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Abstract

Human APOBEC3 proteins are cytidine deaminases that contribute broadly to innate immunity through the control of
exogenous retrovirus replication and endogenous retroelement retrotransposition. As an intrinsic antiretroviral defense
mechanism, APOBEC3 proteins induce extensive guanosine-to-adenosine (G-to-A) mutagenesis and inhibit synthesis of
nascent human immunodeficiency virus-type 1 (HIV-1) cDNA. Human APOBEC3 proteins have additionally been proposed to
induce infrequent, potentially non-lethal G-to-A mutations that make subtle contributions to sequence diversification of the
viral genome and adaptation though acquisition of beneficial mutations. Using single-cycle HIV-1 infections in culture and
highly parallel DNA sequencing, we defined trinucleotide contexts of the edited sites for APOBEC3D, APOBEC3F, APOBEC3G,
and APOBEC3H. We then compared these APOBEC3 editing contexts with the patterns of G-to-A mutations in HIV-1 DNA in
cells obtained sequentially from ten patients with primary HIV-1 infection. Viral substitutions were highest in the preferred
trinucleotide contexts of the edited sites for the APOBEC3 deaminases. Consistent with the effects of immune selection,
amino acid changes accumulated at the APOBEC3 editing contexts located within human leukocyte antigen (HLA)-
appropriate epitopes that are known or predicted to enable peptide binding. Thus, APOBEC3 activity may induce mutations
that influence the genetic diversity and adaptation of the HIV-1 population in natural infection.
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Introduction

The pathogenesis of HIV-1 infection correlates with the level of

active viral replication and relates to a variety of factors specific to

the virus, the host, and its immune system. Mutations, insertions,

deletions and recombinations that confer changes in the activity of

virally encoded genes and gene products affect virus entry and

post-entry events [1]. HIV-1 shows high mutational frequency

because of a combination of rapid rates of viral replication, error-

prone viral reverse transcriptase (RT) and RNA polymerase II

replicating enzymes, and recombination during concurrent

infection with two or more distinct genomic RNA strands [2–4].

In addition, nascent HIV-1 cDNA is vulnerable to mutation by

host cell single-stranded cytidine deaminases that edit cytidine to

uridine in the minus strand DNA copied from the viral RNA

genome, giving rise to G-to-A mutation of the plus strand of viral

DNA with a graded frequency of deamination from the primer

binding site to the central polypurine tract and the central

polypurine tract to the 39 polypurine tract regions [5–8]. The

effect of the processes of mutation and recombination in HIV-1 is

to promote genetic diversity among the viral variants and thereby

allow for a faster rate of adaptation.

Seven related human apolipoprotein B mRNA-editing enzyme,

catalytic polypeptide-like 3 (APOBEC3) cytidine deaminases—

namely, APOBEC3A, APOBEC3B, APOBEC3C, APOBEC3D,
APOBEC3F, APOBEC3G, and APOBEC3H—reside in an ex-

panded 130-kb gene cluster that likely arose through segmental

duplication on chromosome 22q13.1 with additional modification by

repeated episodes of positive selection during primate evolution [9].

Cytidine deaminases of the APOBEC3 gene family have specificity

for single-stranded DNA and inhibit infection by a diverse array of

RNA and DNA viruses and retrotransposons by interfering with viral

genome replication and littering the genome with deleterious

mutations [10,11]. Mutations mediated by APOBEC3 molecules

have a strong preference for a 59-GG-39 and 59-GA-39 dinucleotide

context of the edited sites (target nucleotide underlined) [1,12,13].
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APOBEC3D, APOBEC3F, APOBEC3G and APOBEC3H are

the cellular targets for the HIV-1 accessory protein Vif [14,15],

which can counteract the protective role of this innate immune

defense mechanism. The HIV-1 protein Vif induces polyubiqui-

tylation through simultaneously binding to APOBEC3 proteins

and the cullin5-elongin B/C-Rbx2 ubiquitin ligase complex. In

this manner, the APOBEC3 protein serves as an adaptor that

recruits the ligase complex to its substrate and induces the

subsequent proteasomal degradation of APOBEC3 proteins. This

depletes the pool of APOBEC3 proteins available for incorpora-

tion into the assembling viral particle, and thereby minimizes their

ability to restrict HIV-1 replication [16–19].

Mutation of the HIV-1 genome by cytidine deamination could

have a dramatic effect on viral replication. A high rate of mutation

could prevent the formation of functional proviruses and explain

the G-to-A hypermutation observed in patient samples [20,21].

Low levels of APOBEC3 activity that survive inhibition by the

HIV-1 protein Vif may expose the virus to a broad spectrum of

mutations that, rather than impeding virus replication, could

provide a source of genetic variation upon which natural selection

acts [22,23]. Indeed, extensive sequencing of transmitted founder

HIV-1 variants indicates that sequence variation bearing the

hallmark of APOBEC3-mediated G-to-A mutation is common-

place and experiments employing low levels of APOBEC3G

expression confirm that modest mutation frequencies, as opposed

to inactivating G-to-A hypermutation (59-UGG-39 to 59-UAG-39;

tryptophan-to-stop codon), can be recapitulated in cell culture

experiments [21,24–26]. Such sequence changes would have the

potential to underlie advantageous alterations in HIV-1 pheno-

type, such as the appearance of mutations in HLA class I-restricted

epitopes that can confer escape from immune recognition or the

acquisition of drug resistance [1,21,22,27].

