriction 

fragments containing the Vpr or Vpx inactivating mutations (ΔVpr, ΔVpx, or ΔVpr/Vpx) 

were transferred into SIVmac-GFP Δenv using the Kas I and Sph I restriction sites. In 

order to make mutations to SIVmac Vpr, Sph I and BstB I restriction sites were used to 

subclone the Vpr portion of SIVmac-GFP Δenv into pSL1180 (Stratagene). Site directed 

mutagenesis (QuikChange II, Aligent Technologies, catalog #2005235) was conducted 

using the following primers for VprHRG: 5’-

CGAGCGCTCTTCATGGCTTTCGCAGGCGCCTGCATCCACTCC-3’ and 5’-

GGAGTGGATGCAGGCGCCTGCGAAAGCCATGAAGAGCGCTCG-3’, for V21A: 

5’-GGATGAATGGGTAGCGGAGGTTCTGGAAG-3’ and 5’-
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CTTCCAGAACCTCCGCTACCCATTCATCC-3’ and for S81A: 5’-

GGATGCATCCACGCCAGAATCGGCC-3’ and 5’-

GGCCGATTCTGGCGTGGATGCATCC-3’. Mutations to ablate tat production were 

made in the same subclone using the following primers: 5’-

GACATGGAGACACCCTAGAGGGAGCAGGAGAAC-3’ and 5’-

GTTCTCCTGCTCCCTCTAGGGTGTCTCCATGTC-3’. The Sph I – BstB I fragment 

was ligated back into both SIVmac-GFP Δenv and SIVmac-GFP Δenv ΔVpr. To create 

integrase-null SIVmac-GFP Δenv -WT and -ΔVpr, the BamH I – Bcl I portion of SIVmac-

GFP Δenv was cloned into pSL1180 (Stratagene) and site directed mutagenesis 

(QuikChange II, Aligent Technologies, catalog #2005235) was conducted using the 

following primers: 5’-GGGACTTGGCAAATGAATTGTACCCATCTAGAGGG-3’ and 

5’-CCCTCTAGATGGGTACAATTCATTTGCCAAGTCCC-3’. The BamH I – Bcl I 

fragment containing the mutation in integrase was ligated back into both SIVmac-GFP 

Δenv -WT and -ΔVpr. All mutations were confirmed by sequencing (Genewiz). To create 

the wild type SIVmac Vpr and Vpr-mutant (VprHRG, -VprV21A, and -VprS81A) 

expression constructs, Vpr orf was PCR amplified using the following primers, 5’- 

AGGCAGAATTCGAAGAAAGACCTCCAG-3’ and 5’- 

AGCACTCGAGTTATAGCATGCTTCTAG-3’ were Phusion DNA Polymerase (Fisher, 

catalog #F530L). PCR-amplified fragments were spin column-purified using the 

QIAquick PCR purification kit (QIAGEN, catalog #28104), digested with EcoR I and 

Xho I restriction enzymes and ligated into pME18S-Flag eukaryotic expression plasmid 

in frame with a N-terminal Flag epitope.  
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SIV3+ Plasmids 

SIV3+ plasmid was generously provided by Dr. Andrea Cimarelli, Centre Internationale 

de Recherche en Infectiologie of Lyon (416). ΔVpr, ΔVpx, and ΔVpr/Vpx versions of 

SIV3+ were generated by ligating the Ale I – Pac I portions of SIVmac-GFP Δenv -ΔVpr, 

-ΔVpx, or -ΔVpr/Vpx into SIV3+. Corresponding Ale I – Pac I fragment of SIVmac-GFP 

Δenv (WT) was also ligated into SIV3+ to create an expression plasmid with identical 

Vpr and Vpx protein sequences. 

 

Cells and viruses 

Cells 

TZM-bl, HeLa and HEK 293T cells have been described previously (122, 327, 469). All 

were cultured in D10. TZM-Bl cells were obtained from NIH AIDS Reference Reagent 

Program (contributed by Dr. John Kappes). HeLa cells were obtained from the lab of 

Rachael Fearns (Boston University School of Medicine). HEK293T and THP-1 cells 

were obtained from ATTC and cultured in D10 and R10 media repectively. HEK293 

ISRE-luc cell line was obtained from Dr. Junzhi Wang (National Institute for the Control 

of Pharmaceutical and Biological Products, China) and Dr. Xuguang Li (University of 

Ottawa, Canada) and express luciferase under the control of an IFN-inducible promoter 

carrying the IFN-stimulated response element (369). Cells were cultured in D10 

containing 2 µg/mL puromycin (Fisher, catalog #A1113802). 
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Viral Preparations 

All replication competent viruses used in these studies were derived using calcium 

phosphate mediated transient transfection of HEK 293T cells, as described previously 

(330). HIV-1, HIV-2, SIVmac or SIVsm vectors were generated from HEK293T cells via 

co-transfection of the ∆env-viral clone with a CMV-driven VSV-G expression plasmid. 

HEK 293Ts were seeded the day before transfection at a density of 2.5-3.0x105/mL in 6-

well tissue culture plates (Fisher, catalog #08-772-1B) or 10 cm tissue culture dishes 

(Fisher, catalog #08-772E). Transfections were achieved by mixing plasmid DNA (3 µg 

total per well of a 6-well plate or 12 µg total per 10 cm tissue culture dish) with 0.25 M 

(anhydrous) calcium chloride solution. A 2x BBS solution (50 mM BES, 280 mM 

sodium chloride, 1.5 mM disodium phosphate in water, filtered through a 0.45 µM 

syringe filter (Fisher, catalog # 09-754-21) was added to the DNA-containing calcium 

chloride solution, which was then vortexed and incubated for a minimum of 15 minutes 

before addition to HEK293T cells. Cells were washed the following morning once with 

PBS to remove residual transfection reagent. Cell-free supernatant were harvested at 2 

days post transfection.  

 

Virus harvest and concentration 

Virus-containing cell supernatants were harvested 2 days post-transfection, filtered 

through a 0.45 µm filter (Fisher, catalog # 09-754-21) to clear cell debris, and stored at -
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80°C until further use. For some experiments, virus particles were concentrated by 

ultracentrifugation on a 20% sucrose cushion [24,000 rpm at 4˚C for 2 h with a SW28 

rotor (Beckman Coulter)] (470). The virus pellets were resuspended in PBS (Invitrogen, 

catalog #14190-250), aliquoted and stored at -80 °C until use.  

 

Virus Titration- p24gag ELISA 

The capsid content of HIV-1 was determined using an in-house p24Gag ELISA. 96-well, 

clear, flat-bottom, immunolon, nonsterile ELISA plates (Fisher, catalog #12-565-136) 

were coated with 100 µL HIV-Ig (50 mg/mL, NIH AIDS Research and Reference 

Reagent Program, catalog #3957) in PBS overnight at 37ºC. Standard and samples were 

diluted in assay diluent that consists of 10% normal calf serum (NCS) (Invitrogen, 

catalog #26170043), 0.5% Triton X-100 (Fisher, catalog #BP151-500) in PBS 

(Invitrogen, catalog #14190-250). Recombinant p24gag protein (Advanced BioScience 

Laboratories, Inc. Lot #B-53) standard was diluted serially (2-fold dilutions, 4 ng – 

0.0625 ng) in assay diluent. Samples or p24gag standards (100 µL volume) were added to 

HIV Ig-coated, 96-well plate for 2 hours at 37ºC. After incubation, the plate was washed 

5 times with ELISA wash buffer (250 µL). Primary anti-p24gag antibody (Clone 183-

H12-5C), grown and prepared in lab from an anti-p24 hybridoma cell line (NIH AIDS 

Research and Reference Reagent Program, catalog #1513) was diluted to the appropriate 

working concentration in assay diluent, and added to the ELISA plate for 1-3 hours at 

37ºC or overnight at 4ºC. After incubation, the plate was washed five times with 250 µL 

ELISA wash buffer. Secondary goat anti-mouse-HRP (1:70,000 dilution in assay diluent, 
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Sigma, catalog # A2554-1ML) was added to the ELISA plate for 1 hour at 37ºC. Plate 

was washed 5 times with 250 µL wash solution and 100 µL of 1:1 mixture of TMB 2-

Component Microwell Peroxidase Substrate (Seracare, catalog #KPL 50-76-00) was 

added for 30 minutes at room temperature. Reaction was stopped with 50 µL 4N sulfuric 

acid (Fisher, catalog # SA818-1) and analyzed for absorbance at 450 nm. 

 

TZM-bl Titration 

The infectious titer was determined via infecting TZM-bl cells, as described previously 

(331, 469). Briefly, 1x104 TZM-bl cells were seeded per well in a 96 well, flat bottom 

plate (Fisher) the afternoon before infection. Cells were infected in triplicate with a series 

of viral dilutions in 100 µL D10 containing polybrene (10 µg/mL final, Fisher, catalog 

#TR-1003-G) for 48 hours. Cells were fixed with a solution of 0.2% gluteraldehye 

(Fisher) and 1% formaldehyde (Calbiochem) in PBS for 5 minutes after which cells were 

washed once with PBS (Invitrogen, catalog #14190-250). Staining solution was freshly 

made and consisted of 4 mM potassium ferrocyanide, 4 mM potassium ferricyanide, 2 

mM magnesium chloride, and 0.4 mg/mL X-gal (Fisher, catalog # FP2500040; stock at 

40 mg/ml in DMSO) in PBS. TZM-bl cells were stained for infection for a minimum of 1 

hour at 37 ºC. The number of blue cells per well, indicating tat-driven transcription of β-

galactosidase, were counted for an appropriate dilution (one containing 5-30 positive 

signals) and reported as infectious particles (IP) per ml.   
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Infection Readouts 

Viral replication in MDDCs and DC- T cell co-cultures was determined by measuring 

p24Gag content in cell culture supernatants at indicated days post infection by an ELISA 

(331). Infection of MDDCs using luciferase reporter virus was analyzed using Bright-Glo 

Luciferase System (Promega, catalog #E2620) (332). Cells were lysed in 50 µL Glo 

Lysis Buffer (Promega, catalog #E2661). Lysates were either stored at -20ºC or 25 µL 

was combined with 25 µL BrightGlo luciferase (Promega, catalog #E2620) and 

chemiluminescence production was measured.  

 

Isolation of primary human immune cells 

PBMC Isolation 

PBMCs were isolated from de-identified leukopacks obtained from NYBiologics. 

Briefly, leukocyte mixture was divided between 4 conical tubes and volume brought up 

to 30 mL with unsupplemented RPMI (Invitrogen, catalog #11875-119). 

Leukocyte/RPMI mixture was floated on top of 14 mL of Ficoll Paque Plus (Fisher, 

catalog #45-001-750) and centrifuged at 1400 RPM for 30 minutes. The leukocyte 

interface of Ficoll and media was harvested and washed four times with unsupplemented 

RPMI (Invitrogen, catalog #11875-119). Cells were either frozen (2x108/vial in freezing 

media) or used for monocyte/CD4+ T cell isolation. Freezing media consisted of 50% 

FBS (Invitrogen, catalog #2022-01-30), 40%  unsupplementedRPMI (Invitrogen, catalog 

#11875-119) and 10% tissue culture grade DMSO (Sigma, catalog #D2650). 
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Bead Isolation 

Monocytes or CD4+ T cells were positively isolated using antibody coated beads against 

CD4 (T cells) or CD14 (monocytes) (Miltenyi, catalog #130-045-101 and #130-050-201, 

respectively). PBMCs were washed once with PEB buffer and resuspended in 100 µL 

PEB buffer and 10 µL beads per 1x107 cells for 15 minutes at 4ºC. Magnetic isolation 

columns (Miltenyi, catalog number #130-042-401) were applied to the Miltenyi sorting 

magnet and rinsed with 3 mL PEB. Cells were washed once with 50 mL PEB. PBMCs 

were added to magnetic column(s) (2x108 PBMCs in 2.5 mL PEB per column) and 

allowed to pass through the column via gravitational flow. Flow through was collected 

for further isolation if necessary. Columns were washed 3 times with 3 mL PEB. 

Column(s) were then removed from the magnet and 5 mL PEB was plunged  through 

them to remove bound cells.  

 

Dendritic Cell Differentiation and CD4+ T cell activation 

Monocytes were cultured in 3.75 ng/mL IL-4 (Becton Dickinson, catalog # BD554605) 

and 10 ng/mL GM-CSF (Miltenyi, catalog #130-093-866) in R10 for 6 days for 

differentiation into MDDCs or in 20 ng/mL M-CSF (Peprotech, catalog #300-25B), 10% 

human AB serum, heat inactivated (Corning, MT35060CI), 1% P/S in RPMI (Invitrogen, 

catalog #11875-119) for 5 days for differentiation into macrophage differentiation.  CD4+ 

T cells were stimulated with phytohemagglutinin (PHA) (Invitrogen, catalog #10576015) 

for 2 days, washed and cultured in 50U/ml IL-2 (NIH AIDS Reference Reagent Program; 

contributed by Dr. Maurice Gately, Hoffman-Roche) containing R10 media. Purity has 
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been validated for this technique at over 90% using FACS analysis for MDDC or CD4+ T 

cell markers.  

 

HIV Inhibitors: 

In indicated experiments, cells were pretreated with the reverse transcription inhibitor 

zidovudine (AZT, 10 µM, NIH AIDS Research and Reference Reagent Program, catalog 

#3485), reverse transcription inhibitor efavirenz (1 µM in DMSO, NIH AIDS Research 

and Reference Reagent Program, catalog #4624), integrase inhibitor raltegravir (30 µM 

or 60 µM in DMSO, NIH AIDS Research and Reference Reagent Program, catalog 

#11680 or Selleckchem, catalog #50-615-1) or reverse transcription inhibitor tenofovir 

(10µM or 40µM, NIH AIDS Research and Reference Reagent Program, catalog #10198) 

for 30 minutes at 37°C prior to infection and maintained for the duration of the cultures. 

Cells were treated with the protease inhibitor indinavir (1 µM, NIH AIDS Research and 

Reference Reagent Program, catalog #8145) post-virus exposure.  

 

Signaling Pathway Inhibitors 

In indicated experiments, cells were pretreated with the TAK1 inhibitor (5Z)-7-

Oxozeaenol (1 µM, Calbiochem, catalog #499610), the NLRP3 inhibitor Glybenclamide 

(50 µM, InvivoGen, catalog #tlrl-gly), the IκBα inhibitor BAY11-7082 (1 µM, 

InvivoGen, catalog #11B14-MM), or the TBK1 inhibitor BX795 (0.1 µM, Sigma, catalog 

#SML0694). 
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Quantitative Western blotting  

Cell Processing 

To detect Gag, Env, and Vpr in cell and virus particle lysates, 2-5x106 cells were lysed in 

50-100 µL Triton X lysis buffer. Lysates were mixed with 6x loading dye and heated at 

100 ºC for 5 minutes to denature the proteins. Input was normalized to equivalent 

amounts of cell-associated Gag content or 100-150 ng p24Gag concentrated virus 

equivalents (as determined by quantitative ELISA).  Concentrated virus was lysed 

directly in 6x loading dye and heated at 100 ºC for 5 minutes to lyse and denature the 

proteins.  

 

SDS PAGE Gel 

SDS-PAGE gels were poured by hand and composed of 10% (Gag and Env detection) or 

12.5% (Gag and Vpr detection) acrylamide (acrylamide 40% solution, bis-acrylamide 

37.5:1, Fisher, catalog #BP1410-1). The separating gel consisted of 10% or 12.5% 

acrylamide (acrylamide 40% solution, bis-acrylamide 37.5:1, Fisher, catalog #BP1410-

1), 0.375 M Tris hydrochloride, pH 8.8, 0.012% ammonium persulfate (Fisher, catalog 

#A682-500), 0.1% TEMED (Fisher, catalog #17919) in water. Stacking gel consisted of 

4.5% acrylamide (acrylamide 40% solution, bis-acrylamide 37.5:1, Fisher, catalog 

#BP1410-1), 0.125 M Tris hydrochloride, pH 6.8, 0.012% ammonium persulfate (Fisher, 

catalog #A682-500), 0.1% TEMED (Fisher, catalog #17919) in water. Gels were run at 
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100 V until the loading dye approached the bottom of the gel (~2-4 hours). SDS-PAGE 

running buffer is described above.  

 

Transfer 

Resolved proteins were transferred to Whatman Nitrocellulose Membrane (0.45 µm 

paper, Fisher, catalog #45-004-002). using a semi-dry transfer apparatus run at 70 mA for 

a single gel or 150 mA to transfer two gels at once for 1 hour. Transfer buffer is 

described above.  

 

Antibodies and Detection 

Blots were blocked with a 1:1 mix of PBS/Li-Cor Odyssey Blocking Buffer (Fisher, 

catalog #NC9877369) in PBS (Invitrogen, catalog #14190-250) for 1-2 hours at room 

temperature or overnight at 4ºC. Blots were probed with rabbit anti-gp120 (a gift from 

Dr. Nancy Haigwood, Oregon National Primate Research Institute) and mouse anti-

p24Gag (clone p24-2, NIH AIDS Research and Reference Reagent Program, catalog 

#6457), followed by goat anti-mouse IgG DyLight 680 (Pierce, catalog #35518) and goat 

anti-rabbit IgG DyLight 800 (Pierce, catalog #SA5-10036). To determine Vpr 

incorporation, a polyclonal rabbit anti-Vpr antibody (clone 1-50, NIH AIDS Research 

and Reference Reagent Program, catalog #11836) was used followed by goat anti-rabbit 

IgG DyLight 700. To quantify SIVmac Gag, monoclonal rabbit anti-p17Gag was used 

(clone KK59, NIH AIDS Research and Reference Reagent Program, catalog #2320). To 
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detect Flag-SIVmac Vpr and Vpr mutants, monoclonal mouse anti-Flag was used (Sigma, 

catalog #F3165). Primary antibody was incubated 2 hours at room temperature or 

overnight at 4ºC and secondary antibody was incubated for 1-3 hours at room 

temperature. All antibodies were prepared in a 1:1 mixture of PBS/Li-Cor Odyssey 

Blocking Buffer in PBS (Fisher, catalog #NC9877369). Blots were washed 3 times for 5 

minutes with PBS-T (0.05% tween-20 in PBS). The membranes were scanned with an 

Odyssey scanner (Li-Cor). 

 

Quantitative RT-PCR  

For the quantitation of IFNβ and IP-10 mRNA, MDDCs (2-4x106 cells) were mock 

infected or infected with Lai-YU2 or Lai-YU2ΔVpr (MOI = 2). At 48 h post infection, 

cells were harvested for RNA isolation using RNAeasy (QIAGEN, catalog # 74104) 

RNA isolation kits and cDNA was synthesized using oligo dT primers and Superscript III 

RT (Invitrogen, catalog #18080-051). cDNA corresponding to 200 ng of RNA was 

analyzed by qRT-PCR using SYBR green (Fisher, catalog # FERK0241) to quantify 

mRNA levels for IFNβ (forward primer: 5’-ATTCTAACTGCAACCTTTCG-3’ and 

reverse primer: 5’-GTTGTAGCTCATGGAAAGAG-3’), IP-10 (forward primer: 5’-

TCATTGGTCACCTTTTAGTG-3’ and reverse primer: 5’-

AAAGCAGTTAGCAAGGAAAG-3’) and GAPDH (forward primer: 5’-

AGGGATGATGTTCTGGAGAG-3’ and reverse primer: 5’-

CAAGATCATCAGCAATGCCT-3’). The ΔΔCT value relative to GAPDH in the mock-

infected cultures was set to 1, and the data from the infected cultures reported as fold 
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enhancements.  To determine the extent of de novo viral transcription, the number of tat-

rev-nef multiply spliced transcripts was determined by qRT-PCR using SYBR green 

(Fisher, catalog # FERK0241) as described previously (363), with the following primer 

set: forward primer, 5’-GCGACGAAGACCTCCTCAG-3’ and reverse primer, 5’-

GAGGTGGGTTGCTTTGATAGAGA-3’. The data were normalized to GAPDH levels. 

As a control, MDDCs were treated with AZT (10µM, NIH AIDS Research and Reference 

Reagent Program) for 30 min prior to infection and drug levels were maintained during 

the course of infection.   

 

Quantification of viral RT-products and 2-LTR circles 

In order to quantify viral RT-products or 2-LTR circles, MDDCs were spinoculated at 

indicated MOI at 2300 RPM for 1 h and then incubated 2 h at 37ºC. Cells were washed 

twice with PBS (Invitrogen, catalog #14190-250) and cultured for indicated amount of 

time before lysis and DNA extraction using the DNeasy kit (QIAGEN, catalog #51304). 

For HIV-1: MDDCs were infected with either Lai-YU2 or Lai-YU2 ΔVpr. For RT-

products, the following primers: 5’-TGTGTGCCCGTCTGTTGTGT-3’ and 5’-

GAGTCCTGCGTCGAGAGAGC-3’ and probe: 5′-(FAM)-

CAGTGGCGCCCGAACAGGGA-(TAMRA)-3′ was used. For 2-LTR circles, the 

following primers: 5’-AACTAGGGAACCCACTGCTTAAG-3’ and 5’-

TCCACAGATCAAGGATATCTTGTC-3’ and probe: 5′-(FAM)-

ACACTACTTGAAGCACTCAAGGCAAGCTTT-(TAMRA)-3′ were used. 
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For SIVmac: MDDCs were infected at MOI = 3 with SIVmac-GFP Δenv/GFP -WT, -ΔVpr, 

-ΔVpx, or -ΔVpr/Vpr. To quantify RT-products, the following primers: 5’-

TTGGGAAACCGAAGCAGG-3’ and 5’-TCTCTCACTCTCCTTCAAGTCCCT-3’ and 

probe: 5'-(FAM)-AAATCCCTAGCAGATTGGCGCCTGAA-(TAMRA)-3' was used. 