Here, we characterized the relationship(s) between APOBEC3

editing of HIV-1 and the perhaps subtle contribution of mutations

that could influence viral adaptation and evolution, as contrasted

with destructive G-to-A hypermutation. We applied high depth

sequencing to infected cells from single-cycle APOBEC3 titration

transfection experiments to confirm and extend the definitions of

the DNA sequence context of the edited sites for the four cytidine

deaminases of the APOBEC3 gene family that are the cellular

targets for HIV-1 protein Vif and their site-specific editing

frequencies [5,7,8,12,13,28–30]. We then followed the evolution

of sequence changes and the appearance of the G-to-A signature

mutations in the consensus trinucleotide contexts for APOBEC3

protein edited sites in the Gag and Vif genes of HIV-1 in proviral

DNA sampled from the peripheral blood in 10 patients with

primary HIV-1 infection through time. We found a higher

frequency of substitutions within an APOBEC3 trinucleotide

context of the edited sites in patients that could often resulted in

sequence changes within some major histocompatibility complex

(HLA in humans) restricted epitopes that can confer immune

escape. Thus, we provide evidence that sub-lethal levels of

APOBEC3 deaminases may expose the viral genome to beneficial

mutations that influence HIV-1 adaptation and evolution in

natural infection.

Results

Analysis of APOBEC3 evolving sites
To make predictions about the potential for APOBEC3 editing

of the HIV-1 genome to influence virus diversification in natural

infection, it was first necessary to carefully define the nucleotide

sequence editing context preferences for the APOBEC3 proteins

by titration in virus producing cells (Table 1). Vesicular stomatitis

virus G (VSV-G) pseudotyped HIV-1 vif-deficient (HIV-1 pIIIB/

Dvif) stocks produced in the presence of escalating doses of each of

four human APOBEC3 genes that are the cellular targets for the

HIV-1 protein Vif —namely, APOBEC3D, APOBEC3F, APO-
BEC3G and APOBEC3H—were therefore used to challenge

cultured 293T cells.

We screened for mutations in HIV-1 nascent retroviral cDNA

with high throughput 454 pyrosequencing using a statistical

framework to improve measurement accuracy. Barcoded oligonu-

cleotide primers with unique molecular identifiers were used to

amplify a PCR pool that was then sequenced with sufficient depth

of coverage to redundantly cover the chosen portion of the viral

genome. By stringent filtering and correcting the raw sequencing

data, the platform efficiently reduces most sequencing errors

generated during pyrosequencing [31]. We separated the resulting

viral sequences by sample using the index sequence. Sequence

alignments made to the HIV-1 pIIIB/Dvif reference sequence

were optimized to reduce alignment errors introduced by

insertions-deletions (indels) associated with the pyrosequencing

chemistry, correct for incomplete extension miscalls, and filter out

less abundant sequencing reads. We used a statistical analytical

framework to filter the data for error correction and then built the

haplotypes present in the viral populations. With this approach, we

found a significantly lower average mutation frequency than the

typical analysis of these data (average of 8.4561024) (Figure 1A),

consistent with the estimations of others [2]. The nucleotide

substitution rate for each mutation type (transition or transversion)

differed by 1.2 orders of magnitude (Figure 1B). The different

rates of nucleotide substitution likely reflect viral RT and RNA

polymerase II fidelity and the asymmetrical substitution bias for

faster accumulation of G-to-A mutations, the expected result of

APOBEC3 editing. Random PCR amplification bias did not affect

the reliability of the measurements [32].

Using these results, we identified G-to-A mutations in plus

strand DNA as a genetic signature to identify a posteriori
APOBEC3 nucleotide contexts of the edited sites. Each G-to-A

mutation was considered independently (Figure 1C). Because

Author Summary

Cytidine deaminases of the human APOBEC3 gene family
act as an intrinsic defense mechanism against infection
with HIV-1 and other viruses. The APOBEC3 proteins
introduce mutations into the viral genome by inducing
enzymatic modification of nucleotide sequences and
inhibiting synthesis of cDNA strands from the viral RNA.
Viral Vif counters this impediment to the fidelity of HIV-1
replication by targeting the APOBEC3 proteins for degra-
dation. Low-level APOBEC3 activity that outlasts blockade
by viral Vif may foster infrequent mutations that provide a
source of genetic variation upon which natural selection
acts. Here, we defined the APOBEC3 nucleotide contexts of
the edited sites by titration of the wild type and non-
editing APOBEC3 mutant in cultured cells. We then
followed the patterns of G-to-A mutations we identified
in viral DNA in cells obtained from ten patients with acute
infection. Our deep sequencing analyses demonstrate an
association between sub-lethal APOBEC3 editing and HIV-
1 diversification. Mutations at APOBEC3 editing contexts
that occurred at particular positions within specific known
or predicted epitopes could disrupt peptide binding
critical for immune control. Our findings reveal a role for
human APOBEC3 in HIV-1 sequence diversification that
may influence fitness and evolution of beneficial variants
and phenotypes in the population.

Evolutionary Significance of Sub-lethal Human APOBEC3 Protein Editing
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there is about a two-fold increase in the frequency of adenosine

relative to guanosine in the viral genome, we corrected for a bias in

the 59-GpA-39 and 59-GpG-39 context raw numbers. For each of

the four human APOBEC3 proteins that are the cellular targets for

the HIV-1 protein Vif, we identified positions in the Gag gene

region of HIV-1 we sequenced where the site-specific G-to-A

substitution frequency increased significantly with increasing

APOBEC3 protein abundance (Spearman P,0.05; Figure 2A).