Maxima Probe 2X qPCR master mix (Fisher, catalog #K0261) was used with 

primer/probes to quantify DNA products. Cycle conditions were as follows: 95ºC, 10 min 

initial denaturation, followed by 40 cycles as follows: denature at 95ºC, 15 sec; anneal at 

60ºC, 30 sec; extension at 72ºC, 30 sec. 

 

Quantification of viral integration  

To determine the number of proviral integrants, MDDCs (3x106 cells) were infected with 

virus (MOI = 3) for 2 h at 37˚C, washed with PBS (Invitrogen, catalog #14190-250) 

twice and cultured for 72 h before cells were lysed for DNA extraction with a DNeasy kit 

(QIAGEN, catalog #51304). As a background control, MDDCs were treated with 10 µM 

AZT (NIH AIDS Research and Reference Reagent Program) for at least 30 min prior to 

infection. Quantitative Alu-PCR was performed using 20 ng of DNA with the following 

primer sets, as described previously (371). For the first step, the following primers were 

used: Alu-forward 5′-GCCTCCCAAACTGCTGGGATTACAG-3′ and Gag-reverse 5’-

GCTCTCGCACCCATCTCTCTCC-3’. For the second step, the following primers were 

used: R-U5-F: 5′-GCCTCAATAAAGCTTGCCTTGA-3′ and R-U5-R: 5′-

TCCACACTGACTAAAAGGGTCTGA-3′ with the following probe: R-U5-Probe: 5′-
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FAM-CCAGAGTCACACAACAGACG-TAMRA-3′. The data were normalized to a 

standard curve generated from infected HEK293 cell DNA (370, 371).  

 

Splicing Assay   

The assay for spliced viral RNAs has been described in detail and was preformed in 

conjunction with Ann Emery in the Swanstrom Lab at University of North Carolina, 

Chapel Hill (374). Briefly, cDNA primers with an internal random sequence block 

(Primer ID; (373)) were designed to be within the env intron, to measure the 4 kb size 

class of spliced viral RNAs, or spanning the D4/A7 splice junction to measure the 1.8 kb 

size class. The reverse primer for the 4-kb size class was: 5’-

GTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTNNNNNNNNNNNNNNGTAC

GCTAATACTTGTAAAGATTGCAGTACATGTACTACTT-3’ and the reverse primer 

for the 1.8 kb size class was: 5’- 

GTGACTGGAGTTCAGACGTGTGCTCTTCCGATCTNNNNNNNNNNNNNNCAGT

CTGAGCTGGGAGGTGGGTTGC-3’. Whole cell RNA from infected cells was purified 

and used in a cDNA reaction. After removal of the cDNA primers, PCR was carried out 

using a downstream primer encoded in the cDNA primer tail and a forward primer placed 

just upstream of the D1 major donor site in the 5' noncoding region, 5’-

GCCTCCCTCGCGCCATCAGAGATGTGTATAAGAGACAGNNNNTGCTGAAGCG

CGCACGGCAAG-3’. PCR products were sequenced using the MiSeq platform, and 

sequence reads with the same Primer ID were collapsed into a single read (to correct for 

skewing during PCR since each unique Primer ID tag represents a separate viral mRNA 
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template). Data were processed using customized scripts that are available on request. 

The number of unique Primer IDs for each spliced product was used to determine the 

relative level of splicing from each splice donor to each splice acceptor in the viral 

genome with the exception of splicing events to the nef splice acceptor A7. 

 

IP-10 measurements  

Secreted IP-10 in MDDC culture supernatants was measured using a commercially 

available ELISA kit (Becton Dickinson, catalog # 550926), according to directions 

provided. Briefly, 96-well, clear, flat-bottom, immunolon, nonsterile plates (Fisher, 

catalog #12-565-136) were coated overnight at 4ºC with 100 µL of Capture Antibody in 

0.1 Sodium Carbonate, pH 9.5. Wash buffer (0.05% Tween-20 in PBS) was prepared 

fresh each use. Plate(s) were washed 3 times with 250 µL wash buffer before application 

of samples/standards. Standards ranged from 500-7.81 pg/mL and were made fresh from 

frozen stocks for each application in assay diluent. Assay diluent, composed of 10% 

normal calf serum (NCS) (Invitrogen, catalog #26170043), 0.25% Triton X-100 (Fisher, 

catalog #BP151-500) in PBS (Invitrogen, catalog #14190-250), for the dilution of 

samples and standards was made in bulk and stored at 4°C for up to 6 months. Plates 

were incubated at room temperature with 100 µL of samples and standard for 2 hours and 

then washed five times with 250 µL wash buffer. Detection antibody was mixed with 

secondary anti-detection-HRP in 10% FBS/PBS and added in 100 µL for 1 hour at room 

temperature. Plate was washed 7 times with 250 µL wash solution and 100 µL 1:1 

mixture of TMB 2-Component Microwell Peroxidase Substrate (Seracare, catalog #KPL 
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50-76-00) was added for 30 minutes at room temperature. Reaction was stopped with 50 

µL 4N sulfuric acid (Fisher, catalog # SA818-1) and analyzed for absorbance at 450 nm. 

 

IFN Bioassay 

Secreted levels of bioactive type I IFN in infected MDDC supernatants was measured 

using a HEK293 ISRE-luc cell line which expresses luciferase under the control of an 

IFN-inducible promoter carrying the IFN-stimulated response element (369). Briefly, 

HEK293 ISRE-luc cells (8x104) were incubated with 20 µL or 50 µL MDDC culture 

supernatants for 21 hours. Cells were lysed in 50 µL BrightGlo lysis buffer (Promega, 

catalog #E2661). Luciferase activity in the cell lysates analyzed with Bright-Glo 

Luciferase System (Promega, catalog #E2620), as described above by combining 25 µL 

and 25 µL BrightGlo luciferse. Serial dilutions of recombinant interferon alpha ranging 

from 200-0.39 units/ml (PBL Interferon Source, catalog #11100-1) were added to cells in 

50 µL in each experiment for generating a standard curve.  

 

FACS 

Cells were analyzed using either LSRII or FACSCalibur (Becton Dickinson) instruments 

with the help of Boston University Flow Cytometry Core who provided instrumentation 

and technical support. 
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Extracellular FACS staining 

Cells were pre-chilled at 4ºC for 30 minutes prior to staining. Antibody solution was 

added at indicated dilution in 2% NCS (Invitrogen, catalog #26170043) in PBS (catalog 

#14190-250) for 30 minutes at 4ºC. Cells were washed once with 2% NCS/PBS and fixed 

in 4% PFA (Boston bioproducts, catalog #BM-155) for at least 30 minutes at 4ºC. 

 

Intracellular FACS staining 

Intracellular FACS staining was performed for cell-internal proteins post-fixation. 

Briefly, cells were permeabilized using Perm/Wash Buffer (1x in water, Becton 

Dickinson, catalog #554723) for at least 15 minutes at room temperature. Cells were 

stained at indicated dilution of antibody in Perm/Wash buffer for 30 minutes at 4ºC. Cells 

were washed once with Perm/Wash and resuspended in 2% NCS/PBS. 

 

Antibodies 

Intracellular fluorescence-activated cell sorter (FACS) analysis for p24Gag was done using 

FITC-conjugated anti-p24Gag monoclonal antibody (KC57; Beckman Coulter, catalog # 

6604665) at a 1:25 dilution in 25 µL. Surface staining for CD11c was done using APC-

conjugated anti-CD11c (Clone B-ly6, Becton Dickinson, catalog # 559877) using 3 

µL/sample in 50 µL staining buffer. Surface staining for DC-SIGN (CD209) was 

conducted using FITC-conjugated anti-CD209 (Clone DCN46, Becton Dickinson, 

catalog # BD551264) using 3 µL/sample in 50 µL staining buffer. 



 

 

171 

BIBLIOGRAPHY 

1.  Avert. 2017. History of HIV and AIDS Overview. 

2.  AIDS.gov. A TIMELINE OF HIV/AIDS. 

3.  Masur H, Michelis MA, Greene JB, Onorato I, Vande Stouwe RA, Holzman RS, 

Wormser G, Brettman L, Lange M, Murray HW, Cunningham-Rundles S. 1981. 

An Outbreak of Community-Acquired Pneumocystis carinii Pneumonia. New 

England Journal of Medicine 305:1431–1438. 

4.  Gottlieb MS, Schroff R, Schanker HM, Weisman JD, Fan PT, Wolf RA, Saxon A. 

1981. Pneumocystis carinii Pneumonia and Mucosal Candidiasis in Previously 

Healthy Homosexual Men. New England Journal of Medicine 305:1425–1431. 

5.  Siegal FP, Lopez C, Hammer GS, Brown AE, Kornfeld SJ, Gold J, Hassett J, 

Hirschman SZ, Cunningham-Rundles C, Adelsberg BR, Parham DM, Siegal M, 

Cunningham-Rundles S, Armstrong D. 1981. Severe Acquired Immunodeficiency 

in Male Homosexuals, Manifested by Chronic Perianal Ulcerative Herpes Simplex 

Lesions. New England Journal of Medicine 305:1439–1444. 

6.  Center for Disease Control. 1982. Current Trends Update on Acquired Immune 

Deficiency Syndrome (AIDS) --United States. 

7.  Barré-Sinoussi F, Chermann JC, Rey F, Nugeyre MT, Chamaret S, Gruest J, 

Dauguet C, Axler-Blin C, Vézinet-Brun F, Rouzioux C, Rozenbaum W, 

Montagnier L. 1983. Isolation of a T-lymphotropic retrovirus from a patient at risk 

for acquired immune deficiency syndrome (AIDS). Science (New York, NY) 

220:868–71. 

8.  Gallo RC, Sarin PS, Gelmann EP, Robert-Guroff M, Richardson E, Kalyanaraman 

VS, Mann D, Sidhu GD, Stahl RE, Zolla-Pazner S, Leibowitch J, Popovic M. 

1983. Isolation of human T-cell leukemia virus in acquired immune deficiency 

syndrome (AIDS). Science (New York, NY) 220:865–7. 

9.  Gallo RC, Salahuddin SZ, Popovic M, Shearer GM, Kaplan M, Haynes BF, Palker 

TJ, Redfield R, Oleske J, Safai B. 1984. Frequent detection and isolation of 

cytopathic retroviruses (HTLV-III) from patients with AIDS and at risk for AIDS. 

Science (New York, NY) 224:500–3. 

10.  Popovic M, Sarngadharan MG, Read E, Gallo RC. 1984. Detection, isolation, and 

continuous production of cytopathic retroviruses (HTLV-III) from patients with 

AIDS and pre-AIDS. Science (New York, NY) 224:497–500. 

11.  Commissioner O of the. HIV/AIDS History of Approvals - HIV/AIDS Historical 



 

 

172 

Time Line 1981-1990. 

12.  Rooke R, Tremblay M, Soudeyns H, DeStephano L, Yao XJ, Fanning M, 

Montaner JS, O’Shaughnessy M, Gelmon K, Tsoukas C. 1989. Isolation of drug-

resistant variants of HIV-1 from patients on long-term zidovudine therapy. 

Canadian Zidovudine Multi-Centre Study Group. AIDS (London, England) 3:411–

5. 

13.  Larder BA, Kemp SD. 1989. Multiple mutations in HIV-1 reverse transcriptase 

confer high-level resistance to zidovudine (AZT). Science (New York, NY) 

246:1155–8. 

14.   2016. WHO | HIV/AIDS. WHO. 

15.   2016. Fact sheet November 2016 | UNAIDS. 

16.   2014. 90-90-90 An ambitious treatment target to help end the AIDS epidemic. 

17.  Sharp PM, Hahn BH. 2011. Origins of HIV and the AIDS pandemic. Cold Spring 

Harbor perspectives in medicine 1:a006841. 

18.  Hemelaar J. 2012. The origin and diversity of the HIV-1 pandemic. Trends in 

Molecular Medicine 18:182–192. 

19.  Korber B, Muldoon M, Theiler J, Gao F, Gupta R, Lapedes A, Hahn BH, 

Wolinsky S, Bhattacharya T. 2000. Timing the ancestor of the HIV-1 pandemic 

strains. Science (New York, NY) 288:1789–96. 

20.  Wertheim JO, Worobey M. 2009. Dating the Age of the SIV Lineages That Gave 

Rise to HIV-1 and HIV-2. PLoS Computational Biology 5:e1000377. 

21.  Salemi M, Strimmer K, Hall WW, Duffy M, Delaporte E, Mboup S, Peeters M, 

Vandamme AM. 2000. Dating the common ancestor of SIVcpz and HIV-1 group 

M and the origin of HIV-1 subtypes by using a new method to uncover clock-like 

molecular evolution. The FASEB Journal 15:276–8. 

22.  Lemey P, Pybus OG, Rambaut A, Drummond AJ, Robertson DL, Roques P, 

Worobey M, Vandamme A-M. 2004. The molecular population genetics of HIV-1 

group O. Genetics 167:1059–68. 

23.  Worobey M, Gemmel M, Teuwen DE, Haselkorn T, Kunstman K, Bunce M, 

Muyembe J-J, Kabongo J-MM, Kalengayi RM, Van Marck E, Gilbert MTP, 

Wolinsky SM. 2008. Direct evidence of extensive diversity of HIV-1 in Kinshasa 

by 1960. Nature 455:661–4. 

24.  Ho DD, Zhu T, Korber BT, Nahmias AJ, Hooper E, Sharp PM. 1998. An African 



 

 

173 

HIV-1 sequence from 1959 and implications for the origin of the epidemic. Nature 

391:594–597. 

25.  Vidal N, Peeters M, Mulanga-Kabeya C, Nzilambi N, Robertson D, Ilunga W, 

Sema H, Tshimanga K, Bongo B, Delaporte E. 2000. Unprecedented degree of 

human immunodeficiency virus type 1 (HIV-1) group M genetic diversity in the 

Democratic Republic of Congo suggests that the HIV-1 pandemic originated in 

Central Africa. Journal of virology 74:10498–507. 

26.  Hirsch VM, Olmsted RA, Murphey-Corb M, Purcell RH, Johnson PR. 1989. An 

African primate lentivirus (SIVsm) closely related to HIV-2. Nature 339:389–392. 

27.  Chen Z, Telfier P, Gettie A, Reed P, Zhang L, Ho DD, Marx PA. 1996. Genetic 

characterization of new West African simian immunodeficiency virus SIVsm: 

geographic clustering of household-derived SIV strains with human 

immunodeficiency virus type 2 subtypes and genetically diverse viruses from a 

single feral sooty mangabey t. Journal of virology 70:3617–27. 

28.  Gao F, Yue L, White AT, Pappas PG, Barchue J, Hanson AP, Greene BM, Sharp 

PM, Shaw GM, Hahn BH. 1992. Human infection by genetically diverse SIVSM-

related HIV-2 in West Africa. Nature 358:495–499. 

29.  Gao F, Bailes E, Robertson DL, Chen Y, Rodenburg CM, Michael SF, Cummins 

LB, Arthur LO, Peeters M, Shaw GM, Sharp PM, Hahn BH. 1999. Origin of HIV-

1 in the chimpanzee Pan troglodytes troglodytes. Nature 397:436–441. 

30.  Lemey P, Rambaut A, Pybus OG. HIV evolutionary dynamics within and among 

hosts. AIDS reviews 8:125–40. 

31.  Li WH, Tanimura M, Sharp PM. 1988. Rates and dates of divergence between 

AIDS virus nucleotide sequences. Molecular biology and evolution 5:313–30. 

32.   1997. Retroviruses. Cold Spring Harbor Laboratory Press, Cold Spring Harbor 

(NY). 

33.  Gardner MB. 1996. The history of simian AIDS. Journal of medical primatology 

25:148–57. 

34.  Peeters M, Courgnaud V, Abela B, Auzel P, Pourrut X, Bibollet-Ruche F, Loul S, 

Liegeois F, Butel C, Koulagna D, Mpoudi-Ngole E, Shaw GM, Hahn BH, 

Delaporte E. 2002. Risk to human health from a plethora of simian 

immunodeficiency viruses in primate bushmeat. Emerging infectious diseases 

8:451–7. 

35.  Bailes E, Gao F, Bibollet-Ruche F, Courgnaud V, Peeters M, Marx PA, Hahn BH, 



 

 

174 

Sharp PM. 2003. Hybrid Origin of SIV in Chimpanzees. Science 300:1713–1713. 

36.  Santiago ML, Rodenburg CM, Kamenya S, Bibollet-Ruche F, Gao F, Bailes E, 

Meleth S, Soong S-J, Kilby JM, Moldoveanu Z, Fahey B, Muller MN, Ayouba A, 

Nerrienet E, McClure HM, Heeney JL, Pusey AE, Collins DA, Boesch C, 

Wrangham RW, Goodall J, Sharp PM, Shaw GM, Hahn BH. 2002. SIVcpz in 

Wild Chimpanzees. Science 295:465–465. 

37.  Keele BF, Van Heuverswyn F, Li Y, Bailes E, Takehisa J, Santiago ML, Bibollet-

Ruche F, Chen Y, Wain L V, Liegeois F, Loul S, Ngole EM, Bienvenue Y, 

Delaporte E, Brookfield JFY, Sharp PM, Shaw GM, Peeters M, Hahn BH. 2006. 

Chimpanzee reservoirs of pandemic and nonpandemic HIV-1. Science (New York, 

NY) 313:523–6. 

38.  Santiago ML, Lukasik M, Kamenya S, Li Y, Bibollet-Ruche F, Bailes E, Muller 

MN, Emery M, Goldenberg DA, Lwanga JS, Ayouba A, Nerrienet E, McClure 

HM, Heeney JL, Watts DP, Pusey AE, Collins DA, Wrangham RW, Goodall J, 

Brookfield JFY, Sharp PM, Shaw GM, Hahn BH. 2003. Foci of endemic simian 

immunodeficiency virus infection in wild-living eastern chimpanzees (Pan 

troglodytes schweinfurthii). Journal of virology 77:7545–62. 

39.  Rudicell RS, Holland Jones J, Wroblewski EE, Learn GH, Li Y, Robertson JD, 

Greengrass E, Grossmann F, Kamenya S, Pintea L, Mjungu DC, Lonsdorf E V, 

Mosser A, Lehman C, Collins DA, Keele BF, Goodall J, Hahn BH, Pusey AE, 

Wilson ML. 2010. Impact of simian immunodeficiency virus infection on 

chimpanzee population dynamics. PLoS pathogens 6:e1001116. 

40.  Keele BF, Jones JH, Terio KA, Estes JD, Rudicell RS, Wilson ML, Li Y, Learn 

GH, Beasley TM, Schumacher-Stankey J, Wroblewski E, Mosser A, Raphael J, 

Kamenya S, Lonsdorf E V, Travis DA, Mlengeya T, Kinsel MJ, Else JG, Silvestri 

G, Goodall J, Sharp PM, Shaw GM, Pusey AE, Hahn BH. 2009. Increased 

mortality and AIDS-like immunopathology in wild chimpanzees infected with 

SIVcpz. Nature 460:515–9. 

41.  Takehisa J, Kraus MH, Ayouba A, Bailes E, Van Heuverswyn F, Decker JM, Li Y, 

Rudicell RS, Learn GH, Neel C, Ngole EM, Shaw GM, Peeters M, Sharp PM, 

Hahn BH. 2009. Origin and biology of simian immunodeficiency virus in wild-

living western gorillas. Journal of virology 83:1635–48. 

42.  Neel C, Etienne L, Li Y, Takehisa J, Rudicell RS, Bass IN, Moudindo J, Mebenga 

A, Esteban A, Van Heuverswyn F, Liegeois F, Kranzusch PJ, Walsh PD, Sanz 

CM, Morgan DB, Ndjango J-BN, Plantier J-C, Locatelli S, Gonder MK, Leendertz 

FH, Boesch C, Todd A, Delaporte E, Mpoudi-Ngole E, Hahn BH, Peeters M. 

2010. Molecular epidemiology of simian immunodeficiency virus infection in 

wild-living gorillas. Journal of virology 84:1464–76. 



 

 

175 

43.  Plantier J-C, Leoz M, Dickerson JE, De Oliveira F, Cordonnier F, Lemée V, 

Damond F, Robertson DL, Simon F. 2009. A new human immunodeficiency virus 

derived from gorillas. Nature Medicine 15:871–872. 

44.  Shaw GM, Hunter E. 2012. HIV transmission. Cold Spring Harbor perspectives in 

medicine 2:a006965. 

45.  McMichael AJ, Borrow P, Tomaras GD, Goonetilleke N, Haynes BF. 2010. The 

immune response during acute HIV-1 infection: clues for vaccine development. 

Nature Reviews Drug Discovery 10:11–23. 

46.  Lackner AA, Lederman MM, Rodriguez B. 2012. HIV pathogenesis: the host. 

Cold Spring Harbor perspectives in medicine 2:a007005. 

47.  Schacker T, Collier AC, Hughes J, Shea T, Corey L. 1996. Clinical and 

epidemiologic features of primary HIV infection. Annals of internal medicine 

125:257–64. 

48.  Kuller LH, Tracy R, Belloso W, Wit S De, Drummond F, Lane HC, Ledergerber 

B, Lundgren J, Neuhaus J, Nixon D, Paton NI, Neaton JD, INSIGHT SMART 

Study Group. 2008. Inflammatory and Coagulation Biomarkers and Mortality in 

Patients with HIV Infection. PLoS Medicine 5:e203. 

49.  Kalayjian RC, Machekano RN, Rizk N, Robbins GK, Gandhi RT, Rodriguez BA, 

Pollard RB, Lederman MM, Landay A. 2010. Pretreatment Levels of Soluble 

Cellular Receptors and Interleukin‐6 Are Associated with HIV Disease 

Progression in Subjects Treated with Highly Active Antiretroviral Therapy. The 

Journal of Infectious Diseases 201:1796–1805. 

50.  Woelk CH, Ottones F, Plotkin CR, Du P, Royer CD, Rought SE, Lozach J, Sasik 

R, Kornbluth RS, Richman DD, Corbeil J. 2004. Interferon Gene Expression 

following HIV Type 1 Infection of Monocyte-Derived Macrophages. AIDS 

Research and Human Retroviruses 20:1210–1222. 

51.  Hyrcza MD, Kovacs C, Loutfy M, Halpenny R, Heisler L, Yang S, Wilkins O, 

Ostrowski M, Der SD. 2007. Distinct transcriptional profiles in ex vivo CD4+ and 

CD8+ T cells are established early in human immunodeficiency virus type 1 

infection and are characterized by a chronic interferon response as well as 

extensive transcriptional changes in CD8+ T cells. Journal of virology 81:3477–

86. 

52.  Lane HC, Masur H, Edgar LC, Whalen G, Rook AH, Fauci AS. 1983. 

Abnormalities of B-Cell Activation and Immunoregulation in Patients with the 

Acquired Immunodeficiency Syndrome. New England Journal of Medicine 

309:453–458. 



 

 

176 

53.  Giorgi J V, Liu Z, Hultin LE, Cumberland WG, Hennessey K, Detels R. 1993. 

Elevated levels of CD38+ CD8+ T cells in HIV infection add to the prognostic 

value of low CD4+ T cell levels: results of 6 years of follow-up. The Los Angeles 

Center, Multicenter AIDS Cohort Study. Journal of acquired immune deficiency 

syndromes 6:904–12. 

54.  Brenchley JM, Karandikar NJ, Betts MR, Ambrozak DR, Hill BJ, Crotty LE, 

Casazza JP, Kuruppu J, Migueles SA, Connors M, Roederer M, Douek DC, Koup 

RA. 2003. Expression of CD57 defines replicative senescence and antigen-induced 

apoptotic death of CD8+ T cells. Blood 101:2711–2720. 

55.  Day CL, Kaufmann DE, Kiepiela P, Brown JA, Moodley ES, Reddy S, Mackey 

EW, Miller JD, Leslie AJ, DePierres C, Mncube Z, Duraiswamy J, Zhu B, 

Eichbaum Q, Altfeld M, Wherry EJ, Coovadia HM, Goulder PJR, Klenerman P, 

Ahmed R, Freeman GJ, Walker BD. 2006. PD-1 expression on HIV-specific T 

cells is associated with T-cell exhaustion and disease progression. Nature 

443:350–354. 

56.  Trautmann L, Janbazian L, Chomont N, Said EA, Gimmig S, Bessette B, 

Boulassel M-R, Delwart E, Sepulveda H, Balderas RS, Routy J-P, Haddad EK, 

Sekaly R-P. 2006. Upregulation of PD-1 expression on HIV-specific CD8+ T cells 

leads to reversible immune dysfunction. Nature Medicine 12:1198–1202. 

57.  Lackner AA, Vogel P, Ramos RA, Kluge JD, Marthas M. 1994. Early events in 

tissues during infection with pathogenic (SIVmac239) and nonpathogenic 

(SIVmac1A11) molecular clones of simian immunodeficiency virus. The 

American journal of pathology 145:428–39. 

58.  Schieferdecker HL, Ullrich R, Hirseland H, Zeitz M. 1992. T cell differentiation 

antigens on lymphocytes in the human intestinal lamina propria. Journal of 

immunology (Baltimore, Md : 1950) 149:2816–22. 

59.  MacDonald TT, Spencer J. 1988. Evidence that activated mucosal T cells play a 

role in the pathogenesis of enteropathy in human small intestine. The Journal of 

experimental medicine 167:1341–9. 

60.  Mehandru S, Poles MA, Tenner-Racz K, Horowitz A, Hurley A, Hogan C, Boden 

D, Racz P, Markowitz M. 2004. Primary HIV-1 Infection Is Associated with 

Preferential Depletion of CD4 + T Lymphocytes from Effector Sites in the 

Gastrointestinal Tract. The Journal of Experimental Medicine 200:761–770. 

61.  Stieh DJ, Matias E, Xu H, Fought AJ, Blanchard JL, Marx PA, Veazey RS, Hope 

TJ. 2016. Th17 Cells Are Preferentially Infected Very Early after Vaginal 

Transmission of SIV in Macaques. Cell host & microbe 19:529–40. 



 

 

177 

62.  Mattapallil JJ, Douek DC, Hill B, Nishimura Y, Martin M, Roederer M. 2005. 

Massive infection and loss of memory CD4+ T cells in multiple tissues during 

acute SIV infection. Nature 434:1093–1097. 

63.  Miura T, Brockman MA, Brumme CJ, Brumme ZL, Carlson JM, Pereyra F, 

Trocha A, Addo MM, Block BL, Rothchild AC, Baker BM, Flynn T, 

Schneidewind A, Li B, Wang YE, Heckerman D, Allen TM, Walker BD. 2008. 

Genetic characterization of human immunodeficiency virus type 1 in elite 

controllers: lack of gross genetic defects or common amino acid changes. Journal 

of virology 82:8422–30. 

64.  Blankson JN, Bailey JR, Thayil S, Yang H-C, Lassen K, Lai J, Gandhi SK, 

Siliciano JD, Williams TM, Siliciano RF. 2007. Isolation and Characterization of 

Replication-Competent Human Immunodeficiency Virus Type 1 from a Subset of 

Elite Suppressors. Journal of Virology 81:2508–2518. 

65.  Pierson T, McArthur J, Siliciano RF. 2000. Reservoirs for HIV-1: Mechanisms for 

Viral Persistence in the Presence of Antiviral Immune Responses and 

Antiretroviral Therapy. Annual Review of Immunology 18:665–708. 

66.  George MD, Reay E, Sankaran S, Dandekar S. 2005. Early Antiretroviral Therapy 

for Simian Immunodeficiency Virus Infection Leads to Mucosal CD4+ T-Cell 

Restoration and Enhanced Gene Expression Regulating Mucosal Repair and 

Regeneration. Journal of Virology 79:2709–2719. 

67.  Guadalupe M, Sankaran S, George MD, Reay E, Verhoeven D, Shacklett BL, 

Flamm J, Wegelin J, Prindiville T, Dandekar S. 2006. Viral Suppression and 

Immune Restoration in the Gastrointestinal Mucosa of Human Immunodeficiency 

Virus Type 1-Infected Patients Initiating Therapy during Primary or Chronic 

Infection. Journal of Virology 80:8236–8247. 

68.  Anton PA, Mitsuyasu RT, Deeks SG, Scadden DT, Wagner B, Huang C, Macken 

C, Richman DD, Christopherson C, Borellini F, Lazar R, Hege KM. 2003. 

Multiple measures of HIV burden in blood and tissue are correlated with each 

other but not with clinical parameters in aviremic subjects. AIDS (London, 

England) 17:53–63. 

69.  Mehandru S, Poles MA, Tenner-Racz K, Jean-Pierre P, Manuelli V, Lopez P, Shet 

A, Low A, Mohri H, Boden D, Racz P, Markowitz M. 2006. Lack of Mucosal 

Immune Reconstitution during Prolonged Treatment of Acute and Early HIV-1 

Infection. PLoS Medicine 3:e484. 

70.  Poles MA, Boscardin WJ, Elliott J, Taing P, Fuerst MMP, McGowan I, Brown S, 

Anton PA. 2006. Lack of Decay of HIV-1 in Gut-Associated Lymphoid Tissue 

Reservoirs in Maximally Suppressed Individuals. JAIDS Journal of Acquired 



 

 

178 

Immune Deficiency Syndromes 43:65–68. 

71.  Macal M, Sankaran S, Chun T-W, Reay E, Flamm J, Prindiville TJ, Dandekar S. 

2008. Effective CD4+ T-cell restoration in gut-associated lymphoid tissue of HIV-

infected patients is associated with enhanced Th17 cells and polyfunctional HIV-

specific T-cell responses. Mucosal Immunology 1:475–488. 

72.  Greene M, Justice AC, Lampiris HW, Valcour V. 2013. Management of human 

immunodeficiency virus infection in advanced age. JAMA 309:1397–405. 

73.  Lau B, Gange SJ, Moore RD. 2007. Risk of Non-AIDS-Related Mortality May 

Exceed Risk of AIDS-Related Mortality Among Individuals Enrolling Into Care 

With CD4+ Counts Greater Than 200 Cells/mm3. JAIDS Journal of Acquired 

Immune Deficiency Syndromes 44:179–187. 

74.  Marin B, Thiébaut R, Bucher HC, Rondeau V, Costagliola D, Dorrucci M, 

Hamouda O, Prins M, Walker S, Porter K, Sabin C, Chêne G. 2009. Non-AIDS-

defining deaths and immunodeficiency in the era of combination antiretroviral 

therapy. AIDS 23:1743–1753. 

75.  Mocroft A, Reiss P, Gasiorowski J, Ledergerber B, Kowalska J, Chiesi A, Gatell J, 

Rakhmanova A, Johnson M, Kirk O, Lundgren J, EuroSIDA Study Group. 2010. 

Serious Fatal and Nonfatal Non-AIDS-Defining Illnesses in Europe. JAIDS 

Journal of Acquired Immune Deficiency Syndromes 55:262–270. 

76.  Wilen CB, Tilton JC, Doms RW. 2012. HIV: cell binding and entry. Cold Spring 

Harbor perspectives in medicine 2. 

77.  Shu W, Ji H, Lu M. 1999. Trimerization Specificity in HIV-1 gp41:  Analysis with 

a GCN4 Leucine Zipper Model. Biochemistry 38:5378–5385. 

78.  Liu J, Bartesaghi A, Borgnia MJ, Sapiro G, Subramaniam S. 2008. Molecular 

architecture of native HIV-1 gp120 trimers. Nature 455:109–113. 

79.  Bleul CC, Farzan M, Choe H, Parolin C, Clark-Lewis I, Sodroski J, Springer TA. 

1996. The lymphocyte chemoattractant SDF-1 is a ligand for LESTR/fusin and 

blocks HIV-1 entry. Nature 382:829–833. 

80.  Oberlin E, Amara A, Bachelerie F, Bessia C, Virelizier J-L, Arenzana-Seisdedos 

F, Schwartz O, Heard J-M, Clark-Lewis I, Legler DF, Loetscher M, Baggiolini M, 

Moser B. 1996. The CXC chemokine SDF-1 is the ligand for LESTR/fusin and 

prevents infection by T-cell-line-adapted HIV-1. Nature 382:833–835. 

81.  Collman R, Godfrey B, Cutilli J, Rhodes A, Hassan NF, Sweet R, Douglas SD, 

Friedman H, Nathanson N, Gonzalez-Scarano F. 1990. Macrophage-tropic strains 



 

 

179 

of human immunodeficiency virus type 1 utilize the CD4 receptor. Journal of 

virology 64:4468–76. 

82.  Feng Y, Broder CC, Kennedy PE, Berger EA. 1996. HIV-1 entry cofactor: 

functional cDNA cloning of a seven-transmembrane, G protein-coupled receptor. 

Science (New York, NY) 272:872–7. 

83.  Deng H, Liu R, Ellmeier W, Choe S, Unutmaz D, Burkhart M, Marzio P Di, 

Marmon S, Sutton RE, Hill CM, Davis CB, Peiper SC, Schall TJ, Littman DR, 

Landau NR. 1996. Identification of a major co-receptor for primary isolates of 

HIV-1. Nature 381:661–666. 

84.  Dragic T, Litwin V, Allaway GP, Martin SR, Huang Y, Nagashima KA, Cayanan 

C, Maddon PJ, Koup RA, Moore JP, Paxton WA. 1996. HIV-1 entry into CD4+ 

cells is mediated by the chemokine receptor CC-CKR-5. Nature 381:667–673. 

85.  Maddon PJ, Dalgleish AG, McDougal JS, Clapham PR, Weiss RA, Axel R. 1986. 

The T4 gene encodes the AIDS virus receptor and is expressed in the immune 

system and the brain. Cell 47:333–348. 

86.  McDougal JS, Kennedy MS, Sligh JM, Cort SP, Mawle A, Nicholson JK. 1986. 

Binding of HTLV-III/LAV to T4+ T cells by a complex of the 110K viral protein 

and the T4 molecule. Science (New York, NY) 231:382–5. 

87.  Bleul CC, Wu L, Hoxie JA, Springer TA, Mackay CR. 1997. The HIV coreceptors 

CXCR4 and CCR5 are differentially expressed and regulated on human T 

lymphocytes. Proceedings of the National Academy of Sciences of the United 

States of America 94:1925–30. 

88.  Collman R, Hassan NF, Walker R, Godfrey B, Cutilli J, Hastings JC, Friedman H, 

Douglas SD, Nathanson N. 1989. Infection of monocyte-derived macrophages 

with human immunodeficiency virus type 1 (HIV-1). Monocyte-tropic and 

lymphocyte-tropic strains of HIV-1 show distinctive patterns of replication in a 

panel of cell types. The Journal of experimental medicine 170:1149–63. 

89.  Berger EA, Doms RW, Fenyö E-M, Korber BTM, Littman DR, Moore JP, 

Sattentau QJ, Schuitemaker H, Sodroski J, Weiss RA. 1998. A new classification 

for HIV-1. Nature 391:240–240. 

90.  Mörner A, Björndal A, Albert J, Kewalramani VN, Littman DR, Inoue R, 

Thorstensson R, Fenyö EM, Björling E. 1999. Primary human immunodeficiency 

virus type 2 (HIV-2) isolates, like HIV-1 isolates, frequently use CCR5 but show 

promiscuity in coreceptor usage. Journal of virology 73:2343–9. 

91.  Santos-Costa Q, Lopes MM, Calado M, Azevedo-Pereira JM. 2014. HIV-2 



 

 

180 

interaction with cell coreceptors: amino acids within the V1/V2 region of viral 

envelope are determinant for CCR8, CCR5 and CXCR4 usage. Retrovirology 

11:99. 

92.  Blaak H, Boers PHM, Gruters RA, Schuitemaker H, van der Ende ME, Osterhaus 

ADME. 2005. CCR5, GPR15, and CXCR6 are major coreceptors of human 

immunodeficiency virus type 2 variants isolated from individuals with and without 

plasma viremia. Journal of virology 79:1686–700. 

93.  Chen Z, Gettie A, Ho DD, Marx PA. 1998. Primary SIVsm Isolates Use the CCR5 

Coreceptor from Sooty Mangabeys Naturally Infected in West Africa: A 

Comparison of Coreceptor Usage of Primary SIVsm, HIV-2, and SIVmac. 

Virology 246:113–124. 

94.  Edinger AL, Hoffman TL, Sharron M, Lee B, O’Dowd B, Doms RW. 1998. Use 

of GPR1, GPR15, and STRL33 as Coreceptors by Diverse Human 

Immunodeficiency Virus Type 1 and Simian Immunodeficiency Virus Envelope 

Proteins. Virology 249:367–378. 

95.  Liu H, Soda Y, Shimizu N, Haraguchi Y, Jinno A, Takeuchi Y, Hoshino H. 2000. 

CD4-Dependent and CD4-Independent Utilization of Coreceptors by Human 

Immunodeficiency Viruses Type 2 and Simian Immunodeficiency Viruses. 

Virology 278:276–288. 

96.  Chan DC, Fass D, Berger JM, Kim PS. 1997. Core structure of gp41 from the HIV 

envelope glycoprotein. Cell 89:263–73. 

97.  Weissenhorn W, Dessen A, Harrison SC, Skehel JJ, Wiley DC. 1997. Atomic 

structure of the ectodomain from HIV-1 gp41. Nature 387:426–430. 

98.  Ambrose Z, Aiken C. 2014. HIV-1 uncoating: connection to nuclear entry and 

regulation by host proteins. Virology 454–455:371–9. 

99.  Sebastian S, Luban J. 2005. TRIM5alpha selectively binds a restriction-sensitive 

retroviral capsid. Retrovirology 2:40. 

100.  Stremlau M, Owens CM, Perron MJ, Kiessling M, Autissier P, Sodroski J. 2004. 

The cytoplasmic body component TRIM5α restricts HIV-1 infection in Old World 

monkeys. Nature 427:848–853. 

101.  Kirmaier A, Wu F, Newman RM, Hall LR, Morgan JS, O’Connor S, Marx PA, 

Meythaler M, Goldstein S, Buckler-White A, Kaur A, Hirsch VM, Johnson WE. 

2010. TRIM5 suppresses cross-species transmission of a primate 

immunodeficiency virus and selects for emergence of resistant variants in the new 

species. PLoS biology 8. 



 

 

181 

102.  Stremlau M, Perron M, Lee M, Li Y, Song B, Javanbakht H, Diaz-Griffero F, 

Anderson DJ, Sundquist WI, Sodroski J. 2006. Specific recognition and 

accelerated uncoating of retroviral capsids by the TRIM5alpha restriction factor. 

Proceedings of the National Academy of Sciences of the United States of America 

103:5514–9. 

103.  Isel C, Marquet R, Keith G, Ehresmann C, Ehresmann B. 1993. Modified 

nucleotides of tRNA(3Lys) modulate primer/template loop-loop interaction in the 

initiation complex of HIV-1 reverse transcription. The Journal of biological 

chemistry 268:25269–72. 

104.  Isel C, Ehresmann C, Keith G, Ehresmann B, Marquet R. 1995. Initiation of 

reverse transcription of HIV-1: secondary structure of the HIV-1 

RNA/tRNA(3Lys) (template/primer). Journal of molecular biology 247:236–50. 

105.  Hu W-S, Hughes SH. 2012. HIV-1 reverse transcription. Cold Spring Harbor 

perspectives in medicine 2:a006882. 

106.  Isel C, Lanchy JM, Le Grice SF, Ehresmann C, Ehresmann B, Marquet R. 1996. 

Specific initiation and switch to elongation of human immunodeficiency virus type 

1 reverse transcription require the post-transcriptional modifications of primer 

tRNA3Lys. The EMBO journal 15:917–24. 

107.  Freund F, Boulmé F, Litvak S, Tarrago-Litvak L. 2001. Initiation of HIV-2 reverse 

transcription: a secondary structure model of the RNA-tRNA(Lys3) duplex. 

Nucleic acids research 29:2757–65. 

108.  Das AT, Klaver B, Berkhout B. 1995. Reduced replication of human 

immunodeficiency virus type 1 mutants that use reverse transcription primers other 

than the natural tRNA(3Lys). Journal of virology 69:3090–7. 

109.  Craigie R, Bushman FD. 2012. HIV DNA integration. Cold Spring Harbor 

perspectives in medicine 2:a006890. 

110.  Lesbats P, Engelman AN, Cherepanov P. 2016. Retroviral DNA Integration. 

Chemical Reviews 116:12730–12757. 

111.  Lee MS, Craigie R. 1998. A previously unidentified host protein protects retroviral 

DNA from autointegration. Proceedings of the National Academy of Sciences of 

the United States of America 95:1528–33. 

112.  Ferris AL, Wu X, Hughes CM, Stewart C, Smith SJ, Milne TA, Wang GG, Shun 

M-C, Allis CD, Engelman A, Hughes SH. 2010. Lens epithelium-derived growth 

factor fusion proteins redirect HIV-1 DNA integration. Proceedings of the 

National Academy of Sciences 107:3135–3140. 



 

 

182 

113.  Ciuffi A, Llano M, Poeschla E, Hoffmann C, Leipzig J, Shinn P, Ecker JR, 

Bushman F. 2005. A role for LEDGF/p75 in targeting HIV DNA integration. 

Nature Medicine 11:1287–1289. 

114.  Maertens G, Cherepanov P, Pluymers W, Busschots K, De Clercq E, Debyser Z, 

Engelborghs Y. 2003. LEDGF/p75 Is Essential for Nuclear and Chromosomal 

Targeting of HIV-1 Integrase in Human Cells. Journal of Biological Chemistry 

278:33528–33539. 

115.  Maertens G, Cherepanov P, Debyser Z, Engelborghs Y, Engelman A. 2004. 

Identification and Characterization of a Functional Nuclear Localization Signal in 

the HIV-1 Integrase Interactor LEDGF/p75. Journal of Biological Chemistry 

279:33421–33429. 

116.  Brown PO, Bowerman B, Varmus HE, Bishop JM. 1987. Correct integration of 

retroviral DNA in vitro. Cell 49:347–56. 

117.  Fujiwara T, Mizuuchi K. 1988. Retroviral DNA integration: structure of an 

integration intermediate. Cell 54:497–504. 

118.  Skalka AM, Katz RA. 2005. Retroviral DNA integration and the DNA damage 

response. Cell Death and Differentiation 12:971–978. 

119.  Bray S, Turnbull M, Hebert S, Douville RN. 2016. Insight into the ERVK 

Integrase - Propensity for DNA Damage. Frontiers in microbiology 7:1941. 

120.  Siliciano RF, Greene WC. 2011. HIV latency. Cold Spring Harbor perspectives in 

medicine 1:a007096. 

121.  Izquierdo-Useros N, Lorizate M, Puertas MC, Rodriguez-Plata MT, Zangger N, 

Erikson E, Pino M, Erkizia I, Glass B, Clotet B, Keppler OT, Telenti A, Kräusslich 

H-G, Martinez-Picado J. 2012. Siglec-1 is a novel dendritic cell receptor that 

mediates HIV-1 trans-infection through recognition of viral membrane 

gangliosides. PLoS biology 10:e1001448. 