The four APOBEC3 proteins had a clear bias for the plus strand

59-GpG-39 or 59-GpA-39 in the trinucleotide context of edited sites

that can serve as signatures for specific APOBEC3 gene activity

(Figure 1C). APOBEC3G exhibited the highest frequency of

G-to-A mutations in a 59-GGD-39 (where D is the IUPAC code for

G, A, or T) and 59-GAG-39 context of edited sites and the most

hypermutated sequences (Figure 2A). APOBEC3F and APOBEC3H

proteins showed high frequencies of G-to-A mutation (range, 0.08 to

0.15) in both 59-GAD-39 and 59-GGA-39 contexts of edited sites.

APOBEC3D showed a high frequency of a 59-GGD-39 context of

edited sites, but the least activity of the four APOBEC3 deaminases

tested under these experimental conditions.

For the trinucleotide context of edited sites within the Gag

region of HIV-1 sequenced, G-to-A mutation did not invariably

happen in all the potential APOBEC3 trinucleotide context of the

edited sites. This observation suggests that other factors inherent to

the sequence may affect the activity of these cytidine deaminases.

The tryptophan (59-UGG-39) to a stop (59-UAG-39 or 59-UAA-39)

codon change, for example, occurred at these two positions at a

different frequency in the four APOBEC3 deaminases (Figure

S2). Further, the 59-GCC-39, 59-GCG-39, and 59-GTC-39

trinucleotide contexts were not noticeably affected by any of the

four APOBEC3 proteins. We did not find a statistically significant

enrichment for the rare cytosine-to-thymidine (C-to-T) mutations

brought about by a conflict between APOBEC3 editing and

guanosine:uridine (G:U) mismatched base pair repair in regions of

the genome where the plus-strand may become briefly single-

stranded during reverse transcription [8].

In the absence of human APOBEC3 protein, the most

commonly recovered mutations were random G-to-A or C-to-T

transition mutations and 21 frameshift mutations from RT errors.

The mutation rate during a single-cycle of HIV-1 replication was

approximately 8.4561024 mutations per nucleotide (95% confi-

dence interval [7.5, 9.6]61024 per nucleotide substitution). In the

presence of increasing levels of human APOBEC3 protein, the

mutation rate during a single-cycle of HIV-1 replication rose by a

factor of between 2 (for APOBEC3D) and 20 (for APOBEC3G),

which at sub-lethal levels would likely increase virus diversification

and allow HIV-1 to evolve at different rates (Figure 1A) [33].

Once the guanosine in the trinucleotide context of edited sites was

removed to correct for the substitution rate in the viral sequence,

the average mutation rate corresponded to measurements for

single-cycle of HIV-1 replication in the absence of functional

APOBEC3 (Figure 2B). Thus, human APOBEC3 deaminase

activity is evident in both a directional substitution bias and a

higher substitution rate.

Study subjects and viral sequencing
To explore the effects of APOBEC3 editing of HIV-1 genomes

on virus diversification in patients, we produced longitudinal

pyrosequencing data from the Gag and Vif genes of HIV-1

proviral DNA in peripheral blood mononuclear cells (PBMCs)

isolated from ten patients during acute or early HIV-1 infection and

at a second time point approximately 24 to 26 weeks later before the

start of combination antiretroviral therapy. Table S1 shows the

clinical characteristics of the ten patients. Transmission risk factors

were not able to be determined in two patients (S002 and S006).

The range of the estimated duration of infection was between 11

and 70 days [34]. Figure S2 shows the temporal changes in the

mean levels of HIV-1 RNA in plasma (range, 779 to 57.66106

copies per ml) and CD4+ T-cell number counts (range, 311 to 760

cells per ml3). Table S2 shows the high-resolution HLA genotypes.

A genetic screen of the APOBEC3D, APOBEC3F, and APO-
BEC3G genes found no single nucleotide polymorphisms associated

with loss-of-function. The poorly expressed APOBEC3H hap I

[35,36] was found for seven patients, four of whom were

homozygotes (S001, S005, S007, and S010) and three of whom

were heterozygotes (S004, S006, S010; Table S3) [35–39].

To look for changes in the genetic structure of the HIV-1

population in each patient through time, we performed high depth

gene sequencing with the aforementioned performance improve-

ments for haplotype reconstruction to achieve the sensitivity and

Table 1. Single-cycle titration transfection conditions and
mutation rates per conditions.

Wild-type APOBEC3a,b Mutant APOBEC3c Mutation Rate

A3D A3D pcDNA3.1 (mg) GFP vector (mg)

0 2 9.4661024

0.02 1.98 1.1761023

0.1 1.9 1.2361023

0.5 1.5 1.6261023

2 0 2.1661023

A3F A3F pcDNA3.1 (mg) mutA3F (E251Q)

0 3 1.0361023

0.03 2.97 1.1161023

0.1 2.9 2.0961023

0.3 2.7 2.6661023

1 2 3.3461023

3 0 8.4461023

0 3d 7.8661024

A3G A3G pcDNA3.1 (mg) mutA3G (E259Q)