122.  Puryear WB, Akiyama H, Geer SD, Ramirez NP, Yu X, Reinhard BM, 

Gummuluru S. 2013. Interferon-inducible mechanism of dendritic cell-mediated 

HIV-1 dissemination is dependent on Siglec-1/CD169. PLoS pathogens 

9:e1003291. 

123.  Dunn BM, Goodenow MM, Gustchina A, Wlodawer A. 2002. Retroviral 

proteases. Genome biology 3:REVIEWS3006. 

124.  Fenouillet E, Jones I, Powell B, Schmitt D, Kieny MP, Gluckman JC. 1993. 

Functional role of the glycan cluster of the human immunodeficiency virus type 1 



 

 

183 

transmembrane glycoprotein (gp41) ectodomain. Journal of virology 67:150–60. 

125.  Decroly E, Vandenbranden M, Ruysschaert JM, Cogniaux J, Jacob GS, Howard 

SC, Marshall G, Kompelli A, Basak A, Jean F. 1994. The convertases furin and 

PC1 can both cleave the human immunodeficiency virus (HIV)-1 envelope 

glycoprotein gp160 into gp120 (HIV-1 SU) and gp41 (HIV-I TM). The Journal of 

biological chemistry 269:12240–7. 

126.  Lin J, Cullen BR. 2007. Analysis of the interaction of primate retroviruses with the 

human RNA interference machinery. Journal of virology 81:12218–26. 

127.  Das AT, Harwig A, Berkhout B. 2011. The HIV-1 Tat protein has a versatile role 

in activating viral transcription. Journal of virology 85:9506–16. 

128.  Wu-Baer F, Sigman D, Gaynor RB. 1995. Specific binding of RNA polymerase II 

to the human immunodeficiency virus trans-activating region RNA is regulated by 

cellular cofactors and Tat. Proceedings of the National Academy of Sciences of the 

United States of America 92:7153–7. 

129.  Wu F, Garcia J, Sigman D, Gaynor R. 1991. tat regulates binding of the human 

immunodeficiency virus trans-activating region RNA loop-binding protein TRP-

185. Genes & development 5:2128–40. 

130.  Hope TJ. 1999. The Ins and Outs of HIV Rev. Archives of Biochemistry and 

Biophysics 365:186–191. 

131.  Karn J, Stoltzfus CM. 2012. Transcriptional and posttranscriptional regulation of 

HIV-1 gene expression. Cold Spring Harbor perspectives in medicine 2:a006916. 

132.  Daly TJ, Cook KS, Gray GS, Maione TE, Rusche JR. 1989. Specific binding of 

HIV-1 recombinant Rev protein to the Rev-responsive element in vitro. Nature 

342:816–819. 

133.  Zapp ML, Green MR. 1989. Sequence-specific RNA binding by the HIV-1 Rev 

protein. Nature 342:714–716. 

134.  Fridell RA, Bogerd HP, Cullen BR. 1996. Nuclear export of late HIV-1 mRNAs 

occurs via a cellular protein export pathway. Proceedings of the National Academy 

of Sciences of the United States of America 93:4421–4. 

135.  Fritz CC, Green MR. 1996. HIV Rev uses a conserved cellular protein export 

pathway for the nucleocytoplasmic transport of viral RNAs. Current biology : CB 

6:848–54. 

136.  Neville M, Stutz F, Lee L, Davis LI, Rosbash M. 1997. The importin-beta family 



 

 

184 

member Crm1p bridges the interaction between Rev and the nuclear pore complex 

during nuclear export. Current biology : CB 7:767–75. 

137.  Henderson BR, Percipalle P. 1997. Interactions between HIV rev and nuclear 

import and export factors: the rev nuclear localisation signal mediates specific 

binding to human importin-β. Journal of Molecular Biology 274:693–707. 

138.  Arnold M, Nath A, Hauber J, Kehlenbach RH. 2006. Multiple Importins Function 

as Nuclear Transport Receptors for the Rev Protein of Human Immunodeficiency 

Virus Type 1. Journal of Biological Chemistry 281:20883–20890. 

139.  Meyer BE, Malim MH. 1994. The HIV-1 Rev trans-activator shuttles between the 

nucleus and the cytoplasm. Genes & development 8:1538–47. 

140.  Malim MH, Emerman M. 2008. HIV-1 accessory proteins--ensuring viral survival 

in a hostile environment. Cell host & microbe 3:388–98. 

141.  Malim MH, Emerman M. 2001. HIV-1 sequence variation: drift, shift, and 

attenuation. Cell 104:469–72. 

142.  Yu X, Yu Y, Liu B, Luo K, Kong W, Mao P, Yu X-F. 2003. Induction of 

APOBEC3G Ubiquitination and Degradation by an HIV-1 Vif-Cul5-SCF 

Complex. Science 302:1056–1060. 

143.  Sheehy AM, Gaddis NC, Choi JD, Malim MH. 2002. Isolation of a human gene 

that inhibits HIV-1 infection and is suppressed by the viral Vif protein. Nature 

418:646–650. 

144.  Liu B, Sarkis PTN, Luo K, Yu Y, Yu X-F. 2005. Regulation of Apobec3F and 

human immunodeficiency virus type 1 Vif by Vif-Cul5-ElonB/C E3 ubiquitin 

ligase. Journal of virology 79:9579–87. 

145.  Soros VB, Yonemoto W, Greene WC. 2007. Newly synthesized APOBEC3G is 

incorporated into HIV virions, inhibited by HIV RNA, and subsequently activated 

by RNase H. PLoS pathogens 3:e15. 

146.  Conticello SG, Thomas CJF, Petersen-Mahrt SK, Neuberger MS. 2004. Evolution 

of the AID/APOBEC Family of Polynucleotide (Deoxy)cytidine Deaminases. 

Molecular Biology and Evolution 22:367–377. 

147.  Harris RS, Bishop KN, Sheehy AM, Craig HM, Petersen-Mahrt SK, Watt IN, 

Neuberger MS, Malim MH. 2003. DNA deamination mediates innate immunity to 

retroviral infection. Cell 113:803–9. 

148.  Margottin F, Bour SP, Durand H, Selig L, Benichou S, Richard V, Thomas D, 



 

 

185 

Strebel K, Benarous R. 1998. A Novel Human WD Protein, h-βTrCP, that 

Interacts with HIV-1 Vpu Connects CD4 to the ER Degradation Pathway through 

an F-Box Motif. Molecular Cell 1:565–574. 

149.  Willey RL, Maldarelli F, Martin MA, Strebel K. 1992. Human immunodeficiency 

virus type 1 Vpu protein induces rapid degradation of CD4. Journal of virology 

66:7193–200. 

150.  Fujita K, Silver J, Omura S. 1997. Rapid degradation of CD4 in cells expressing 

human immunodeficiency virus type 1 Env and Vpu is blocked by proteasome 

inhibitors. Journal of General Virology 78:619–625. 

151.  Magadán JG, Bonifacino JS. 2012. Transmembrane domain determinants of CD4 

Downregulation by HIV-1 Vpu. Journal of virology 86:757–72. 

152.  Schubert U, Antón LC, Bacík I, Cox JH, Bour S, Bennink JR, Orlowski M, Strebel 

K, Yewdell JW. 1998. CD4 glycoprotein degradation induced by human 

immunodeficiency virus type 1 Vpu protein requires the function of proteasomes 

and the ubiquitin-conjugating pathway. Journal of virology 72:2280–8. 

153.  Neil SJD, Zang T, Bieniasz PD. 2008. Tetherin inhibits retrovirus release and is 

antagonized by HIV-1 Vpu. Nature 451:425–30. 

154.  Van Damme N, Goff D, Katsura C, Jorgenson RL, Mitchell R, Johnson MC, 

Stephens EB, Guatelli J. 2008. The interferon-induced protein BST-2 restricts 

HIV-1 release and is downregulated from the cell surface by the viral Vpu protein. 

Cell host & microbe 3:245–52. 

155.  Strebel K, Klimkait T, Martin MA. 1988. A novel gene of HIV-1, vpu, and its 16-

kilodalton product. Science (New York, NY) 241:1221–3. 

156.  Terwilliger EF, Cohen EA, Lu YC, Sodroski JG, Haseltine WA. 1989. Functional 

role of human immunodeficiency virus type 1 vpu. Proceedings of the National 

Academy of Sciences of the United States of America 86:5163–7. 

157.  Neil SJD, Sandrin V, Sundquist WI, Bieniasz PD. 2007. An interferon-alpha-

induced tethering mechanism inhibits HIV-1 and Ebola virus particle release but is 

counteracted by the HIV-1 Vpu protein. Cell host & microbe 2:193–203. 

158.  Kueck T, Neil SJD. 2012. A cytoplasmic tail determinant in HIV-1 Vpu mediates 

targeting of tetherin for endosomal degradation and counteracts interferon-induced 

restriction. PLoS pathogens 8:e1002609. 

159.  Courgnaud V, Abela B, Pourrut X, Mpoudi-Ngole E, Loul S, Delaporte E, Peeters 

M. 2003. Identification of a new simian immunodeficiency virus lineage with a 



 

 

186 

vpu gene present among different cercopithecus monkeys (C. mona, C. cephus, 

and C. nictitans) from Cameroon. Journal of virology 77:12523–34. 

160.  Courgnaud V, Salemi M, Pourrut X, Mpoudi-Ngole E, Abela B, Auzel P, Bibollet-

Ruche F, Hahn B, Vandamme A-M, Delaporte E, Peeters M. 2002. 

Characterization of a novel simian immunodeficiency virus with a vpu gene from 

greater spot-nosed monkeys (Cercopithecus nictitans) provides new insights into 

simian/human immunodeficiency virus phylogeny. Journal of virology 76:8298–

309. 

161.  Garcia JV, Miller AD. 1991. Serine phosphorylation-independent downregulation 

of cell-surface CD4 by nef. Nature 350:508–511. 

162.  Aiken C, Konner J, Landau NR, Lenburg ME, Trono D. 1994. Nef induces CD4 

endocytosis: requirement for a critical dileucine motif in the membrane-proximal 

CD4 cytoplasmic domain. Cell 76:853–64. 

163.  Rhee SS, Marsh JW. 1994. Human immunodeficiency virus type 1 Nef-induced 

down-modulation of CD4 is due to rapid internalization and degradation of surface 

CD4. Journal of virology 68:5156–63. 

164.  Chaudhuri R, Lindwasser OW, Smith WJ, Hurley JH, Bonifacino JS. 2007. 

Downregulation of CD4 by human immunodeficiency virus type 1 Nef is 

dependent on clathrin and involves direct interaction of Nef with the AP2 clathrin 

adaptor. Journal of virology 81:3877–90. 

165.  Veillette M, Désormeaux A, Medjahed H, Gharsallah N-E, Coutu M, Baalwa J, 

Guan Y, Lewis G, Ferrari G, Hahn BH, Haynes BF, Robinson JE, Kaufmann DE, 

Bonsignori M, Sodroski J, Finzi A. 2014. Interaction with cellular CD4 exposes 

HIV-1 envelope epitopes targeted by antibody-dependent cell-mediated 

cytotoxicity. Journal of virology 88:2633–44. 

166.  Schwartz O, Maréchal V, Le Gall S, Lemonnier F, Heard JM. 1996. Endocytosis 

of major histocompatibility complex class I molecules is induced by the HIV-1 

Nef protein. Nature medicine 2:338–42. 

167.  Collins KL, Chen BK, Kalams SA, Walker BD, Baltimore D. 1998. HIV-1 Nef 

protein protects infected primary cells against killing by cytotoxic T lymphocytes. 

Nature 391:397–401. 

168.  Cohen GB, Gandhi RT, Davis DM, Mandelboim O, Chen BK, Strominger JL, 

Baltimore D. 1999. The selective downregulation of class I major 

histocompatibility complex proteins by HIV-1 protects HIV-infected cells from 

NK cells. Immunity 10:661–71. 



 

 

187 

169.  Chowers MY, Spina CA, Kwoh TJ, Fitch NJ, Richman DD, Guatelli JC. 1994. 

Optimal infectivity in vitro of human immunodeficiency virus type 1 requires an 

intact nef gene. Journal of virology 68:2906–14. 

170.  Münch J, Rajan D, Schindler M, Specht A, Rücker E, Novembre FJ, Nerrienet E, 

Müller-Trutwin MC, Peeters M, Hahn BH, Kirchhoff F. 2007. Nef-mediated 

enhancement of virion infectivity and stimulation of viral replication are 

fundamental properties of primate lentiviruses. Journal of virology 81:13852–64. 

171.  Miller MD, Warmerdam MT, Page KA, Feinberg MB, Greene WC. 1995. 

Expression of the human immunodeficiency virus type 1 (HIV-1) nef gene during 

HIV-1 production increases progeny particle infectivity independently of gp160 or 

viral entry. Journal of virology 69:579–84. 

172.  Chowers MY, Pandori MW, Spina CA, Richman DD, Guatelli JC. 1995. The 

Growth Advantage Conferred by HIV-1 nef Is Determined at the Level of Viral 

DNA Formation and Is Independent of CD4 Downregulation. Virology 212:451–

457. 

173.  Schwartz O, Maréchal V, Danos O, Heard JM. 1995. Human immunodeficiency 

virus type 1 Nef increases the efficiency of reverse transcription in the infected 

cell. Journal of virology 69:4053–9. 

174.  Rosa A, Chande A, Ziglio S, De Sanctis V, Bertorelli R, Goh SL, McCauley SM, 

Nowosielska A, Antonarakis SE, Luban J, Santoni FA, Pizzato M. 2015. HIV-1 

Nef promotes infection by excluding SERINC5 from virion incorporation. Nature 

526:212–7. 

175.  Usami Y, Wu Y, Göttlinger HG. 2015. SERINC3 and SERINC5 restrict HIV-1 

infectivity and are counteracted by Nef. Nature 526:218–23. 

176.  TRISTEM M, MARSHALL C, KARPAS A, PETRIK J, HILL F. 1990. Origin of 

vpx in lentiviruses. Nature 347:341–342. 

177.  Tristem M, Marshall C, Karpas A, Hill F. 1992. Evolution of the primate 

lentiviruses: evidence from vpx and vpr. The EMBO journal 11:3405–12. 

178.  Lim ES, Fregoso OI, McCoy CO, Matsen FA, Malik HS, Emerman M. 2012. The 

ability of primate lentiviruses to degrade the monocyte restriction factor SAMHD1 

preceded the birth of the viral accessory protein Vpx. Cell host & microbe 11:194–

204. 

179.  Hrecka K, Hao C, Gierszewska M, Swanson SK, Kesik-Brodacka M, Srivastava S, 

Florens L, Washburn MP, Skowronski J. 2011. Vpx relieves inhibition of HIV-1 

infection of macrophages mediated by the SAMHD1 protein. Nature 474:658–61. 



 

 

188 

180.  Laguette N, Sobhian B, Casartelli N, Ringeard M, Chable-Bessia C, Ségéral E, 

Yatim A, Emiliani S, Schwartz O, Benkirane M. 2011. SAMHD1 is the dendritic- 

and myeloid-cell-specific HIV-1 restriction factor counteracted by Vpx. Nature 

474:654–7. 

181.  Goldstone DC, Ennis-Adeniran V, Hedden JJ, Groom HCT, Rice GI, 

Christodoulou E, Walker PA, Kelly G, Haire LF, Yap MW, de Carvalho LPS, 

Stoye JP, Crow YJ, Taylor IA, Webb M. 2011. HIV-1 restriction factor SAMHD1 

is a deoxynucleoside triphosphate triphosphohydrolase. Nature 480:379–382. 

182.  Lahouassa H, Daddacha W, Hofmann H, Ayinde D, Logue EC, Dragin L, Bloch 

N, Maudet C, Bertrand M, Gramberg T, Pancino G, Priet S, Canard B, Laguette N, 

Benkirane M, Transy C, Landau NR, Kim B, Margottin-Goguet F. 2012. 

SAMHD1 restricts the replication of human immunodeficiency virus type 1 by 

depleting the intracellular pool of deoxynucleoside triphosphates. Nature 

immunology 13:223–8. 

183.  Baldauf H-M, Pan X, Erikson E, Schmidt S, Daddacha W, Burggraf M, Schenkova 

K, Ambiel I, Wabnitz G, Gramberg T, Panitz S, Flory E, Landau NR, Sertel S, 

Rutsch F, Lasitschka F, Kim B, König R, Fackler OT, Keppler OT. 2012. 

SAMHD1 restricts HIV-1 infection in resting CD4(+) T cells. Nature medicine 

18:1682–7. 

184.  de Silva S, Planelles V, Wu L. 2012. Differential effects of Vpr on single-cycle 

and spreading HIV-1 infections in CD4+ T-cells and dendritic cells. PloS one 

7:e35385. 

185.  Höhne K, Businger R, van Nuffel A, Bolduan S, Koppensteiner H, Baeyens A, 

Vermeire J, Malatinkova E, Verhasselt B, Schindler M. 2016. Virion encapsidated 

HIV-1 Vpr induces NFAT to prime non-activated T cells for productive infection. 

Open Biology 6. 

186.  Connor RI, Chen BK, Choe S, Landau NR. 1995. Vpr is required for efficient 

replication of human immunodeficiency virus type-1 in mononuclear phagocytes. 

Virology 206:935–44. 

187.  Cohen EA, Terwilliger EF, Jalinoos Y, Proulx J, Sodroski JG, Haseltine WA. 

1990. Identification of HIV-1 vpr product and function. Journal of acquired 

immune deficiency syndromes 3:11–8. 

188.  Arrigo SJ, Chen IS. 1991. Rev is necessary for translation but not cytoplasmic 

accumulation of HIV-1 vif, vpr, and env/vpu 2 RNAs. Genes & development 

5:808–19. 

189.  Morellet N, Bouaziz S, Petitjean P, Roques BP. 2003. NMR structure of the HIV-1 



 

 

189 

regulatory protein VPR. Journal of molecular biology 327:215–27. 

190.  Yao XJ, Subbramanian RA, Rougeau N, Boisvert F, Bergeron D, Cohen EA. 1995. 

Mutagenic analysis of human immunodeficiency virus type 1 Vpr: role of a 

predicted N-terminal alpha-helical structure in Vpr nuclear localization and virion 

incorporation. Journal of virology 69:7032–44. 

191.  Bachand F, Yao XJ, Hrimech M, Rougeau N, Cohen EA. 1999. Incorporation of 

Vpr into human immunodeficiency virus type 1 requires a direct interaction with 

the p6 domain of the p55 gag precursor. The Journal of biological chemistry 

274:9083–91. 

192.  Kondo E, Mammano F, Cohen EA, Göttlinger HG. 1995. The p6gag domain of 

human immunodeficiency virus type 1 is sufficient for the incorporation of Vpr 

into heterologous viral particles. Journal of virology 69:2759–64. 

193.  Lu YL, Bennett RP, Wills JW, Gorelick R, Ratner L. 1995. A leucine triplet repeat 

sequence (LXX)4 in p6gag is important for Vpr incorporation into human 

immunodeficiency virus type 1 particles. Journal of virology 69:6873–9. 

194.  Selig L, Pages JC, Tanchou V, Prévéral S, Berlioz-Torrent C, Liu LX, Erdtmann 

L, Darlix J, Benarous R, Benichou S. 1999. Interaction with the p6 domain of the 

gag precursor mediates incorporation into virions of Vpr and Vpx proteins from 

primate lentiviruses. Journal of virology 73:592–600. 

195.  Di Marzio P, Choe S, Ebright M, Knoblauch R, Landau NR. 1995. Mutational 

analysis of cell cycle arrest, nuclear localization and virion packaging of human 

immunodeficiency virus type 1 Vpr. Journal of virology 69:7909–16. 

196.  Tristem M, Purvis A, Quicke DLJ. 1998. Complex Evolutionary History of 

Primate Lentiviral vpr Genes. Virology 240:232–237. 

197.  Powell RD, Holland PJ, Hollis T, Perrino FW. 2011. Aicardi-Goutieres syndrome 

gene and HIV-1 restriction factor SAMHD1 is a dGTP-regulated deoxynucleotide 

triphosphohydrolase. The Journal of biological chemistry 286:43596–600. 

198.  Gibbs JS, Lackner AA, Lang SM, Simon MA, Sehgal PK, Daniel MD, Desrosiers 

RC. 1995. Progression to AIDS in the absence of a gene for vpr or vpx. Journal of 

virology 69:2378–83. 

199.  Hirsch VM, Sharkey ME, Brown CR, Brichacek B, Goldstein S, Wakefield J, 

Byrum R, Elkins WR, Hahn BH, Lifson JD, Stevenson M. 1998. Vpx is required 

for dissemination and pathogenesis of SIVSM PBj: Evidence of macrophage-

dependent viral amplification. Nature Medicine 4:1401–1408. 



 

 

190 

200.  Forget J, Yao XJ, Mercier J, Cohen EA. 1998. Human immunodeficiency virus 

type 1 vpr protein transactivation function: mechanism and identification of 

domains involved. Journal of molecular biology 284:915–23. 

201.  Gummuluru S, Emerman M. 1999. Cell cycle- and Vpr-mediated regulation of 

human immunodeficiency virus type 1 expression in primary and transformed T-

cell lines. Journal of virology 73:5422–30. 

202.  Yao XJ, Mouland AJ, Subbramanian RA, Forget J, Rougeau N, Bergeron D, 

Cohen EA. 1998. Vpr stimulates viral expression and induces cell killing in human 

immunodeficiency virus type 1-infected dividing Jurkat T cells. Journal of 

virology 72:4686–93. 