0 1 7.4561024

0.01 0.99 1.0361023

0.03 0.97 1.7361023

0.1 0.9 5.8661023

0.33 0.67 2.0161022

1 0 2.0461022

0 1d 7.9861024

A3H A3H pcDNA3.1 (mg) pcDNA3.1

0 3 7.6461024

0.03 2.97 1.6661023

0.1 2.9 1.8861023

0.3 2.7 3.4161023

1 2 5.8761023

3 0 9.2961023

a3 mg of Vif deficient HIV-1 pIIIB/Dvif construct and 0.15 mg each of Vesicular
Stomatitis Virus-G (VSV-G) envelope construct were co-transfected with wild
type APOBEC3 expression vector and non-editing mutant APOBEC3 or empty
vector in various conditions.
bWild-type APOBEC3 construct in pcDNA3.1 expression vector.
cNon-editing mutant APOBEC3 or absent APOBEC3 construct.
dEmpty pcDNA3.1 vector.
doi:10.1371/journal.ppat.1004281.t001

Evolutionary Significance of Sub-lethal Human APOBEC3 Protein Editing
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molecular resolution necessary for distinguishing among individual

viral variants [31]. DNA isolated from patient PBMCs was

subjected to HIV-1 Gag (nucleotide positions 977–1564 corre-

sponding to HXB2) and Vif (nucleotide positions 5041–5619) gene

sequencing using the 454 Life Sciences’ GS-FLX pyrosequencing

system. The median number of viral DNA template copies was

23,902 (interquartile range [IQR], 8,909 to 34,103) as measured

by quantitative polymerase chain reaction (qPCR).

To estimate the virus population structure of the sample from

the pyrosequencing reads, we aligned the reads to a consensus

sequence and collapsed the repeated reads to build the haplotypes

present in the viral population. We assembled the haplotypes in

accordance with the informative de-noised reads of prescribed

length such that the fewest haplotypes can account for the most

reads. We then estimated the frequency of the reconstructed

haplotypes present in the population. After error correction of the

sequencing reads and reconstruction of the explaining haplotypes,

the median number of the minimal inferred candidate haplotypes

present in the population was 30.5 for the Gag (IQR, 5.75 to 67.0)

and 35.65 for the Vif (IQR, 9.50 to 59.00) genes of HIV-1 (Table

S4). The number of input molecules exceeded the fold depth of

sequence data attained. This criterion is necessary to avoid bias

caused by selective amplification and artifacts due to sampling and

technical variability caused by pyrosequencing [40]. Binomial power

calculations suggest that a sample size of 25,000 sequences gives a

96% likelihood of a variant present at 0.02% of the virus population

to occur at least twice in the sample [24]. The depth of sequencing

reads (range, 28,000 to 84,500) is sufficient to detect viral variants

present at or above 0.02% of the population (Table S4).

Phylogenetic analysis of viral sequences
Nucleotide sequences corresponding to the Gag and Vif genes

of HIV-1 sampled at the early and late time points during infection

were subjected to maximum-likelihood methods of phylogeny

estimation. Figure 3 shows the maximum-likelihood trees of

phylogenetic relationships among the aligned haplotype sequences

of the Gag and Vif regions of HIV-1 from the ten patients. The

Figure 1. Site-specific editing frequencies in infected cells from single-cycle APOBEC3 titration transfection experiments. The single-
cycle substitution rate for HIV-1 in the absence of human APOBEC3 was 8.661024 mutations per nucleotide, whereas the mean single-cycle
substitution rate for HIV-1 in the presence of human APOBEC3 ranged from about 161023 to 261022 per nucleotide substitution (A). The frequency
of substitutions increased significantly in the region of the Gag gene of HIV-1 we sequenced in accord with increasing concentrations of the APOBEC3
proteins. The maximum single-cycle substitution rate for HIV-1 was 261023 substitutions per site in the presence of APOBEC3D, 1.461022

substitutions per site in the presence of APOBEC3F, 2.761022 substitutions per site in the presence of APOBEC3G and 1.161024 substitutions per site
in the presence of APOBEC3H. The concentration of APOBEC3 at which we observed half of the estimated maximum substitution rate was 0.02 for
APOBEC3D, 2.09 for APOBEC3F, 0.23 for APOBEC3G, and 0.22 mg for APOBEC3H. The single-cycle substitution rate for each mutation type
(transition= Ts or transversion = Tv) of HIV-1 in the titration transfection experiments differed by 1.2 order of magnitude (B). For each of the human
APOBEC3 proteins, we show the positions in the Gag gene of HIV-1 where the frequency of G-to-A mutation increased with increasing amounts of
human APOBEC3 protein (Spearman rank correlation coefficient, P-value,0.05) (C). The G-to-A mutations are shown in a number of contiguous
nucleotide sequence editing contexts. We used a sliding window to deduce the base frequency of G-to-A mutations (in each contiguous nucleotide
context of the edited sites for each APOBEC3 protein (APOBEC3D, APOBEC3F, APOBEC3G, and APOBEC3H) using the total G-to-A mutation frequency
at increasing concentration. Positions with a non-significant increase in G-to-A mutations were excluded from the calculations.
doi:10.1371/journal.ppat.1004281.g001

Evolutionary Significance of Sub-lethal Human APOBEC3 Protein Editing
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Figure 2. Positions of G-to-A mutations within the APOBEC3 trinucleotide context of the edited sites are shown in the HIV-1
genome. A heat map of the slope of the logistic regression of deamination frequency with increasing amount of APOBEC3 protein expression is
shown at left (Spearman correlation coefficient, P,0.05) (A). The nucleic acid position in HXB2 (GenBank Accession number K03455) is to the right of
the G-to-A position. A heat map of G-to-A frequency in APOBEC3 trinucleotide context of the edited sites with increasing amounts of expression of
each APOBEC3 protein is shown in the middle panel. The location of the guanosine in the trinucleotide context of the edited sites in the segment of

Evolutionary Significance of Sub-lethal Human APOBEC3 Protein Editing
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topology of the tree shows distinct patient-specific clades, each

with .95% of branch support [41], except for patient S007.