203.  Goh WC, Rogel ME, Kinsey CM, Michael SF, Fultz PN, Nowak MA, Hahn BH, 

Emerman M. 1998. HIV-1 Vpr increases viral expression by manipulation of the 

cell cycle: a mechanism for selection of Vpr in vivo. Nature medicine 4:65–71. 

204.  Philippon V, Matsuda Z, Essex M. 1999. Transactivation is a conserved function 

among primate lentivirus Vpr proteins but is not shared by Vpx. Journal of Human 

Virology 2:167–174. 

205.  Zhu Y, Gelbard HA, Roshal M, Pursell S, Jamieson BD, Planelles V. 2001. 

Comparison of cell cycle arrest, transactivation, and apoptosis induced by the 

simian immunodeficiency virus SIVagm and human immunodeficiency virus type 

1 vpr genes. Journal of virology 75:3791–801. 

206.  Jowett JB, Planelles V, Poon B, Shah NP, Chen ML, Chen IS. 1995. The human 

immunodeficiency virus type 1 vpr gene arrests infected T cells in the G2 + M 

phase of the cell cycle. Journal of virology 69:6304–13. 

207.  Planelles V, Jowett JB, Li QX, Xie Y, Hahn B, Chen IS. 1996. Vpr-induced cell 

cycle arrest is conserved among primate lentiviruses. Journal of virology 70:2516–

24. 

208.  Stivahtis GL, Soares M a, Vodicka M a, Hahn BH, Emerman M. 1997. 

Conservation and host specificity of Vpr-mediated cell cycle arrest suggest a 

fundamental role in primate lentivirus evolution and biology. Journal of virology 

71:4331–8. 

209.  Stewart SA, Poon B, Jowett JB, Chen IS. 1997. Human immunodeficiency virus 

type 1 Vpr induces apoptosis following cell cycle arrest. Journal of virology 

71:5579–92. 

210.  Stewart SA, Poon B, Jowett JB, Xie Y, Chen IS. 1999. Lentiviral delivery of HIV-

1 Vpr protein induces apoptosis in transformed cells. Proceedings of the National 



 

 

191 

Academy of Sciences of the United States of America 96:12039–43. 

211.  Andersen JL, DeHart JL, Zimmerman ES, Ardon O, Kim B, Jacquot G, Benichou 

S, Planelles V. 2006. HIV-1 Vpr-Induced Apoptosis Is Cell Cycle Dependent and 

Requires Bax but Not ANT. PLoS Pathogens 2:e127. 

212.  Nishizawa M, Kamata M, Mojin T, Nakai Y, Aida Y. 2000. Induction of 

Apoptosis by the Vpr Protein of Human Immunodeficiency Virus Type 1 Occurs 

Independently of G2 Arrest of the Cell Cycle. Virology 276:16–26. 

213.  Nishizawa M, Kamata M, Katsumata R, Aida Y. 2000. A carboxy-terminally 

truncated form of the human immunodeficiency virus type 1 Vpr protein induces 

apoptosis via G(1) cell cycle arrest. Journal of virology 74:6058–67. 

214.  Jacotot E, Ravagnan L, Loeffler M, Ferri KF, Vieira HL, Zamzami N, Costantini 

P, Druillennec S, Hoebeke J, Briand JP, Irinopoulou T, Daugas E, Susin SA, 

Cointe D, Xie ZH, Reed JC, Roques BP, Kroemer G. 2000. The HIV-1 viral 

protein R induces apoptosis via a direct effect on the mitochondrial permeability 

transition pore. The Journal of experimental medicine 191:33–46. 

215.  Jacotot E, Ferri KF, El Hamel C, Brenner C, Druillennec S, Hoebeke J, Rustin P, 

Métivier D, Lenoir C, Geuskens M, Vieira HL, Loeffler M, Belzacq AS, Briand 

JP, Zamzami N, Edelman L, Xie ZH, Reed JC, Roques BP, Kroemer G. 2001. 

Control of mitochondrial membrane permeabilization by adenine nucleotide 

translocator interacting with HIV-1 viral protein rR and Bcl-2. The Journal of 

experimental medicine 193:509–19. 

216.  Nakaya T, Fujinaga K, Kishi M, Oka S, Kurata T, Jones IM, Ikuta K. 1994. 

Nonsense mutations in the vpr gene of HIV-1 during in vitro virus passage and in 

HIV-1 carrier-derived peripheral blood mononuclear cells. FEBS letters 354:17–

22. 

217.  Hoch J, Lang SM, Weeger M, Stahl-Hennig C, Coulibaly C, Dittmer U, Hunsmann 

G, Fuchs D, Müller J, Sopper S. 1995. vpr deletion mutant of simian 

immunodeficiency virus induces AIDS in rhesus monkeys. Journal of virology 

69:4807–13. 

218.  Mologni D, Citterio P, Menzaghi B, Poma BZ, Riva C, Broggini V, Sinicco A, 

Milazzo L, Adorni F, Rusconi S, Galli M, Riva A, rHoPeS Group. 2006. Vpr and 

HIV-1 disease progression: R77Q mutation is associated with long-term control of 

HIV-1 infection in different groups of patients. AIDS 20:567–574. 

219.  Rodés B, Toro C, Paxinos E, Poveda E, Martinez-Padial M, Benito JM, Jimenez 

V, Wrin T, Bassani S, Soriano V. 2004. Differences in disease progression in a 

cohort of long-term non-progressors after more than 16 years of HIV-1 infection. 



 

 

192 

AIDS (London, England) 18:1109–16. 

220.  Saksena NK, Ge YC, Wang B, Xiang SH, Dwyer DE, Randle C, Palasanthiran P, 

Ziegler J, Cunningham AL. 1996. An HIV-1 infected long-term non-progressor 

(LTNP): molecular analysis of HIV-1 strains in the vpr and nef genes. Annals of 

the Academy of Medicine, Singapore 25:848–54. 

221.  Wen X, Duus KM, Friedrich TD, de Noronha CMC. 2007. The HIV1 protein Vpr 

acts to promote G2 cell cycle arrest by engaging a DDB1 and Cullin4A-containing 

ubiquitin ligase complex using VprBP/DCAF1 as an adaptor. The Journal of 

biological chemistry 282:27046–57. 

222.  Tan L, Ehrlich E, Yu X-F. 2007. DDB1 and Cul4A are required for human 

immunodeficiency virus type 1 Vpr-induced G2 arrest. Journal of virology 

81:10822–30. 

223.  Le Rouzic E, Morel M, Ayinde D, Belaïdouni N, Letienne J, Transy C, Margottin-

Goguet F. 2008. Assembly with the Cul4A-DDB1DCAF1 ubiquitin ligase protects 

HIV-1 Vpr from proteasomal degradation. The Journal of biological chemistry 

283:21686–92. 

224.  Hrecka K, Gierszewska M, Srivastava S, Kozaczkiewicz L, Swanson SK, Florens 

L, Washburn MP, Skowronski J. 2007. Lentiviral Vpr usurps Cul4-DDB1[VprBP] 

E3 ubiquitin ligase to modulate cell cycle. Proceedings of the National Academy 

of Sciences of the United States of America 104:11778–83. 

225.  Srivastava S, Swanson SK, Manel N, Florens L, Washburn MP, Skowronski J. 

2008. Lentiviral Vpx Accessory Factor Targets VprBP/DCAF1 Substrate Adaptor 

for Cullin 4 E3 Ubiquitin Ligase to Enable Macrophage Infection. PLoS Pathogens 

4:e1000059. 

226.  Bergamaschi A, Ayinde D, David A, Le Rouzic E, Morel M, Collin G, Descamps 

D, Damond F, Brun-Vezinet F, Nisole S, Margottin-Goguet F, Pancino G, Transy 

C. 2009. The human immunodeficiency virus type 2 Vpx protein usurps the 

CUL4A-DDB1 DCAF1 ubiquitin ligase to overcome a postentry block in 

macrophage infection. Journal of virology 83:4854–60. 

227.  Sharova N, Wu Y, Zhu X, Stranska R, Kaushik R, Sharkey M, Stevenson M, 

Kostrikis L, Haase A, Veryard C, Davaro R, Cheeseman S, Daly J, Bova C, 3rd 

RE, Mady B, Lai K, Moyle G, Nelson M, Gazzard B, Shaunak S, Stevenson M. 

2008. Primate Lentiviral Vpx Commandeers DDB1 to Counteract a Macrophage 

Restriction. PLoS Pathogens 4:e1000057. 

228.  Bouhamdan M, Benichou S, Rey F, Navarro JM, Agostini I, Spire B, Camonis J, 

Slupphaug G, Vigne R, Benarous R, Sire J. 1996. Human immunodeficiency virus 



 

 

193 

type 1 Vpr protein binds to the uracil DNA glycosylase DNA repair enzyme. 

Journal of virology 70:697–704. 

229.  Ahn J, Vu T, Novince Z, Guerrero-Santoro J, Rapic-Otrin V, Gronenborn AM. 

2010. HIV-1 Vpr loads uracil DNA glycosylase-2 onto DCAF1, a substrate 

recognition subunit of a cullin 4A-ring E3 ubiquitin ligase for proteasome-

dependent degradation. The Journal of biological chemistry 285:37333–41. 

230.  Schröfelbauer B, Yu Q, Zeitlin SG, Landau NR. 2005. Human immunodeficiency 

virus type 1 Vpr induces the degradation of the UNG and SMUG uracil-DNA 

glycosylases. Journal of virology 79:10978–87. 

231.  Wu Y, Zhou X, Barnes CO, DeLucia M, Cohen AE, Gronenborn AM, Ahn J, 

Calero G. 2016. The DDB1–DCAF1–Vpr–UNG2 crystal structure reveals how 

HIV-1 Vpr steers human UNG2 toward destruction 23. 

232.  Mansky LM, Preveral S, Selig L, Benarous R, Benichou S. 2000. The interaction 

of vpr with uracil DNA glycosylase modulates the human immunodeficiency virus 

type 1 In vivo mutation rate. Journal of virology 74:7039–47. 

233.  Guenzel CA, Hérate C, Le Rouzic E, Maidou-Peindara P, Sadler HA, Rouyez M-

C, Mansky LM, Benichou S. 2012. Recruitment of the nuclear form of uracil DNA 

glycosylase into virus particles participates in the full infectivity of HIV-1. Journal 

of virology 86:2533–44. 

234.  Eldin P, Chazal N, Fenard D, Bernard E, Guichou J-F, Briant L. 2014. Vpr 

expression abolishes the capacity of HIV-1 infected cells to repair uracilated DNA. 

Nucleic acids research 42:1698–710. 

235.  Selig L, Benichou S, Rogel ME, Wu LI, Vodicka MA, Sire J, Benarous R, 

Emerman M. 1997. Uracil DNA glycosylase specifically interacts with Vpr of both 

human immunodeficiency virus type 1 and simian immunodeficiency virus of 

sooty mangabeys, but binding does not correlate with cell cycle arrest. Journal of 

virology 71:4842–6. 

236.  Laguette N, Brégnard C, Hue P, Basbous J, Yatim A, Larroque M, Kirchhoff F, 

Constantinou A, Sobhian B, Benkirane M. 2014. Premature activation of the SLX4 

complex by Vpr promotes G2/M arrest and escape from innate immune sensing. 

Cell 156:134–45. 

237.  Fregoso OI, Emerman M. 2016. Activation of the DNA Damage Response Is a 

Conserved Function of HIV-1 and HIV-2 Vpr That Is Independent of SLX4 

Recruitment. mBio 7. 

238.  Lahouassa H, Blondot M-L, Chauveau L, Chougui G, Morel M, Leduc M, 



 

 

194 

Guillonneau F, Ramirez BC, Schwartz O, Margottin-Goguet F. 2016. HIV-1 Vpr 

degrades the HLTF DNA translocase in T cells and macrophages. Proceedings of 

the National Academy of Sciences of the United States of America 113:5311–6. 

239.  Hrecka K, Hao C, Shun M-C, Kaur S, Swanson SK, Florens L, Washburn MP, 

Skowronski J. 2016. HIV-1 and HIV-2 exhibit divergent interactions with HLTF 

and UNG2 DNA repair proteins. Proceedings of the National Academy of 

Sciences of the United States of America 113:E3921-30. 

240.  Casey Klockow L, Sharifi HJ, Wen X, Flagg M, Furuya AKM, Nekorchuk M, de 

Noronha CMC. 2013. The HIV-1 protein Vpr targets the endoribonuclease Dicer 

for proteasomal degradation to boost macrophage infection. Virology. 

241.  Romani B, Kamali Jamil R, Hamidi-Fard M, Rahimi P, Momen SB, Aghasadeghi 

MR, Allahbakhshi E. 2016. HIV-1 Vpr reactivates latent HIV-1 provirus by 

inducing depletion of class I HDACs on chromatin. Scientific reports 6:31924. 

242.  Romani B, Baygloo NS, Hamidi-Fard M, Aghasadeghi MR, Allahbakhshi E. 2016. 

HIV-1 Vpr Protein Induces Proteasomal Degradation of Chromatin-associated 

Class I HDACs to Overcome Latent Infection of Macrophages. The Journal of 

biological chemistry 291:2696–711. 

243.  Baca-Regen L, Heinzinger N, Stevenson M, Gendelman HE. 1994. Alpha 

interferon-induced antiretroviral activities: restriction of viral nucleic acid 

synthesis and progeny virion production in human immunodeficiency virus type 1-

infected monocytes. Journal of virology 68:7559–65. 

244.  Gendelman HE, Friedman RM, Joe SS, Baca LM, Turpin JA, Dveksler G, Meltzer 

MS, Dieff C. 1990. A Selective Defect of Interferon a Production in Human 

Immunodeficiency Virus-infected Monocytes. The Journal of experimental 

medicine 172:1433–42. 

245.  Gendelman HE, Baca LM, Turpin J, Kalter DC, Hansen B, Orenstein JM, 

Dieffenbach CW, Friedman RM, Meltzer MS. 1990. Regulation of HIV replication 

in infected monocytes by IFN-alpha. Mechanisms for viral restriction. Journal of 

immunology (Baltimore, Md : 1950) 145:2669–76. 

246.  Martínez-Sobrido L, Giannakas P, Cubitt B, García-Sastre A, de la Torre JC. 2007. 

Differential inhibition of type I interferon induction by arenavirus nucleoproteins. 

Journal of virology 81:12696–703. 

247.  Mibayashi M, Martínez-Sobrido L, Loo Y-M, Cárdenas WB, Gale M, García-

Sastre A, García-Sastre A. 2007. Inhibition of retinoic acid-inducible gene I-

mediated induction of beta interferon by the NS1 protein of influenza A virus. 

Journal of virology 81:514–24. 



 

 

195 

248.  Ulane CM, Kentsis A, Cruz CD, Parisien J-P, Schneider KL, Horvath CM. 2005. 

Composition and assembly of STAT-targeting ubiquitin ligase complexes: 

paramyxovirus V protein carboxyl terminus is an oligomerization domain. Journal 

of virology 79:10180–9. 

249.  Andrejeva J, Childs KS, Young DF, Carlos TS, Stock N, Goodbourn S, Randall 

RE. 2004. The V proteins of paramyxoviruses bind the IFN-inducible RNA 

helicase, mda-5, and inhibit its activation of the IFN-beta promoter. Proceedings of 

the National Academy of Sciences of the United States of America 101:17264–9. 

250.  Valmas C, Basler CF. 2011. Marburg virus VP40 antagonizes interferon signaling 

in a species-specific manner. Journal of virology 85:4309–17. 

251.  Basler CF, Amarasinghe GK. 2009. Evasion of interferon responses by Ebola and 

Marburg viruses. Journal of interferon & cytokine research : the official journal of 

the International Society for Interferon and Cytokine Research 29:511–20. 

252.  Mashiba M, Collins DR, Terry VH, Collins KL. 2014. Vpr Overcomes 

Macrophage-Specific Restriction of HIV-1 Env Expression and Virion Production. 

Cell Host & Microbe 16:722–35. 

253.  Liu R, Lin Y, Jia R, Geng Y, Liang C, Tan J, Qiao W. 2014. HIV-1 Vpr stimulates 

NF-κB and AP-1 signaling by activating TAK1. Retrovirology 11:45. 

254.  Liu R, Tan J, Lin Y, Jia R, Yang W, Liang C, Geng Y, Qiao W. 2013. HIV-1 Vpr 

activates both canonical and noncanonical NF-κB pathway by enhancing the 

phosphorylation of IKKα/β. Virology 439:47–56. 

255.  Vermeire J, Roesch F, Sauter D, Rua R, Hotter D, Van Nuffel A, Vanderstraeten 

H, Naessens E, Iannucci V, Landi A, Witkowski W, Baeyens A, Kirchhoff F, 

Verhasselt B. 2016. HIV Triggers a cGAS-Dependent, Vpu- and Vpr-Regulated 

Type I Interferon Response in CD4+ T Cells. Cell Reports 17:413–424. 

256.  Harman AN, Lai J, Turville S, Samarajiwa S, Gray L, Marsden V, Mercier SK, 

Mercier SK, Jones K, Nasr N, Rustagi A, Cumming H, Donaghy H, Mak J, Gale 

M, Churchill M, Hertzog P, Cunningham AL. 2011. HIV infection of dendritic 

cells subverts the IFN induction pathway via IRF-1 and inhibits type 1 IFN 

production. Blood 118:298–308. 

257.  Okumura A, Alce T, Lubyova B, Ezelle H, Strebel K, Pitha PM. 2008. HIV-1 

accessory proteins VPR and Vif modulate antiviral response by targeting IRF-3 for 

degradation. Virology 373:85–97. 

258.  Zahoor MA, Xue G, Sato H, Murakami T, Takeshima S, Aida Y. 2014. HIV-1 Vpr 

induces interferon-stimulated genes in human monocyte-derived macrophages. 



 

 

196 

PloS one 9:e106418. 

259.  Harman AN, Nasr N, Feetham A, Galoyan A, Alshehri AA, Rambukwelle D, 

Botting RA, Hiener BM, Diefenbach E, Diefenbach RJ, Kim M, Mansell A, 

Cunningham AL. 2015. HIV Blocks Interferon Induction in Human Dendritic 

Cells and Macrophages by Dysregulation of TBK1. Journal of virology 89:6575–

84. 

260.  Doehle BP, Hladik F, McNevin JP, McElrath MJ, Gale M. 2009. Human 

immunodeficiency virus type 1 mediates global disruption of innate antiviral 

signaling and immune defenses within infected cells. Journal of virology 

83:10395–405. 

261.  Park SY, Waheed AA, Zhang Z-R, Freed EO, Bonifacino JS. 2014. HIV-1 Vpu 

accessory protein induces caspase-mediated cleavage of IRF3 transcription factor. 

The Journal of biological chemistry 289:35102–10. 

262.  Manganaro L, de Castro E, Maestre AM, Olivieri K, García-Sastre A, Fernandez-

Sesma A, Simon V. 2015. HIV Vpu Interferes with NF-κB Activity but Not with 

Interferon Regulatory Factor 3. Journal of virology 89:9781–90. 

263.  Hotter D, Kirchhoff F, Sauter D. 2013. HIV-1 Vpu does not degrade interferon 

regulatory factor 3. Journal of virology 87:7160–5. 

264.  Doehle BP, Chang K, Rustagi A, McNevin J, McElrath MJ, Gale M, Jr. 2012. Vpu 

mediates depletion of interferon regulatory factor 3 during HIV infection by a 

lysosome-dependent mechanism. Journal of virology 86:8367–74. 

265.  Zahoor MA, Xue G, Sato H, Aida Y. 2015. Genome-wide transcriptional profiling 

reveals that HIV-1 Vpr differentially regulates interferon-stimulated genes in 

human monocyte-derived dendritic cells. Virus research 208:156–63. 

266.  Collins DR, Lubow J, Lukic Z, Mashiba M, Collins KL. 2015. Vpr Promotes 

Macrophage-Dependent HIV-1 Infection of CD4+ T Lymphocytes. PLoS 

pathogens 11:e1005054. 

267.  Zhang X, Zhou T, Frabutt DA, Zheng Y-H. 2016. HIV-1 Vpr increases Env 

expression by preventing Env from endoplasmic reticulum-associated protein 

degradation (ERAD). Virology 496:194–202. 

268.  Balliet JW, Kolson DL, Eiger G, Kim FM, McGann KA, Srinivasan A, Collman R. 

1994. Distinct effects in primary macrophages and lymphocytes of the human 

immunodeficiency virus type 1 accessory genes vpr, vpu, and nef: mutational 

analysis of a primary HIV-1 isolate. Virology 200:623–31. 



 

 

197 

269.  Eckstein DA, Sherman MP, Penn ML, Chin PS, De Noronha CM, Greene WC, 

Goldsmith MA. 2001. HIV-1 Vpr enhances viral burden by facilitating infection of 

tissue macrophages but not nondividing CD4+ T cells. The Journal of 

experimental medicine 194:1407–19. 

270.  Shytaj IL, Savarino A. 2013. A cure for AIDS: a matter of timing? Retrovirology 

10:145. 

271.  Lisziewicz J, Rosenberg E, Lieberman J, Jessen H, Lopalco L, Siliciano R, Walker 

B, Lori F. 1999. Control of HIV despite the Discontinuation of Antiretroviral 

Therapy. New England Journal of Medicine 340:1683–1683. 

272.  Vila J, Nugier F, Barguès G, Vallet T, Peyramond D, Hamedi-Sangsari F, 

Seigneurin J-M. 1997. Absence of viral rebound after treatment of HIV-infected 

patients with didanosine and hydroxycarbamide. The Lancet 350:635–636. 

273.  Lori F, Lisziewicz J. 2000. Rationale for the Use of Hydroxyurea as an Anti-

Human Immunodeficiency Virus Drug. Clinical Infectious Diseases 30:S193–

S197. 

274.  Ledford H. 2014. HIV rebound dashes hope of cure. Nature. 

275.  Lori F, Lewis MG, Xu J, Varga G, Zinn DE, Crabbs C, Wagner W, Greenhouse J, 

Silvera P, Yalley-Ogunro J, Tinelli C, Lisziewicz J. 2000. Control of SIV rebound 

through structured treatment interruptions during early infection. Science (New 

York, NY) 290:1591–3. 

276.  Weissman SB, Sinclair GI, Green CL, Fissell WH. 1999. Hydroxyurea‐Induced 

Hepatitis in Human Immunodeficiency Virus‐‐Positive Patients. Clinical Infectious 

Diseases 29:223–224. 

277.  Longhurst HJ, Pinching AJ. 2001. Drug Points: pancreatitis associated with 

hydroxyurea in combination with didanosine. BMJ (Clinical research ed) 322:81. 

278.  Hütter G. 2016. Stem cell transplantation in strategies for curing HIV/AIDS. AIDS 

research and therapy 13:31. 

279.  Henrich TJ, Hu Z, Li JZ, Sciaranghella G, Busch MP, Keating SM, Gallien S, Lin 

NH, Giguel FF, Lavoie L, Ho VT, Armand P, Soiffer RJ, Sagar M, Lacasce AS, 

Kuritzkes DR. 2013. Long-term reduction in peripheral blood HIV type 1 

reservoirs following reduced-intensity conditioning allogeneic stem cell 

transplantation. The Journal of infectious diseases 207:1694–702. 

280.  Henrich TJ, Hanhauser E, Marty FM, Sirignano MN, Keating S, Lee T-H, Robles 

YP, Davis BT, Li JZ, Heisey A, Hill AL, Busch MP, Armand P, Soiffer RJ, 



 

 

198 

Altfeld M, Kuritzkes DR. 2014. Antiretroviral-free HIV-1 remission and viral 

rebound after allogeneic stem cell transplantation: report of 2 cases. Annals of 

internal medicine 161:319–27. 

281.  Nabel GJ. 2007. Mapping the future of HIV vaccines. Nature Reviews 

Microbiology 5:482–484. 

282.  Cohen YZ, Dolin R. 2013. Novel HIV vaccine strategies: overview and 

perspective. Therapeutic advances in vaccines 1:99–112. 

283.  Roberts JD, Bebenek K, Kunkel TA. 1988. The accuracy of reverse transcriptase 

from HIV-1. Science (New York, NY) 242:1171–3. 

284.  Geller R, Domingo-Calap P, Cuevas JM, Rossolillo P, Negroni M, Sanjuán R. 

2015. The external domains of the HIV-1 envelope are a mutational cold spot. 

Nature Communications 6:8571. 

285.  Bar KJ, Tsao C, Iyer SS, Decker JM, Yang Y, Bonsignori M, Chen X, Hwang K-

K, Montefiori DC, Liao H-X, Hraber P, Fischer W, Li H, Wang S, Sterrett S, 

Keele BF, Ganusov V V., Perelson AS, Korber BT, Georgiev I, McLellan JS, 

Pavlicek JW, Gao F, Haynes BF, Hahn BH, Kwong PD, Shaw GM. 2012. Early 

Low-Titer Neutralizing Antibodies Impede HIV-1 Replication and Select for Virus 

Escape. PLoS Pathogens 8:e1002721. 

286.  Scheid JF, Mouquet H, Ueberheide B, Diskin R, Klein F, Oliveira TYK, Pietzsch 

J, Fenyo D, Abadir A, Velinzon K, Hurley A, Myung S, Boulad F, Poignard P, 

Burton DR, Pereyra F, Ho DD, Walker BD, Seaman MS, Bjorkman PJ, Chait BT, 

Nussenzweig MC. 2011. Sequence and structural convergence of broad and potent 

HIV antibodies that mimic CD4 binding. Science (New York, NY) 333:1633–7. 

287.  Walker LM, Simek MD, Priddy F, Gach JS, Wagner D, Zwick MB, Phogat SK, 

Poignard P, Burton DR. 2010. A limited number of antibody specificities mediate 

broad and potent serum neutralization in selected HIV-1 infected individuals. 

PLoS pathogens 6:e1001028. 

288.  Anderson PL, García-Lerma JG, Heneine W. 2016. Nondaily preexposure 

prophylaxis for HIV prevention. Current opinion in HIV and AIDS 11:94–101. 

289.  García-Lerma JG, Otten RA, Qari SH, Jackson E, Cong M, Masciotra S, Luo W, 

Kim C, Adams DR, Monsour M, Lipscomb J, Johnson JA, Delinsky D, Schinazi 

RF, Janssen R, Folks TM, Heneine W. 2008. Prevention of Rectal SHIV 

Transmission in Macaques by Daily or Intermittent Prophylaxis with Emtricitabine 

and Tenofovir. PLoS Medicine 5:e28. 

290.  Radzio J, Aung W, Holder A, Martin A, Sweeney E, Mitchell J, Bachman S, Pau 



 

 

199 

C-P, Heneine W, García-Lerma JG. 2012. Prevention of Vaginal SHIV 

Transmission in Macaques by a Coitally-Dependent Truvada Regimen. PLoS ONE 

7:e50632. 

291.  Garcia-Lerma JG, Cong M -e., Mitchell J, Youngpairoj AS, Zheng Q, Masciotra S, 

Martin A, Kuklenyik Z, Holder A, Lipscomb J, Pau C-P, Barr JR, Hanson DL, 

Otten R, Paxton L, Folks TM, Heneine W. 2010. Intermittent Prophylaxis with 

Oral Truvada Protects Macaques from Rectal SHIV Infection. Science 

Translational Medicine 2:14ra4-14ra4. 

292.  Subbarao S, Otten RA, Ramos A, Kim C, Jackson E, Monsour M, Adams DR, 

Bashirian S, Johnson J, Soriano V, Rendon A, Hudgens MG, Butera S, Janssen R, 

Paxton L, Greenberg AE, Folks TM. 2006. Chemoprophylaxis with Tenofovir 

Disoproxil Fumarate Provided Partial Protection against Infection with Simian 

Human Immunodeficiency Virus in Macaques Given Multiple Virus Challenges. 

The Journal of Infectious Diseases 194:904–911. 

293.  Van Rompay KK, Miller MD, Marthas ML, Margot NA, Dailey PJ, Canfield DR, 

Tarara RP, Cherrington JM, Aguirre NL, Bischofberger N, Pedersen NC. 2000. 

Prophylactic and therapeutic benefits of short-term 9-[2-(R)-

(phosphonomethoxy)propyl]adenine (PMPA) administration to newborn macaques 

following oral inoculation with simian immunodeficiency virus with reduced 

susceptibility to PMPA. Journal of virology 74:1767–74. 

294.  Van Rompay KKA, Marthas ML, Lifson JD, Berardi CJ, Vasquez GM, Agatep E, 

Dehqanzada ZA, Cundy KC, Bischofberger N, Pedersen NC. 1998. Administration 

of 9-[2-(Phosphonomethoxy)propyl] adenine (PMPA) for Prevention of Perinatal 

Simian Immunodeficiency Virus Infection in Rhesus Macaques. AIDS Research 

and Human Retroviruses 14:761–773. 

295.  Tsai CC, Emau P, Follis KE, Beck TW, Benveniste RE, Bischofberger N, Lifson 

JD, Morton WR. 1998. Effectiveness of postinoculation (R)-9-(2-

phosphonylmethoxypropyl) adenine treatment for prevention of persistent simian 

immunodeficiency virus SIVmne infection depends critically on timing of 

initiation and duration of treatment. Journal of virology 72:4265–73. 

296.  Davies O, Ustianowski A, Fox J. 2016. Pre-exposure Prophylaxis for HIV 

Prevention: Why, What, Who and How. Infectious diseases and therapy 5:407–

416. 

297.  Thigpen MC, Kebaabetswe PM, Paxton LA, Smith DK, Rose CE, Segolodi TM, 

Henderson FL, Pathak SR, Soud FA, Chillag KL, Mutanhaurwa R, Chirwa LI, 

Kasonde M, Abebe D, Buliva E, Gvetadze RJ, Johnson S, Sukalac T, Thomas VT, 

Hart C, Johnson JA, Malotte CK, Hendrix CW, Brooks JT. 2012. Antiretroviral 

Preexposure Prophylaxis for Heterosexual HIV Transmission in Botswana. New 



 

 

200 

England Journal of Medicine 367:423–434. 

298.  Baeten JM, Donnell D, Ndase P, Mugo NR, Campbell JD, Wangisi J, Tappero JW, 

Bukusi EA, Cohen CR, Katabira E, Ronald A, Tumwesigye E, Were E, Fife KH, 

Kiarie J, Farquhar C, John-Stewart G, Kakia A, Odoyo J, Mucunguzi A, Nakku-

Joloba E, Twesigye R, Ngure K, Apaka C, Tamooh H, Gabona F, Mujugira A, 

Panteleeff D, Thomas KK, Kidoguchi L, Krows M, Revall J, Morrison S, Haugen 

H, Emmanuel-Ogier M, Ondrejcek L, Coombs RW, Frenkel L, Hendrix C, 

Bumpus NN, Bangsberg D, Haberer JE, Stevens WS, Lingappa JR, Celum C. 

2012. Antiretroviral Prophylaxis for HIV Prevention in Heterosexual Men and 

Women. New England Journal of Medicine 367:399–410. 

299.  Choopanya K, Martin M, Suntharasamai P, Sangkum U, Mock PA, 

Leethochawalit M, Chiamwongpaet S, Kitisin P, Natrujirote P, Kittimunkong S, 

Chuachoowong R, Gvetadze RJ, McNicholl JM, Paxton LA, Curlin ME, Hendrix 

CW, Vanichseni S. 2013. Antiretroviral prophylaxis for HIV infection in injecting 

drug users in Bangkok, Thailand (the Bangkok Tenofovir Study): a randomised, 

double-blind, placebo-controlled phase 3 trial. The Lancet 381:2083–2090. 

300.  Grant RM, Lama JR, Anderson PL, McMahan V, Liu AY, Vargas L, Goicochea P, 

Casapía M, Guanira-Carranza JV, Ramirez-Cardich ME, Montoya-Herrera O, 

Fernández T, Veloso VG, Buchbinder SP, Chariyalertsak S, Schechter M, Bekker 

L-G, Mayer KH, Kallás EG, Amico KR, Mulligan K, Bushman LR, Hance RJ, 

Ganoza C, Defechereux P, Postle B, Wang F, McConnell JJ, Zheng J-H, Lee J, 

Rooney JF, Jaffe HS, Martinez AI, Burns DN, Glidden D V. 2010. Preexposure 

Chemoprophylaxis for HIV Prevention in Men Who Have Sex with Men. New 

England Journal of Medicine 363:2587–2599. 

301.  Solomon MM, Lama JR, Glidden D V, Mulligan K, McMahan V, Liu AY, 

Guanira JV, Veloso VG, Mayer KH, Chariyalertsak S, Schechter M, Bekker L-G, 

Kallás EG, Burns DN, Grant RM, iPrEx Study Team. 2014. Changes in renal 

function associated with oral emtricitabine/tenofovir disoproxil fumarate use for 

HIV pre-exposure prophylaxis. AIDS (London, England) 28:851–9. 

302.  Mirembe BG, Kelly CW, Mgodi N, Greenspan S, Dai JY, Mayo A, Piper J, Akello 

CA, Kiweewa FM, Magure T, Nakabiito C, Marrazzo JM, Chirenje ZM, Riddler 

SA, MTN-003B Protocol Team. 2016. Bone Mineral Density Changes Among 

Young, Healthy African Women Receiving Oral Tenofovir for HIV Preexposure 

Prophylaxis. Journal of acquired immune deficiency syndromes (1999) 71:287–94. 

303.  Liu AY, Vittinghoff E, Sellmeyer DE, Irvin R, Mulligan K, Mayer K, Thompson 

M, Grant R, Pathak S, O’Hara B, Gvetadze R, Chillag K, Grohskopf L, 

Buchbinder SP. 2011. Bone mineral density in HIV-negative men participating in 

a tenofovir pre-exposure prophylaxis randomized clinical trial in San Francisco. 

PloS one 6:e23688. 



 

 

201 

304.  Kasonde M, Niska RW, Rose C, Henderson FL, Segolodi TM, Turner K, Smith 

DK, Thigpen MC, Paxton LA. 2014. Bone mineral density changes among HIV-

uninfected young adults in a randomised trial of pre-exposure prophylaxis with 

tenofovir-emtricitabine or placebo in Botswana. PloS one 9:e90111. 

305.  Abbas UL, Hood G, Wetzel AW, Mellors JW. 2011. Factors Influencing the 

Emergence and Spread of HIV Drug Resistance Arising from Rollout of 

Antiretroviral Pre-Exposure Prophylaxis (PrEP). PLoS ONE 6:e18165. 

306.  World Health Organization. 2012. Guidance on pre-exposure oral prophylaxis 

(PrEP) for serodiscordant couples, men and transgender women who have sex with 

men at high risk of HIV : recommendations for use in the context of demonstration 

projects. 

307.  Molina J-M, Capitant C, Spire B, Pialoux G, Cotte L, Charreau I, Tremblay C, Le 

Gall J-M, Cua E, Pasquet A, Raffi F, Pintado C, Chidiac C, Chas J, Charbonneau 

P, Delaugerre C, Suzan-Monti M, Loze B, Fonsart J, Peytavin G, Cheret A, Timsit 

J, Girard G, Lorente N, Préau M, Rooney JF, Wainberg MA, Thompson D, 

Rozenbaum W, Doré V, Marchand L, Simon M-C, Etien N, Aboulker J-P, Meyer 

L, Delfraissy J-F. 2015. On-Demand Preexposure Prophylaxis in Men at High Risk 

for HIV-1 Infection. New England Journal of Medicine 373:2237–2246. 

308.  McCormack S, Dunn DT, Desai M, Dolling DI, Gafos M, Gilson R, Sullivan AK, 

Clarke A, Reeves I, Schembri G, Mackie N, Bowman C, Lacey CJ, Apea V, Brady 

M, Fox J, Taylor S, Antonucci S, Khoo SH, Rooney J, Nardone A, Fisher M, 

McOwan A, Phillips AN, Johnson AM, Gazzard B, Gill ON. 2016. Pre-exposure 

prophylaxis to prevent the acquisition of HIV-1 infection (PROUD): effectiveness 

results from the pilot phase of a pragmatic open-label randomised trial. The Lancet 

387:53–60. 

309.  Patterson KB, Prince HA, Kraft E, Jenkins AJ, Shaheen NJ, Rooney JF, Cohen 

MS, Kashuba ADM. 2011. Penetration of tenofovir and emtricitabine in mucosal 

tissues: implications for prevention of HIV-1 transmission. Science translational 

medicine 3:112re4. 

310.  Banchereau J, Steinman RM. 1998. Dendritic cells and the control of immunity. 

Nature 392:245–52. 

311.  Merad M, Sathe P, Helft J, Miller J, Mortha A. 2013. The dendritic cell lineage: 

ontogeny and function of dendritic cells and their subsets in the steady state and 

the inflamed setting. Annual review of immunology 31:563–604. 

312.  Mildner A, Jung S. 2014. Development and function of dendritic cell subsets. 

Immunity 40:642–56. 



 

 

202 

313.  Bousso P. 2008. T-cell activation by dendritic cells in the lymph node: lessons 

from the movies. Nature Reviews Immunology 8:675–684. 

314.  Wu L, KewalRamani VN. 2006. Dendritic-cell interactions with HIV: infection 

and viral dissemination. Nature reviews Immunology 6:859–68. 

315.  Bretscher PA. 1999. A two-step, two-signal model for the primary activation of 

precursor helper T cells. Proceedings of the National Academy of Sciences of the 

United States of America 96:185–90. 

316.  Smith-Garvin JE, Koretzky GA, Jordan MS. 2009. T Cell Activation. Annual 

Review of Immunology 27:591–619. 

317.  Reis e Sousa C. 2004. Activation of dendritic cells: translating innate into adaptive 

immunity. Current opinion in immunology 16:21–5. 

318.  Joffre O, Nolte MA, Spörri R, Sousa CR e. 2009. Inflammatory signals in dendritic 

cell activation and the induction of adaptive immunity. Immunological Reviews 

227:234–247. 

319.  Jensen S, Thomsen AR. 2012. Sensing of RNA viruses: a review of innate immune 

receptors involved in recognizing RNA virus invasion. Journal of virology 

86:2900–10. 

320.  Gao D, Wu J, Wu Y-T, Du F, Aroh C, Yan N, Sun L, Chen ZJ. 2013. Cyclic 

GMP-AMP synthase is an innate immune sensor of HIV and other retroviruses. 

Science (New York, NY) 341:903–6. 

321.  Sun L, Wu J, Du F, Chen X, Chen ZJ. 2013. Cyclic GMP-AMP synthase is a 

cytosolic DNA sensor that activates the type I interferon pathway. Science (New 

York, NY) 339:786–91. 

322.  Beutler BA. 2009. TLRs and innate immunity. Blood 113:1399–407. 

323.  Piguet V, Steinman RM. 2007. The interaction of HIV with dendritic cells: 

outcomes and pathways. Trends in Immunology 28:503–510. 

324.  Berger G, Durand S, Fargier G, Nguyen X-N, Cordeil S, Bouaziz S, Muriaux D, 

Darlix J-L, Cimarelli A. 2011. APOBEC3A Is a Specific Inhibitor of the Early 

Phases of HIV-1 Infection in Myeloid Cells. PLoS Pathogens 7:e1002221. 

325.  McIlroy D, Autran B, Cheynier R, Wain-Hobson S, Clauvel JP, Oksenhendler E, 

Debré P, Hosmalin A. 1995. Infection frequency of dendritic cells and CD4+ T 

lymphocytes in spleens of human immunodeficiency virus-positive patients. 

Journal of virology 69:4737–45. 



 

 

203 

326.  Cameron PU, Freudenthal PS, Barker JM, Gezelter S, Inaba K, Steinman RM. 

1992. Dendritic cells exposed to human immunodeficiency virus type-1 transmit a 

vigorous cytopathic infection to CD4+ T cells. Science (New York, NY) 257:383–

7. 

327.  Puryear WB, Gummuluru S. 2013. Role of glycosphingolipids in dendritic cell-

mediated HIV-1 trans-infection. Advances in experimental medicine and biology 

762:131–53. 

328.  Izquierdo-Useros N, Blanco J, Erkizia I, Fernández-Figueras MT, Borràs FE, 

Naranjo-Gómez M, Bofill M, Ruiz L, Clotet B, Martinez-Picado J. 2007. 

Maturation of blood-derived dendritic cells enhances human immunodeficiency 

virus type 1 capture and transmission. Journal of virology 81:7559–70. 

329.  Geijtenbeek TB, Kwon DS, Torensma R, van Vliet SJ, van Duijnhoven GC, 

Middel J, Cornelissen IL, Nottet HS, KewalRamani VN, Littman DR, Figdor CG, 

van Kooyk Y. 2000. DC-SIGN, a dendritic cell-specific HIV-1-binding protein 

that enhances trans-infection of T cells. Cell 100:587–97. 

330.  Puryear WB, Yu X, Ramirez NP, Reinhard BM, Gummuluru S. 2012. HIV-1 

incorporation of host-cell-derived glycosphingolipid GM3 allows for capture by 

mature dendritic cells. Proceedings of the National Academy of Sciences of the 

United States of America 109:7475–80. 

331.  Hatch SC, Archer J, Gummuluru S. 2009. Glycosphingolipid composition of 

human immunodeficiency virus type 1 (HIV-1) particles is a crucial determinant 

for dendritic cell-mediated HIV-1 trans-infection. Journal of virology 83:3496–

506. 

332.  Akiyama H, Ramirez N-GP, Gudheti M V, Gummuluru S. 2015. CD169-Mediated 

Trafficking of HIV to Plasma Membrane Invaginations in Dendritic Cells 

Attenuates Efficacy of Anti-gp120 Broadly Neutralizing Antibodies. PLoS 

pathogens 11:e1004751. 

333.  Goujon C, Malim MH. 2010. Characterization of the alpha interferon-induced 

postentry block to HIV-1 infection in primary human macrophages and T cells. 

Journal of virology 84:9254–66. 

334.  Shirazi Y, Pitha PM. 1992. Alpha interferon inhibits early stages of the human 

immunodeficiency virus type 1 replication cycle. Journal of virology 66:1321–8. 

335.  Cheney KM, McKnight Á. 2010. Interferon-alpha mediates restriction of human 

immunodeficiency virus type-1 replication in primary human macrophages at an 

early stage of replication. PloS one 5:e13521. 



 

 

204 

336.  Strebel K. 2013. HIV accessory proteins versus host restriction factors. Current 

opinion in virology 3:692–9. 

337.  Yuan X, Matsuda Z, Matsuda M, Essex M, Lee TH. 1990. Human 

immunodeficiency virus vpr gene encodes a virion-associated protein. AIDS 

research and human retroviruses 6:1265–71. 

338.  Lavallée C, Yao XJ, Ladha A, Göttlinger H, Haseltine WA, Cohen EA. 1994. 

Requirement of the Pr55gag precursor for incorporation of the Vpr product into 

human immunodeficiency virus type 1 viral particles. Journal of virology 

68:1926–34. 