Consistent with the short time since transmission and rapid

expansion of virus from a distinct transmitted founder in the new

host, the phylogenetic tree for patient S007 has short branch

lengths and few internal branches.

A particular transmitted founder virus, which had been

subjected to a stringent genetic bottleneck, successfully established

HIV-1 infection in nine of the ten patients studied. For seven of

the ten patients, the viral sequences formed distinct patient-specific

monophyletic lineages, each with high statistical support (.99%

probability). Viral sequences from a multiply infected patient

(S007) did not coalesce at a single transmitted founder in the

maximum-likelihood tree, consistent with more than one trans-

mitted founder virus being responsible for establishing a produc-

tive infection. In two patients of known sexual congress (S004 and

S005), each of who had a distinct transmitted founder virus, there

was intermixing of viral sequences at the later sample time point,

which were valid and did not result from cross-contamination of

amplicons.

The Highlighter plots of viral sequences from each patient

showed the random distribution of nucleotide polymorphisms

across them consistent with a dispersal of variants that arise from a

particular transmitted founder virus (Figure S3). Maximum

diversity of sequences within the discrete viral lineages from the

nine patients with a particular transmitted founder virus was low

(mean 0.44%; range 0.15 to 0.73% and mean 0.53%; range 0.10

to 1.56% for the Gag and Vif genes of HIV-1, respectively). The

maximum diversity of sequences from the patient with more than

one transmitted founder virus (mean 1.38% and 1.87% for the

Gag and Vif genes of HIV-1, respectively) exceeded that found in

the viral sequences from the other patients.

Analysis of evolving sites
Based on the evidence for trinucleotide contexts of edited sites

for the APOBEC3 deaminases from titration transfection exper-

iments, we examined the potential for APOBEC3 editing of HIV-

1 DNA to contribute to adaptation and evolution in natural

infection. Analysis of specific editing frequencies at individual

guanosines for each of the four APOBEC3 genes revealed a clear

overlap with sequence changes observed in patients (Figure 4).

Genomic context, such as adjacent nucleotides or local structural

constraints, may have moderated against the effects of APOBEC3

editing at certain nucleic acid positions. Because the trinucleotide

context of edited sites is shared among APOBEC3G, APOBEC3F

and APOBEC3H, the two former cytidine deaminases could affect

APOBEC3 editing for the seven patients who carried the less

active form of APOBEC3H (haplotype I; homozygotes S001,

S005, S007, and S010 and heterozygotes S004, S006, and S009;

Table S3).

We next assessed whether APOBEC3 editing contributes to the

genetic diversification of the virus populations in these patients.

Viral sequences from the first time point differed from their

respective consensus sequence by a median value of two (2)

nucleotides in the Gag gene of HIV-1 and one (1) nucleotide in the

Vif gene of HIV-1. At the second sampling time point 24 to 26

weeks later, the sequences from the Gag and Vif genes of HIV-1

differed from the particular consensus sequence by a median value

of three (3) and two (2) nucleotides, respectively. We found

relatively low frequencies of per nucleotide site insertions-deletions

(indels) (1.4761023 and 9.4261025 for the Gag and Vif genes of

HIV-1, respectively) and stop codons (2.4461024 and 1.0361024

for the Gag and Vif genes of HIV-1, respectively).

The sequence diversity within each patient was calculated as the

Hamming distance between sequences after weighting by the

number of collapsed sequences and correcting for the sequence

length. The frequencies of nucleotide substitutions measured

across the sequenced regions gauges the proportion of nucleotide

sites at which the viral sequences being compared are different (p-

distance). We excluded the multiply infected patient (S007) and

restricted our analysis to the nine patients with infection consistent

with a single transmitted founder virus in which the observed

sequence diversity is expected to be due to mutations that have

happened after HIV-1 transmission. The maximum number of

variable nucleotide sites within individual viral populations ranged

from 0.6% (with mean diversity 0.3%) at the early time point to

0.9% (mean=0.6%) at the later time point for the Gag gene of

HIV-1 and 0.7% (mean= 0.3%) at the early time point to 2.4%

(mean=0.8%) at the later time point for the Vif gene of HIV-1

(Figure 5). After weighting by the number of collapsed sequences,

the inter-sequence pairwise distances for the sequence sets at the

early time point were significantly lower than at the later time

point during infection (Wilcoxon sum rank test, P,0.05 for both

Gag and Vif genes of HIV-1). The overall average ratio of

nonsynonymous to synonymous nucleotide substitutions (dN/dS),

estimated using the Nei-Gojobori algorithm as implemented in

SNAP [42], were consistent with strong purifying selection over

the time points sampled (HIV-1 Gag= 0.37, standard error of the

mean [SEM]=60.07; and HIV-1 Vif = 0.23, SEM=60.04).

The overall mutation frequency among the nine patients, after

correction for sampling time and frequency of the collapsed

haplotype sequences with a maximum-likelihood analysis assum-

ing a strict molecular clock, was estimated to be 3.861023 and

6.561023 per substitution per site per year for the Gag and Vif

genes of HIV-1, respectively. When a Bayesian approach was

taken and a strict molecular clock was used, the results obtained

were very similar with estimated evolutionary rates of 4.161023

and 4.261023 per substitution per site per year for the Gag and

Vif genes of HIV-1, respectively. Significantly, the viral sequences

were sampled over a time period in which the evolutionary rate

does not mirror a compound mutation and substitution rate.

These values are consistent with the estimations of others [43–45].

To further assess the effects of APOBEC3 editing that happen

at sub-lethal levels on the genetic structure of the HIV-1

populations, we analyzed the proportion of viral sequences with

nucleotide changes happening in this way as well as their

contribution to the genetic diversity of the viral populations. It

follows that among the APOBEC3 trinucleotide contexts of the

edited sites, which are distinguishable from the more random RT-

induced G-to-A mutations, viral diversification should increase

through acquisition of neutral or beneficial substitutions all the

while circumventing the introduction of a deleterious stop codon

or loss of an initiation codon. The frequencies of G-to-A mutations

in the HIV-1 Gag gene sequences from the first to the second time

point averaged: 31% (1.9/6.2 potential sites) for 59-GGA-39; 35%

(3.1/8.5) for 59-GGG-39; 17% (0.5/2.8) 59-GGT-39; and 19%

(1.2/6.5) for 59-GAG-39. In the HIV-1 Vif gene sequences, these

frequencies averaged: 18% (1.6/8.9) for 59-GGA-39; 13% (1/7.8)

the targeted sequence is shown at right. Mutation frequency comparison with and without guanosines within the defined APOBEC3 trinucleotide
context of the edited sites per each enzyme is shown (B). Upon removal of guanosine in the APOBEC3 trinucleotide context of the edited sites,
substitution rate lowered to 9.7761024 mutations per nucleotide substitution.
doi:10.1371/journal.ppat.1004281.g002
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for 59-GGG-39; 6% (0.3/4.8) for 59-GGT-39; and 15% (0.9/5.4)

for 59-GAG-39.

To confirm that the APOBEC3 activity in virally infected cells

may influence the substitution biases that could increase the

substitution rate, we compared the pairwise genetic distance

(nucleotide changes per site) with the complete alignments after

removing the guanosine position from the APOBEC3 trinucleo-

tide contexts of the edited sites identified in the cell culture

experiments (59-GAD-39 and 59-GGA-39 for APOBEC3F and

APOBEC3H and 59-GGD-39 and 59-GAG-39 for APOBEC3G)

from the patients’ collapsed alignments. Importantly, this process

resulted in the pairwise distance between sequences being

decreased significantly (Wilcoxon rank sum test P-value,0.05;

Figure 5). Transition (purine to purine or pyrimidine to

pyrimidine) and transversion (purine to pyrimidine or pyrimidine

to purine) median ratio values were 4.66 (range 1.73 to 57.44) in

the Gag and 5.34 (range 1.45 to 11.27) in the Vif genes of HIV-1.

G-to-A (and C-to-T) transitions accumulated 5-fold faster than A-

to-G (and T-to-C) transitions, an inequality in the evolutionary

trajectory [32,46]. In sum, these results demonstrate that stochastic

or transient changes in APOBEC3 deaminase activity could have

relevance for the directionality of HIV-1 evolution in natural

infection.

Analysis of immune escape facilitated by APOBEC3
editing
To determine whether natural selection acting on G-to-A

mutations found in the APOBEC3 trinucleotide context of the

edited sites could facilitate evasion of host immunity, we screened

known or potential cytotoxic T lymphocyte (CTL) epitopes for

positively selected sites. CTL epitopes had been established

experimentally by interferon-c enzyme-linked immunospot (ELI-

SPOT) or predicted on the basis of amino acids that could serve as

anchors to enable HLA binding or affect proteosome cleavage sites

that abolish peptide binding, lessen T cell receptor recognition, or

generate antagonistic CTL responses [47–49]. As an indicator of

amount of natural selection operating on these CTL epitopes, we

undertook a site-specific analysis of dN/dS in the Gag and Vif

genes of HIV-1 using the Single Likelihood Ancestor Counting

(SLAC) method implemented in HyPhy [50]. We focused on the

G-to-A changes among the positions identified by reason of their

significant selection signal (complete list and description in Table

S5) and grouped them into positions appearing within or outside

APOBEC3 trinucleotide contexts of the edited sites. We found an

overrepresentation of positively selected positions within the

APOBEC3 trinucleotide context of the edited sites in the Vif

gene of HIV-1 (Fisher’s exact test, P=0.02; Table 2). Moreover,

some of these positively selected positions in the Vif gene of HIV-1

appeared within a known or predicted HLA-appropriate epitope

(S004 and S009, Table S5).

HIV-1 sequences encoding variants that could result in a lower

predicted peptide binding score which would potentially confer a

diminished or immune escape phenotype, were found within a

HLA-appropriate epitope in the Gag (19 of 42; per patient range,

0 to 6) or Vif genes of HIV-1 (37 of 99; per patient range, 0 to 4) at

the later time point during infection (Tables 3 and S6). Most

epitope escape mutations were found in those patients that carry

HLA-A01:01:01, HLA-A02:05:01 or HLA-A03:01:01 or HLA-

B07:02:01, HLA-B08:01:01 or HLA-B57:01:01 (S001, S002,

S003, S009, and S010). Of the sites under positive selection, 7

of 19 sites in the Gag and 8 of 42 sites in the Vif genes of HIV-1

were a result of G-to-A mutations in APOBEC3 editing contexts.