339.  Accola MA, Bukovsky AA, Jones MS, Göttlinger HG. 1999. A conserved 

dileucine-containing motif in p6(gag) governs the particle association of Vpx and 

Vpr of simian immunodeficiency viruses SIV(mac) and SIV(agm). Journal of 

virology 73:9992–9. 

340.  Müller B, Tessmer U, Schubert U, Kräusslich HG. 2000. Human 

immunodeficiency virus type 1 Vpr protein is incorporated into the virion in 

significantly smaller amounts than gag and is phosphorylated in infected cells. 

Journal of virology 74:9727–31. 

341.  Rogel ME, Wu LI, Emerman M. 1995. The human immunodeficiency virus type 1 

vpr gene prevents cell proliferation during chronic infection. Journal of virology 

69:882–8. 

342.  He J, Choe S, Walker R, Di Marzio P, Morgan DO, Landau NR. 1995. Human 

immunodeficiency virus type 1 viral protein R (Vpr) arrests cells in the G2 phase 

of the cell cycle by inhibiting p34cdc2 activity. Journal of virology 69:6705–11. 

343.  Belzile J-P, Duisit G, Rougeau N, Mercier J, Finzi A, Cohen EA. 2007. HIV-1 

Vpr-mediated G2 arrest involves the DDB1-CUL4AVPRBP E3 ubiquitin ligase. 

PLoS pathogens 3:e85. 

344.  DeHart JL, Zimmerman ES, Ardon O, Monteiro-Filho CMR, Argañaraz ER, 

Planelles V. 2007. HIV-1 Vpr activates the G2 checkpoint through manipulation of 

the ubiquitin proteasome system. Virology journal 4:57. 

345.  Dedera D, Hu W, Vander Heyden N, Ratner L. 1989. Viral protein R of human 

immunodeficiency virus types 1 and 2 is dispensable for replication and 

cytopathogenicity in lymphoid cells. Journal of virology 63:3205–8. 

346.  Roesch F, Richard L, Rua R, Porrot F, Casartelli N, Schwartz O. 2015. Vpr 

Enhances Tumor Necrosis Factor Production by HIV-1-Infected T Cells. Journal 

of virology 89:12118–30. 



 

 

205 

347.  Vodicka MA, Koepp DM, Silver PA, Emerman M. 1998. HIV-1 Vpr interacts with 

the nuclear transport pathway to promote macrophage infection. Genes & 

development 12:175–85. 

348.  Hong HS, Bhatnagar N, Ballmaier M, Schubert U, Henklein P, Volgmann T, 

Heiken H, Schmidt RE, Meyer-Olson D. 2009. Exogenous HIV-1 Vpr disrupts 

IFN-alpha response by plasmacytoid dendritic cells (pDCs) and subsequent 

pDC/NK interplay. Immunology letters 125:100–4. 

349.  Hladik F, McElrath MJ. 2008. Setting the stage: host invasion by HIV. Nature 

reviews Immunology 8:447–57. 

350.  Hladik F, Sakchalathorn P, Ballweber L, Lentz G, Fialkow M, Eschenbach D, 

McElrath MJ. 2007. Initial events in establishing vaginal entry and infection by 

human immunodeficiency virus type-1. Immunity 26:257–70. 

351.  Hu J, Gardner MB, Miller CJ. 2000. Simian immunodeficiency virus rapidly 

penetrates the cervicovaginal mucosa after intravaginal inoculation and infects 

intraepithelial dendritic cells. Journal of virology 74:6087–95. 

352.  Spira AI, Marx PA, Patterson BK, Mahoney J, Koup RA, Wolinsky SM, Ho DD. 

1996. Cellular targets of infection and route of viral dissemination after an 

intravaginal inoculation of simian immunodeficiency virus into rhesus macaques. 

The Journal of experimental medicine 183:215–25. 

353.  Nobile C, Petit C, Moris A, Skrabal K, Abastado J-P, Mammano F, Schwartz O. 

2005. Covert human immunodeficiency virus replication in dendritic cells and in 

DC-SIGN-expressing cells promotes long-term transmission to lymphocytes. 

Journal of virology 79:5386–99. 

354.  Burleigh L, Lozach P-Y, Schiffer C, Staropoli I, Pezo V, Porrot F, Canque B, 

Virelizier J-L, Arenzana-Seisdedos F, Amara A. 2006. Infection of dendritic cells 

(DCs), not DC-SIGN-mediated internalization of human immunodeficiency virus, 

is required for long-term transfer of virus to T cells. Journal of virology 80:2949–

57. 

355.  Chen M, Elder RT, Yu M, O’Gorman MG, Selig L, Benarous R, Yamamoto A, 

Zhao Y. 1999. Mutational analysis of Vpr-induced G2 arrest, nuclear localization, 

and cell death in fission yeast. Journal of virology 73:3236–45. 

356.  Belzile J-P, Abrahamyan LG, Gérard FC a, Rougeau N, Cohen E a. 2010. 

Formation of mobile chromatin-associated nuclear foci containing HIV-1 Vpr and 

VPRBP is critical for the induction of G2 cell cycle arrest. PLoS pathogens 

6:e1001080. 



 

 

206 

357.  Jacquot G, Le Rouzic E, David A, Mazzolini J, Bouchet J, Bouaziz S, Niedergang 

F, Pancino G, Benichou S. 2007. Localization of HIV-1 Vpr to the nuclear 

envelope: impact on Vpr functions and virus replication in macrophages. 

Retrovirology 4:84. 

358.  Gringhuis SI, van der Vlist M, van den Berg LM, den Dunnen J, Litjens M, 

Geijtenbeek TBH. 2010. HIV-1 exploits innate signaling by TLR8 and DC-SIGN 

for productive infection of dendritic cells. Nature Immunology 11:419–426. 

359.  Turville SG, Santos JJ, Frank I, Cameron PU, Wilkinson J, Miranda-Saksena M, 

Dable J, Stössel H, Romani N, Piatak M, Lifson JD, Pope M, Cunningham AL. 

2004. Immunodeficiency virus uptake, turnover, and 2-phase transfer in human 

dendritic cells. Blood 103:2170–2179. 

360.  Aggarwal A, Iemma TL, Shih I, Newsome TP, McAllery S, Cunningham AL, 

Turville SG. 2012. Mobilization of HIV spread by diaphanous 2 dependent 

filopodia in infected dendritic cells. PLoS pathogens 8:e1002762. 

361.  Su B, Biedma ME, Lederle A, Peressin M, Lambotin M, Proust A, Decoville T, 

Schmidt S, Laumond G, Moog C. 2014. Dendritic cell-lymphocyte cross talk 

downregulates host restriction factor SAMHD1 and stimulates HIV-1 replication 

in dendritic cells. Journal of virology 88:5109–21. 

362.  Holl V, Xu K, Peressin M, Lederle A, Biedma ME, Delaporte M, Decoville T, 

Schmidt S, Laumond G, Aubertin A-M, Moog C. 2010. Stimulation of HIV-1 

replication in immature dendritic cells in contact with primary CD4 T or B 

lymphocytes. Journal of virology 84:4172–82. 

363.  Gummuluru S, KewalRamani VN, Emerman M. 2002. Dendritic cell-mediated 

viral transfer to T cells is required for human immunodeficiency virus type 1 

persistence in the face of rapid cell turnover. Journal of virology 76:10692–701. 

364.  Pope M, Betjes MG, Romani N, Hirmand H, Cameron PU, Hoffman L, Gezelter S, 

Schuler G, Steinman RM. 1994. Conjugates of dendritic cells and memory T 

lymphocytes from skin facilitate productive infection with HIV-1. Cell 78:389–98. 

365.  Dianzani F, Castilletti C, Gentile M, Gelderblom HR, Frezza F, Capobianchi MR. 

1998. Effects of IFN alpha on late stages of HIV-1 replication cycle. Biochimie 

80:745–54. 

366.  Shirazi Y, Pitha PM. 1993. Interferon alpha-mediated inhibition of human 

immunodeficiency virus type 1 provirus synthesis in T-cells. Virology 193:303–

12. 

367.  Hartshorn KL, Neumeyer D, Vogt MW, Schooley RT, Hirsch MS. 1987. Activity 



 

 

207 

of interferons alpha, beta, and gamma against human immunodeficiency virus 

replication in vitro. AIDS research and human retroviruses 3:125–33. 

368.  Macé K, Duc Dodon M, Gazzolo L. 1989. Restriction of HIV-1 replication in 

promonocytic cells: a role for IFN-alpha. Virology 168:399–405. 

369.  Larocque L, Bliu A, Xu R, Diress A, Wang J, Lin R, He R, Girard M, Li X. 2011. 

Bioactivity determination of native and variant forms of therapeutic interferons. 

Journal of biomedicine & biotechnology 2011:174615. 

370.  O’Doherty U, Swiggard WJ, Jeyakumar D, McGain D, Malim MH. 2002. A 

sensitive, quantitative assay for human immunodeficiency virus type 1 integration. 

Journal of virology 76:10942–50. 

371.  Agosto LM, Yu JJ, Dai J, Kaletsky R, Monie D, O’Doherty U. 2007. HIV-1 

integrates into resting CD4+ T cells even at low inoculums as demonstrated with 

an improved assay for HIV-1 integration. Virology 368:60–72. 

372.  Varin A, Decrion A-Z, Sabbah E, Quivy V, Sire J, Van Lint C, Roques BP, 

Aggarwal BB, Herbein G. 2005. Synthetic Vpr protein activates activator protein-

1, c-Jun N-terminal kinase, and NF-kappaB and stimulates HIV-1 transcription in 

promonocytic cells and primary macrophages. The Journal of biological chemistry 

280:42557–67. 

373.  Jabara CB, Jones CD, Roach J, Anderson JA, Swanstrom R. 2011. Accurate 

sampling and deep sequencing of the HIV-1 protease gene using a Primer ID. 

Proceedings of the National Academy of Sciences of the United States of America 

108:20166–71. 

374.  Emery A, Zhou S, Pollom E, Swanstrom R. 2017. Characterizing HIV-1 Splicing 

Using Next Generation Sequencing. Journal of virology JVI.02515-16. 

375.  Bartz SR, Rogel ME, Emerman M. 1996. Human immunodeficiency virus type 1 

cell cycle control: Vpr is cytostatic and mediates G2 accumulation by a mechanism 

which differs from DNA damage checkpoint control. Journal of virology 70:2324–

31. 

376.  Le Rouzic E, Belaïdouni N, Estrabaud E, Morel M, Rain J-C, Transy C, 

Margottin-Goguet F. 2007. HIV1 Vpr arrests the cell cycle by recruiting 

DCAF1/VprBP, a receptor of the Cul4-DDB1 ubiquitin ligase. Cell cycle 

(Georgetown, Tex) 6:182–8. 

377.  Mueller SM, Lang SM. 2002. The first HxRxG motif in simian immunodeficiency 

virus mac239 Vpr is crucial for G(2)/M cell cycle arrest. Journal of virology 

76:11704–9. 



 

 

208 

378.  Goujon C, Rivière L, Jarrosson-Wuilleme L, Bernaud J, Rigal D, Darlix J-L, 

Cimarelli A. 2007. SIVSM/HIV-2 Vpx proteins promote retroviral escape from a 

proteasome-dependent restriction pathway present in human dendritic cells. 

Retrovirology 4:2. 

379.  Berger G, Lawrence M, Hué S, Neil SJD. 2014. G2/M cell cycle arrest correlates 

with primate lentiviral Vpr interaction with the SLX4 complex. Journal of virology 

89:230–40. 

380.  Daniel R, Kao G, Taganov K, Greger JG, Favorova O, Merkel G, Yen TJ, Katz 

RA, Skalka AM. 2003. Evidence that the retroviral DNA integration process 

triggers an ATR-dependent DNA damage response. Proceedings of the National 

Academy of Sciences of the United States of America 100:4778–83. 

381.  Stracker TH, Carson CT, Weitzman MD. 2002. Adenovirus oncoproteins 

inactivate the Mre11–Rad50–NBS1 DNA repair complex. Nature 418:348–352. 

382.  Nakai-Murakami C, Shimura M, Kinomoto M, Takizawa Y, Tokunaga K, Taguchi 

T, Hoshino S, Miyagawa K, Sata T, Kurumizaka H, Yuo A, Ishizaka Y. 2007. 

HIV-1 Vpr induces ATM-dependent cellular signal with enhanced homologous 

recombination. Oncogene 26:477–86. 

383.  Roshal M, Kim B, Zhu Y, Nghiem P, Planelles V. 2003. Activation of the ATR-

mediated DNA damage response by the HIV-1 viral protein R. The Journal of 

biological chemistry 278:25879–86. 

384.  Nakagawa T, Lv L, Nakagawa M, Yu Y, Yu C, D’Alessio AC, Nakayama K, Fan 

H-Y, Chen X, Xiong Y. 2015. CRL4VprBP E3 Ligase Promotes 

Monoubiquitylation and Chromatin Binding of TET Dioxygenases. Molecular Cell 

57:247–260. 

385.  Ayyavoo V, Mahboubi A, Mahalingam S, Ramalingam R, Kudchodkar S, 

Williams W V., Green DR, Weiner DB. 1997. HIV-1 Vpr suppresses immune 

activation and apoptosis through regulation of nuclear factor κB. Nature medicine 

3:1117–23. 

386.  Kogan M, Deshmane S, Sawaya BE, Gracely EJ, Khalili K, Rappaport J. 2013. 

Inhibition of NF-κB activity by HIV-1 Vpr is dependent on Vpr binding protein. 

Journal of cellular physiology 228:781–90. 

387.  Hoshino S, Konishi M, Mori M, Shimura M, Nishitani C, Kuroki Y, Koyanagi Y, 

Kano S, Itabe H, Ishizaka Y. 2010. HIV-1 Vpr induces TLR4/MyD88-mediated 

IL-6 production and reactivates viral production from latency. Journal of leukocyte 

biology 87:1133–43. 



 

 

209 

388.  Roux P, Alfieri C, Hrimech M, Eric A, Tanner JE, Cohen EA. 2000. Activation of 

Transcription Factors NF- κ B and NF-IL-6 by Human Immunodeficiency Virus 

Type 1 Protein R ( Vpr ) Induces Interleukin-8 Expression Activation of 

Transcription Factors NF- ␬ B and NF-IL-6 by Human Immunodeficiency Virus 

Type 1 Protein R ( Vp. 

389.  Yan N, Lieberman J. 2012. SAMHD1 does it again, now in resting T cells. Nature 

medicine 18:1611–2. 

390.  Brownell J, Bruckner J, Wagoner J, Thomas E, Loo Y-M, Gale M, Liang TJ, 

Polyak SJ, Polyak SJ. 2014. Direct, interferon-independent activation of the 

CXCL10 promoter by NF-κB and interferon regulatory factor 3 during hepatitis C 

virus infection. Journal of virology 88:1582–90. 

391.  Yeruva S, Ramadori G, Raddatz D. 2008. NF-kappaB-dependent synergistic 

regulation of CXCL10 gene expression by IL-1beta and IFN-gamma in human 

intestinal epithelial cell lines. International journal of colorectal disease 23:305–

17. 

392.  Oslund KL, Zhou X, Lee B, Zhu L, Duong T, Shih R, Baumgarth N, Hung L-Y, 

Wu R, Chen Y. 2014. Synergistic Up-Regulation of CXCL10 by Virus and IFN γ 

in Human Airway Epithelial Cells. PLoS ONE 9:e100978. 

393.  Martin-Gayo E, Buzon MJ, Ouyang Z, Hickman T, Cronin J, Pimenova D, Walker 

BD, Lichterfeld M, Yu XG. 2015. Potent Cell-Intrinsic Immune Responses in 

Dendritic Cells Facilitate HIV-1-Specific T Cell Immunity in HIV-1 Elite 

Controllers. PLoS pathogens 11:e1004930. 

394.  Hamimi C, David A, Versmisse P, Weiss L, Bruel T, Zucman D, Appay V, Moris 

A, Ungeheuer M-N, Lascoux-Combe C, Barré-Sinoussi F, Muller-Trutwin M, 

Boufassa F, Lambotte O, Pancino G, Sáez-Cirión A, ANRS CO21 CODEX cohort 

ACC. 2016. Dendritic Cells from HIV Controllers Have Low Susceptibility to 

HIV-1 Infection In Vitro but High Capacity to Capture HIV-1 Particles. PloS one 

11:e0160251. 

395.  Sloan RD, Wainberg MA. 2011. The role of unintegrated DNA in HIV infection. 

Retrovirology 8:52. 

396.  Butler SL, Johnson EP, Bushman FD. 2002. Human immunodeficiency virus 

cDNA metabolism: notable stability of two-long terminal repeat circles. Journal of 

virology 76:3739–47. 

397.  Pierson TC, Kieffer TL, Ruff CT, Buck C, Gange SJ, Siliciano RF. 2002. Intrinsic 

stability of episomal circles formed during human immunodeficiency virus type 1 

replication. Journal of virology 76:4138–44. 



 

 

210 

398.  Cara A, Cereseto A, Lori F, Reitz MS. 1996. HIV-1 protein expression from 

synthetic circles of DNA mimicking the extrachromosomal forms of viral DNA. 

The Journal of biological chemistry 271:5393–7. 

399.  Lau JW, Levy DN, Wodarz D. 2015. Contribution of HIV-1 genomes that do not 

integrate to the basic reproductive ratio of the virus. Journal of theoretical biology 

367:222–9. 

400.  Pang S, Koyanagi Y, Miles S, Wiley C, Vinters HV, Chen ISY. 1990. High levels 

of unintegrated HIV-1 DNA in brain tissue of AIDS dementia patients. Nature 

343:85–89. 

401.  Sharkey ME, Teo I, Greenough T, Sharova N, Luzuriaga K, Sullivan JL, Bucy RP, 

Kostrikis LG, Haase A, Veryard C, Davaro RE, Cheeseman SH, Daly JS, Bova C, 

Ellison RT, Mady B, Lai KK, Moyle G, Nelson M, Gazzard B, Shaunak S, 

Stevenson M. 2000. Persistence of episomal HIV-1 infection intermediates in 

patients on highly active anti-retroviral therapy. Nature Medicine 6:76–81. 

402.  Chun T-W, Carruth L, Finzi D, Shen X, DiGiuseppe JA, Taylor H, Hermankova 

M, Chadwick K, Margolick J, Quinn TC, Kuo Y-H, Brookmeyer R, Zeiger MA, 

Barditch-Crovo P, Siliciano RF. 1997. Quantification of latent tissue reservoirs 

and total body viral load in HIV-1 infection. Nature 387:183–188. 

403.  Teo I, Veryard C, Barnes H, An SF, Jones M, Lantos PL, Luthert P, Shaunak S. 

1997. Circular forms of unintegrated human immunodeficiency virus type 1 DNA 

and high levels of viral protein expression: association with dementia and 

multinucleated giant cells in the brains of patients with AIDS. Journal of virology 

71:2928–33. 

404.  Trinité B, Ohlson EC, Voznesensky I, Rana SP, Chan CN, Mahajan S, Alster J, 

Burke SA, Wodarz D, Levy DN. 2013. An HIV-1 replication pathway utilizing 

reverse transcription products that fail to integrate. Journal of virology 87:12701–

20. 

405.  Chan CN, Trinité B, Lee CS, Mahajan S, Anand A, Wodarz D, Sabbaj S, Bansal 

A, Goepfert PA, Levy DN. 2016. HIV-1 latency and virus production from 

unintegrated genomes following direct infection of resting CD4 T cells. 

Retrovirology 13:1. 

406.  Poon B, Chang MA, Chen ISY. 2007. Vpr is required for efficient Nef expression 

from unintegrated human immunodeficiency virus type 1 DNA. Journal of 

virology 81:10515–23. 

407.  Poon B, Chen ISY. 2003. Human immunodeficiency virus type 1 (HIV-1) Vpr 

enhances expression from unintegrated HIV-1 DNA. Journal of virology 77:3962–



 

 

211 

72. 

408.  Krishnan L, Engelman A. 2012. Retroviral integrase proteins and HIV-1 DNA 

integration. The Journal of biological chemistry 287:40858–66. 

409.  Maudet C, Bertrand M, Le Rouzic E, Lahouassa H, Ayinde D, Nisole S, Goujon C, 

Cimarelli A, Margottin-Goguet F, Transy C. 2011. Molecular insight into how 

HIV-1 Vpr protein impairs cell growth through two genetically distinct pathways. 

The Journal of biological chemistry 286:23742–52. 

410.  Lou DI, McBee RM, Le UQ, Stone AC, Wilkerson GK, Demogines AM, Sawyer 

SL. 2014. Rapid evolution of BRCA1 and BRCA2 in humans and other primates. 

BMC Evolutionary Biology 14:155. 

411.  Demogines A, East AM, Lee J-H, Grossman SR, Sabeti PC, Paull TT, Sawyer SL. 

2010. Ancient and Recent Adaptive Evolution of Primate Non-Homologous End 

Joining Genes. PLoS Genetics 6:e1001169. 

412.  Wang GZ, Wang Y, Goff SP. 2016. Histones Are Rapidly Loaded onto 

Unintegrated Retroviral DNAs Soon after Nuclear Entry. Cell host & microbe 

20:798–809. 

413.  Mccall CM, Miliani De Marval PL, Chastain II PD, Jackson SC, He YJ, Kotake Y, 

Cook JG, Xiong Y. 2008. Human Immunodeficiency Virus Type 1 Vpr-Binding 

Protein VprBP, a WD40 Protein Associated with the DDB1-CUL4 E3 Ubiquitin 

Ligase, Is Essential for DNA Replication and Embryonic Development. 

MOLECULAR AND CELLULAR BIOLOGY 28:5621–5633. 