Figure 3. Maximum-likelihood tree for HIV-1 sequences from the patients studied. Shown are the maximum-likelihood phylogenies of
viral nucleotide sequences from the Gag and Vif genes of HIV-1 derived from the ten patients at two time points during infection rooted with the
estimated ancestral subtype B sequence [43]. The sequences from each patient are individually colored and labeled accordingly. The maximum-
likelihood tree shows viral sequences that belong to a transmission pair (S004 and S005) and a dually infected patient (S007). Branch lengths indicate
the number of nucleotide substitutions per site. The scale bar at the bottom refers to the degree of sequence mismatch. Maximum-likelihood
bootstraps are presented below each branch.
doi:10.1371/journal.ppat.1004281.g003

Evolutionary Significance of Sub-lethal Human APOBEC3 Protein Editing

PLOS Pathogens | www.plospathogens.org 7 July 2014 | Volume 10 | Issue 7 | e1004281



Figure 4. Overlap of the APOBEC3 edited HIV-1 genomes in cell culture experiments and in patients. A 96-base pair segment that
overlaps a region sequenced in the Gag gene of HIV-1 in cell culture experiments and from patients is shown. APOBEC3 trinucleotide context analysis
identified 26 sites that were significantly enriched for G-to-A mutations in more than one patient. The right y-axis corresponds to the number of
patients and the left y-axis represents the slope of the logistic regression corresponding to the cell culture G-to-A mutation per concentration where
significant correlation between these two values was observed (Spearman’s test, P,0.05). The positions are numbered according to HXB2 and the
alignment shows the HIV-1 pIIIB/Dvif sequence and the consensus sequence for each patient at the early time point. The blue line shows the number
of patients with HIV-1 genomes that have significantly increased numbers of G-to-A mutations in positions that conform to the trinucleotide context
of the edited sites and accrue over time (Fisher’s exact test P,0.01). The light blue, red, green, and purple areas show the slopes with significant
correlation (Spearman’s test, P,0.05) for each G-to-A mutation with increasing concentrations of the APOBEC3D, APOBEC3F, APOBEC3G or
APOBEC3H proteins, respectively.
doi:10.1371/journal.ppat.1004281.g004

Figure 5. Pairwise distance analysis. Removal of the guanosine from the APOBEC3 trinucleotide context of the edited sites produced a
significant decrease in the observed pairwise genetic distances of the sequences compared to the early time point consensus sequence, expressed as
number of substitutions per site (P-values,0.05 are considered statistically significant).
doi:10.1371/journal.ppat.1004281.g005
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Clusters of G-to-A mutations in known or predicted HLA-

appropriate epitopes were higher in some patients (S001 and S009)

than in others (S002, S003, and S010). We found statistically

significant evidence for G-to-A mutations in APOBEC3 trinucle-

otide contexts of edited sites that cause nonsynonymous substitu-

tions in the amino acid residues located at the epitopes (Fishers

exact test P,0.05). These data demonstrate that APOBEC3-

induced mutation embedded in the HLA-restricted epitopes can

accumulate over time as a consequence of immune selection

pressure.

To identify G-to-A mutations in APOBEC3 trinucleotide

contexts of edited sites in known or predicted HLA-appropriate

epitopes in relation to the most common haplotype in the first time

point in each patient, we compared the epitopes at both early and

late time points during infection. At the second time point during

infection, G-to-A mutations were preferentially found at 1/13 sites

in the Gag and 6/23 sites in the Vif gene of HIV-1 (Table S6).

Though only direct experimental studies can establish which of the

G-to-A mutations are associated with the evasion of host

immunity, we infer that many of these are positively selected sites

at low frequency variants at the first time point that transition to

fixation at the second. In this manner, APOBEC3 editing can

affect the crucial interaction between the virus and the host during

the earliest stages of infection, and thereby potentially influence

the natural history of HIV-1 infection.

Discussion

In this study we define at unprecedented depth the specific

APOBEC3 trinucleotide contexts of edited sites in cell culture

experiments and show that the equivalent mutations that accrue in

viral DNA in cells from patients through time provide a source of

genetic variation upon which natural selection acts; thus, resolving

the widely debated contribution of APOBEC3 editing to the

genetic changes underlying the evolution of HIV-1 populations in

natural infection [13,22,33]. Using a statistical framework that

detects and corrects pyrosequencing errors, we show that

APOBEC3D, APOBEC3F, APOBEC3G, and APOBEC3H, the

cytidine deaminases of the human APOBEC3 gene family that are

the cellular targets for HIV-1 protein Vif, have distinct, but

overlapping trinucleotide contexts of the edited sites associated

with antiviral defense. Mapping these APOBEC3-mediated G-to-

A mutations onto the viral sequences from ten patients with

primary HIV-1 infection through time is informative of the impact

that these human genes can have on virus diversification. The

over-representation of G-to-A mutations in the viral sequences

compared with A-to-G or C-to-T or T-to-C mutations (in a A-

rich, C-poor genome) suggests that accumulation of APOBEC3

mutations is well tolerated in diversifying sites and could account

for the skewing of nucleotide and codon usage in the viral genome.

We note that the total number and location of the APOBEC3

trinucleotide context of the edited sites within the viral genome

and the extent to which they can accumulate through time need to

be accounted for in evolutionary inference at the population-level.