414.  Li J, Wang Q-E, Zhu Q, El-Mahdy MA, Wani G, Prætorius-Ibba M, Wani AA. 

2006. DNA Damage Binding Protein Component DDB1 Participates in Nucleotide 

Excision Repair through DDB2 DNA-binding and Cullin 4A Ubiquitin Ligase 

Activity. Cancer Research 66:8590–8597. 

415.  Fregoso OI, Ahn J, Wang C, Mehrens J, Skowronski J, Emerman M. 2013. 

Evolutionary toggling of Vpx/Vpr specificity results in divergent recognition of 

the restriction factor SAMHD1. PLoS pathogens 9:e1003496. 

416.  Nègre D, Mangeot P-E, Duisit G, Blanchard S, Vidalain P-O, Leissner P, Winter 

A-J, Rabourdin-Combe C, Mehtali M, Moullier P, Darlix J-L, Cosset F-L. 2000. 

Characterization of novel safe lentiviral vectors derived from simian 

immunodeficiency virus (SIVmac251) that efficiently transduce mature human 

dendritic cells. Gene Therapy 7:1613–1623. 

417.  Bobadilla S, Sunseri N, Landau NR. 2013. Efficient transduction of myeloid cells 

by an HIV-1-derived lentiviral vector that packages the Vpx accessory protein. 



 

 

212 

Gene therapy 20:514–20. 

418.  Goujon C, Jarrosson-Wuillème L, Bernaud J, Rigal D, Darlix J-L, Cimarelli A. 

2006. With a little help from a friend: increasing HIV transduction of monocyte-

derived dendritic cells with virion-like particles of SIV(MAC). Gene therapy 

13:991–4. 

419.  Berger G, Durand S, Goujon C, Nguyen X-N, Cordeil S, Darlix J-L, Cimarelli A. 

2011. A simple, versatile and efficient method to genetically modify human 

monocyte-derived dendritic cells with HIV-1-derived lentiviral vectors. Nature 

protocols 6:806–16. 

420.  Lahaye X, Satoh T, Gentili M, Cerboni S, Conrad C, Hurbain I, El Marjou A, 

Lacabaratz C, Lelièvre J-D, Manel N. 2013. The capsids of HIV-1 and HIV-2 

determine immune detection of the viral cDNA by the innate sensor cGAS in 

dendritic cells. Immunity 39:1132–42. 

421.  Kulkosky J, Jones KS, Katz RA, Mack JP, Skalka AM. 1992. Residues critical for 

retroviral integrative recombination in a region that is highly conserved among 

retroviral/retrotransposon integrases and bacterial insertion sequence transposases. 

Molecular and cellular biology 12:2331–8. 

422.  Engelman A, Craigie R. 1992. Identification of conserved amino acid residues 

critical for human immunodeficiency virus type 1 integrase function in vitro. 

Journal of virology 66:6361–9. 

423.  van Gent DC, Groeneger AA, Plasterk RH. 1992. Mutational analysis of the 

integrase protein of human immunodeficiency virus type 2. Proceedings of the 

National Academy of Sciences of the United States of America 89:9598–602. 

424.  Silvestri G, Sodora DL, Koup RA, Paiardini M, O’Neil SP, McClure HM, Staprans 

SI, Feinberg MB. 2003. Nonpathogenic SIV infection of sooty mangabeys is 

characterized by limited bystander immunopathology despite chronic high-level 

viremia. Immunity 18:441–52. 

425.  Brzostek-Racine S, Gordon C, Van Scoy S, Reich NC. 2011. The DNA Damage 

Response Induces IFN. The Journal of Immunology 187:5336–5345. 

426.  Clark K, Plater L, Peggie M, Cohen P. 2009. Use of the pharmacological inhibitor 

BX795 to study the regulation and physiological roles of TBK1 and IkappaB 

kinase epsilon: a distinct upstream kinase mediates Ser-172 phosphorylation and 

activation. The Journal of biological chemistry 284:14136–46. 

427.  Nunnari G, Argyris E, Fang J, Mehlman KE, Pomerantz RJ, Daniel R. 2005. 

Inhibition of HIV-1 replication by caffeine and caffeine-related methylxanthines. 



 

 

213 

Virology 335:177–84. 

428.  Maréchal A, Zou L. 2013. DNA damage sensing by the ATM and ATR kinases. 

Cold Spring Harbor perspectives in biology 5:a012716. 

429.  Ciccia A, Elledge SJ. 2010. The DNA damage response: making it safe to play 

with knives. Molecular cell 40:179–204. 

430.  Smith J, Mun Tho L, Xu N, A. Gillespie D. 2010. The ATM–Chk2 and ATR–

Chk1 Pathways in DNA Damage Signaling and Cancer, p. 73–112. In Advances in 

cancer research. 

431.  Shiloh Y, Ziv Y. 2013. The ATM protein kinase: regulating the cellular response 

to genotoxic stress, and more. Nature Reviews Molecular Cell Biology 14:197–

210. 

432.  Sun X, Fu K, Hodgson A, Wier EM, Wen MG, Kamenyeva O, Xia X, Koo LY, 

Wan F. 2016. Sam68 Is Required for DNA Damage Responses via Regulating 

Poly(ADP-ribosyl)ation. PLOS Biology 14:e1002543. 

433.  Brown JS, Kaye SB, Yap TA. 2016. PARP inhibitors: the race is on. British 

Journal of Cancer 114:713–715. 

434.  Swindall AF, Stanley JA, Yang ES. 2013. PARP-1: Friend or Foe of DNA 

Damage and Repair in Tumorigenesis? Cancers 5:943–58. 

435.  Griffiths DJ. 2001. Endogenous retroviruses in the human genome sequence. 

Genome Biology 2:1017–1. 

436.  Compton AA, Malik HS, Emerman M. 2013. Host gene evolution traces the 

evolutionary history of ancient primate lentiviruses. Philosophical transactions of 

the Royal Society of London Series B, Biological sciences 368:20120496. 

437.  Hilleman MR. 2004. Strategies and mechanisms for host and pathogen survival in 

acute and persistent viral infections. Proceedings of the National Academy of 

Sciences of the United States of America 101 Suppl:14560–6. 

438.  Simon V, Bloch N, Landau NR. 2015. Intrinsic host restrictions to HIV-1 and 

mechanisms of viral escape. Nature Immunology 16:546–553. 

439.  Jia X, Zhao Q, Xiong Y. 2015. HIV suppression by host restriction factors and 

viral immune evasion. Current opinion in structural biology 31:106–14. 

440.  Zimmerman ES, Chen J, Andersen JL, Ardon O, Dehart JL, Blackett J, Choudhary 

SK, Camerini D, Nghiem P, Planelles V. 2004. Human immunodeficiency virus 

type 1 Vpr-mediated G2 arrest requires Rad17 and Hus1 and induces nuclear 



 

 

214 

BRCA1 and gamma-H2AX focus formation. Molecular and cellular biology 

24:9286–94. 

441.  Jackson SP, Bartek J. 2009. The DNA-damage response in human biology and 

disease. Nature 461:1071–8. 

442.  DePaula-Silva AB, Cassiday PA, Chumley J, Bosque A, Monteiro-Filho CMR, 

Mahon CS, Cone KR, Krogan N, Elde NC, Planelles V. 2015. Determinants for 

degradation of SAMHD1, Mus81 and induction of G2 arrest in HIV-1 Vpr and 

SIVagm Vpr. Virology 477:10–7. 

443.  Iyama T, Wilson III DM. DNA repair mechanisms in dividing and non-dividing 

cells. 

444.  Longerich S, Li J, Xiong Y, Sung P, Kupfer GM. 2014. Stress and DNA repair 

biology of the Fanconi anemia pathway. Blood 124:2812–2819. 

445.  Ceccaldi R, Sarangi P, D’Andrea AD. 2016. The Fanconi anaemia pathway: new 

players and new functions. Nature Reviews Molecular Cell Biology 17:337–349. 

446.  Kaur M, Khan MM, Kar A, Sharma A, Saxena S. 2012. CRL4-DDB1-VPRBP 

ubiquitin ligase mediates the stress triggered proteolysis of Mcm10. Nucleic acids 

research 40:7332–46. 

447.  Desai TM, Marin M, Sood C, Shi J, Nawaz F, Aiken C, Melikyan GB. 2015. 

Fluorescent protein-tagged Vpr dissociates from HIV-1 core after viral fusion and 

rapidly enters the cell nucleus. Retrovirology 12:88. 

448.  Lu YL, Spearman P, Ratner L. 1993. Human immunodeficiency virus type 1 viral 

protein R localization in infected cells and virions. Journal of virology 67:6542–

50. 

449.  Jayappa KD, Ao Z, Yao X. 2012. The HIV-1 passage from cytoplasm to nucleus: 

the process involving a complex exchange between the components of HIV-1 and 

cellular machinery to access nucleus and successful integration. International 

journal of biochemistry and molecular biology 3:70–85. 

450.  Price BD, D’Andrea AD, Galanty Y, Lukas C, Taya Y, Schultz DC, Lukas J, 

Bekker-Jensen S, Bartek J, Shiloh Y, al.  et. 2013. Chromatin Remodeling at DNA 

Double-Strand Breaks. Cell 152:1344–1354. 

451.  Méndez-Acuña L, Di Tomaso MV, Palitti F, Martínez-López W. 2010. Histone 

Post-Translational Modifications in DNA Damage Response. Cytogenetic and 

Genome Research 128:28–36. 



 

 

215 

452.  Hunt CR, Ramnarain D, Horikoshi N, Iyengar P, Pandita RK, Shay JW, Pandita 

TK. 2013. Histone modifications and DNA double-strand break repair after 

exposure to ionizing radiations. Radiation research 179:383–92. 

453.  Ortiz M, Guex N, Patin E, Martin O, Xenarios I, Ciuffi A, Quintana-Murci L, 

Telenti A. 2009. Evolutionary trajectories of primate genes involved in HIV 

pathogenesis. Molecular biology and evolution 26:2865–75. 

454.  McCarthy KR, Kirmaier A, Autissier P, Johnson WE. 2015. Evolutionary and 

Functional Analysis of Old World Primate TRIM5 Reveals the Ancient Emergence 

of Primate Lentiviruses and Convergent Evolution Targeting a Conserved Capsid 

Interface. PLoS pathogens 11:e1005085. 

455.  Zhao K, Du J, Han X, Goodier JLL, Li P, Zhou X, Wei W, Evans SLL, Li L, 

Zhang W, Cheung LEE, Wang G, Kazazian HHH, Yu X-F. 2013. Modulation of 

LINE-1 and Alu/SVA Retrotransposition by Aicardi-Goutie`res Syndrome-Related 

SAMHD1. Cell Reports 4. 

456.  Stetson DB, Ko JS, Heidmann T, Medzhitov R. 2008. Trex1 prevents cell-intrinsic 

initiation of autoimmunity. Cell 134:587–98. 

457.  Witkowski W, Vermeire J, Landi A, Naessens E, Vanderstraeten H, Nauwynck H, 

Favoreel H, Verhasselt B. 2015. Vpx-Independent Lentiviral Transduction and 

shRNA-Mediated Protein Knock-Down in Monocyte-Derived Dendritic Cells. 

PLOS ONE 10:e0133651. 

458.  Falck J, Coates J, Jackson SP. 2005. Conserved modes of recruitment of ATM, 

ATR and DNA-PKcs to sites of DNA damage. Nature 434:605–611. 

459.  Wu Y, Karn J, Lu Y, Guo W, Andrieu J, Sodroski J, Engelman A, Teh-Jeang K, 

Wahlers A, Frank O, Ostertag W, Kuhlcke K, Eckert H, Fehse B, Baum C, Mady 

B, Lai K, Moyle G, Nelson M, Gazzard B, Shaunak S, Stevenson M. 2004. HIV-1 

gene expression: lessons from provirus and non-integrated DNA. Retrovirology 

1:13. 

460.  Li L, Olvera JM, Yoder KE, Mitchell RS, Butler SL, Lieber M, Martin SL, 

Bushman FD. 2001. Role of the non-homologous DNA end joining pathway in the 

early steps of retroviral infection. The EMBO journal 20:3272–81. 

461.  Jazayeri A, Falck J, Lukas C, Bartek J, Smith GCM, Lukas J, Jackson SP. 2006. 

ATM- and cell cycle-dependent regulation of ATR in response to DNA double-

strand breaks. Nature Cell Biology 8:37–45. 

462.  Koyama T, Sun B, Tokunaga K, Tatsumi M, Ishizaka Y. 2013. DNA damage 

enhances integration of HIV-1 into macrophages by overcoming integrase 



 

 

216 

inhibition. Retrovirology 10:21. 

463.  Ebina H, Kanemura Y, Suzuki Y, Urata K, Misawa N, Koyanagi Y. 2012. 

Integrase-independent HIV-1 infection is augmented under conditions of DNA 

damage and produces a viral reservoir. Virology 427:44–50. 

464.  Ariumi Y, Turelli P, Masutani M, Trono D. 2005. DNA damage sensors ATM, 

ATR, DNA-PKcs, and PARP-1 are dispensable for human immunodeficiency 

virus type 1 integration. Journal of virology 79:2973–8. 

465.  Yamashita M, Emerman M. 2004. Capsid is a dominant determinant of retrovirus 

infectivity in nondividing cells. Journal of virology 78:5670–8. 

466.  Voronin Y, Holte S, Overbaugh J, Emerman M. 2009. Genetic drift of HIV 

populations in culture. PLoS genetics 5:e1000431. 

467.  Smith RA, Gottlieb GS, Anderson DJ, Pyrak CL, Preston BD. 2008. Human 

immunodeficiency virus types 1 and 2 exhibit comparable sensitivities to 

Zidovudine and other nucleoside analog inhibitors in vitro. Antimicrobial agents 

and chemotherapy 52:329–32. 

468.  Wu F, Kirmaier A, Goeken R, Ourmanov I, Hall L, Morgan JS, Matsuda K, 

Buckler-White A, Tomioka K, Plishka R, Whitted S, Johnson W, Hirsch VM. 

2013. TRIM5 alpha Drives SIVsmm Evolution in Rhesus Macaques 9:e1003577. 

469.  Vodicka MA, Goh WC, Wu LI, Rogel ME, Bartz SR, Schweickart VL, Raport CJ, 

Emerman M. 1997. Indicator cell lines for detection of primary strains of human 

and simian immunodeficiency viruses. Virology 233:193–8. 

470.  Akiyama H, Miller C, Patel H V, Hatch SC, Archer J, Ramirez N-GP, Gummuluru 

S. 2014. Virus particle release from glycosphingolipid-enriched microdomains is 

essential for dendritic cell-mediated capture and transfer of HIV-1 and 

henipavirus. Journal of virology 88:8813–25. 



 

 

217 

CURRICULUM VITAE 

Caitlin M Miller 

1989 

13 Worcester St. Apt.1 

Boston, MA 02118 

503-528-4281 

cm12@bu.edu 

 
EDUCATION 

 
2011-2017 Doctor of Philosophy, Pathology and Laboratory Medicine, 

Focus in Immunology. Boston University School of Medicine, 

Boston, MA. Dissertation Research conducted with Dr. 

Suryaram Gummuluru, Ph.D. 

 

Dissertation: Role of viral protein R in infection of human 

dendritic cells by primate lentiviruses. 

 

2007-2011 Bachelor of Science, Biochemistry with Honors 

 Gonzaga University, Spokane, WA. 

 

Senior Thesis:  Synthesis of Substituted Pyrimidines as 

Inhibitors of Beta-Carbonic Anhydrase 

Honors Thesis: Consumed by the Consumption: A look at the 

social aspects of tuberculosis  

 
GRANTS AND FUNDING 

 
2012-2014 Competitive Appointment to NIH-T32 Immunology Training 

Program. Boston University School of Medicine, Boston, MA.   

 
PUBLICATIONS 

 
Miller, C.; Akiyama, H.; Agosto, L.; Emery, A.; Ettinger, C.; Swanstrom, R.; Henderson, A.; 

Gummuluru, S. Virion associated Vpr alleviates a post-integration block to HIV-1 infection of 

dendritic cells. Journal of Virology. Accepted. Published online ahead of print, April 2017. 

 

Kijewski, S.D.G.; Akiyama, H.; Feizpour, A.; Miller, C.; Ramirez, N.; Reinhard, B.M.; 

Gummuluru, S. Access of HIV-2 to CD169-Dependent Dendritic Cell-Mediated Trans Infection. 

Virology. August 2016.  

 

Feizpour, A., Yu, X., Akiyama, H., Miller, C., Edmans, E., Gummuluru, S. and Reinhard, B. 

Quantifying Lipid Contents in Enveloped Virus Particles with Plasmonic Nanoparticles. Small. 

Nov. 2014.  

 



 

 

218 

Akiyama, H., Miller, C. Patel, H., Hatch, S.C., Archer, J., Ramirez, N., and Gummuluru, S. Virus 

particle release from glycosphingolipid-enriched microdomains is essential for dendritic cell-

mediated capture and transfer of HIV-1 and henipaviruses. Journal of Virology. May 2014. 

 
ORAL PRESENTATIONS 

 
Miller, C., Akiyama, H., Nodder, S., Ettinger, C., and Gummuluru, S. Vpr enhances expression 

from unintegrated DNA in human cells. Accepted for oral presentation May 2017. Cold Spring 

Harbor Conference on Retroviruses, Cold Spring Harbor, NY. 

 

Miller, C., Akiyama, H., Agosto, L., Emery, E., Swanstrom, R., Henderson, A., and Gummuluru, 

S. Vpr enhances HIV-1 infection of dendritic cells by alleviating a post-integration block to virus 

replication. May 2016. Cold Spring Harbor Conference on Retroviruses, Cold Spring Harbor, 

NY. 

 

Miller, C., Akiyama, H., Agosto, L., Emery, E., Swanstrom, R., Henderson, A., and Gummuluru, 

S. Vpr enhances HIV-1 infection of dendritic cells by alleviating a post-integration block to virus 

replication. May 2016. Henry I Russek Student Achievement Day, Boston University School of 

Medicine. Boston, MA. 

 

Miller, C., Akiyama, H., Ramirez, N., Kijewski, S., and Gummuluru, S. HIV-1 Vpr is necessary 

for gp120 production and incorporation into myeloid cell-derived progeny virions. May 2014. 

Cold Spring Harbor Conference on Retroviruses, Cold Spring Harbor, NY. 

 

Miller, C., Carlson, M., Knapp, N., Sachet, M., Langfield, A., Holden, J., Cronk, J., Watson, J., 

and Warren, S. Lead generation for potential allosteric inhibitors of beta-carbonic anhydrase and 

synthesis of substituted pyrimidine inhibitors. Nov. 2010. M J Murdock Charitable Trust 

Research Conference. Linfield College. McMinnville, OR. 

 
POSTER PRESENTATIONS 

 
Miller, C; Akiyama, H; Agosto, L; Henderson, A; and Gummuluru, S. Essential role for Vpr in 

productive infection of dendritic cells by HIV-1. February 2016. Conference on Retroviruses and 

Opportunistic Infections. Boston, MA.  

 

Miller, C; Akiyama, H; Kijewski, S; Agosto, L; Henderson, A; and Gummuluru, S. The role of 

viral protein R in HIV-1 infection of dendritic cells. May 2015. Henry I Russek Student 

Achievement Day, Boston University School of Medicine. Boston, MA.  

 

Miller, C.; Carlson, M.; Sachet, M.; Cronk, J.; Watson, J. and Warren, S. Synthesis of 

Substituted Pyrimidines as Inhibitors of Beta Carbonic Anhydrase in Escherichia coli. Nov. 2010. 

M J Murdock Charitable Trust Research Conference, Linfield College. McMinnville, OR. 

 

Knapp, N.; Holden, J.; Carlson, M..; Warren, S.; Sachet, M.; Miller, C.; Watson J.; Langfield, 

A.; Cronk, J. Lead generation for potential allosteric inhibitors of beta-carbonic anhydrase. June 

2010. Joint 65th Northwest and 22nd Rocky Mountain Regional Meeting of the American 

Chemical Society. Pullman, WA. 



 

 

219 

 

 
HONORS AND AWARDS 

 
2017 Trainee Support Award. Boston/Providence Center for AIDS 

Research, Boston, MA. 

 

2016  Trainee Support Award. Boston/Providence Center for AIDS 

Research, Boston, MA.  

 

2016 Graduate Medical Sciences Travel Award. Boston University 

School of Medicine, Boston, MA. 

 

2016 Henry I Russek Student Achievement Award, First Prize. Boston 

University School of Medicine, Boston, MA. 

 

2016 Young Investigator’s Scholarship. Conference on Retroviruses 

and Opportunistic Infections, Boston, MA. 

 

2015 Henry I Russek Student Achievement Award, Second Prize. 

Boston University School of Medicine, Boston, MA. 

 

2011 Cum Laude. Gonzaga University, Spokane, WA. 

 

2007-2011 Competitive appointment to the Gonzaga Honors Program. 

Gonzaga University, Spokane, WA. 

 
TEACHING EXPERIENCE 

 
Fall 2015 Group Discussion Leader for Module III in the Foundations of 

Biomedical Science class for the Graduate Medical Science 

program at Boston University (FS703). 

 

Spring 2015 Tutor, Quiz Proctor and Discussion Group Leader for 

Immunology for the Masters in Medical Sciences and the Doctor 

of Medicine programs at Boston University (PA510, MS131). 

 

Spring 2014 Lecturer for Overview of the Immune System Lectures I-III in 

the Basic Medical Sciences class for the Boston University 

Physician Assistant program (PS701). 

 
ORGANIZATIONAL EXPERIENCE 

 
2014-2017 Coordinator of leukocyte unit ordering and receiving for 10+ research labs at 

Boston University School of Medicine 

 