The tandem array of the seven human cytidine deaminases of

the APOBEC3 gene family on chromosome 22, which we

distinguish by their target sequence consensus, suggest that

multiple, related antiviral functions can contribute to the control

of virus infection. Differences in single-stranded DNA binding, as

well as translocation along engaged templates, may explain the

sequence specificity of APOBEC3 activity and processing accuracy

[51,52]. Nucleotides adjacent to the APOBEC3 editing context

likely influence the kinetics of G-to-A mutation. Functional biases

in cytidine deaminase activity suggest that people may differ in the

predominant expression of APOBEC3 and that these functional-

ity-related genes may play a role in the spectrum of innate

resistance that protects against invading viruses and contributes to

phenotype. This conclusion, which could apply to other types of

viruses or retroviral elements, suggests that human APOBEC3

proteins have clear impact at the boundary between the virus and

its host.

It has been posited that limiting-levels of APOBEC3 activity

could result in lethal mutations rather than rapid adaptation

through acquisition of neutral or potentially beneficial mutations

[33]. Further, that a single incorporated APOBEC3 unit is likely to

cause extensive and inactivating levels of HIV-1 hypermutation.

These conjectures are based on in silico analyses of optimized

reference sequences that would be estimated to account for the

mutation levels of 39 near-full length patient-derived hypermu-

tated viral sequences selected from the HIV Sequence Database.

As the analyses began with highly mutagenized HIV-1 genomes

with 59-GpG-39 or 59-GpA-39 signatures of APOBEC3 editing

from which the non-hypermutated reference sequences were

derived, the estimated effect is distorted by a clear selection bias.

Studies that have original patient-derived non-hypermutated

reference sequences clearly corroborate the relevance of small

increases in mutation frequency affected by APOBEC3 for genetic

changes underlying virus evolution [53].

Natural selection during virus infection can create advantageous

mutations or eliminate deleterious ones. The rate of fixation of

advantageous mutations, which is faster than the rate of fixation of

neutral mutations, increases with the strength of selection. We

found statistically significant evidence for positive selection acting

on the Vif region of HIV-1 in the APOBEC3 trinucleotide context

of the edited sites. Even though blockade by the HIV-1 protein Vif

effectively counters the action of certain human APOBEC3

proteins that could lead to the lethal accumulation of mutations,

some G-to-A mutation is produced that can increase genetic

diversity and facilitate adaptation; an apparent shortcoming of

Table 2. Diversifying selection at individual nucleotide sites.

HIV-1 Gag gene HIV-1 Vif gene

Positive selection Negative selection Positive selection Negative selection

APOBEC3 editing context 0 1 4 2

Non-APOBEC3 editing context 2 10 2 15

Total 2 11 6 17

A summary of the number of codon sites identified by the SLAC method implemented in by HyPhy [50] that show positive or negative selection at the APOBEC3 and
non-APOBEC3 motifs in the regions of the Gag and Vif genes of HIV-1 we sequenced (P-value,0.02). The Vif gene of HIV-1 was over-represented with G-to-A mutations
in an APOBEC3 editing context at positively selected sites (Table S5).
doi:10.1371/journal.ppat.1004281.t002
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APOBEC3 editing that should caution against the use of a HIV-1

Vif antagonist as a virus inhibitor.

When the trinucleotide context of the edited sites rests within an

HLA-appropriate epitope so that G-to-A mutation affects peptide

binding or T-cell antigen receptor recognition, the APOBEC3

proteins could be an important driver of mutations that enable a

virus (of reduced replicative fitness) to evade host immunity [27].

G-to-A mutations within APOBEC3 trinucleotide contexts of the

edited sites may be constrained, however, by pressure to retain

possible useful structural elements or functional sites [54]. We

show here that a number of diversifying codon sites in an

APOBEC3 trinucleotide context, as indicated by the accumulation

of non-synonymous nucleotide changes, were clustered within a

number of HLA-restricted epitopes that could act as anchors for

HLA binding or in the proximal three amino acid regions that

could affect peptide processing. These data reveal that APOBEC3

can generate viral mutations in immune-susceptible locations that

are subjected to strong positive selective pressure during the acute

phase of infection.

Our analyses provide strong statistical evidence for an

association between G-to-A mutation rates and HIV-1 diversifi-

cation in natural infection. Consistent with APOBEC3 evolution-

ary footprints in the viral genome, we find a higher frequency of

mutations in APOBEC3 than non-APOBEC3 edited sites

introduced during sequential generations of HIV-1 within

patients. The sub-lethal APOBEC3 editing that make subtle

contributions to viral sequence diversity can lead to mutational

fitness effects that should facilitate host adaptation, having been

associated with the evasion of host immunity and evolution of

resistance to antiretroviral drugs [21,55]. The longitudinal analysis

of HIV-1 infection in these ten patients gives important new

insight into the causes and consequences of virus diversity upon

which selection can act. The findings described here, therefore,

suggest that the genetic conflict caused by the APOBEC3 innate

immune effectors is an important determinant in explaining the

mutational dynamic and directionality that underlies HIV-1

evolution.

Methods

Cell culture and creation of VSV-G-pseudotyped HIV-1
stocks containing APOBEC3D, APOBEC3F, APOBEC3G, or
APOBEC3H
293T cells, which express little or no endogenous APOBEC3,

were cultured in Dulbecco modified Eagle medium (DMEM)

supplemented with 10% fetal bovine serum plus penicillin-

streptomycin. Sub-confluent monolayers of 293T cells seeded in

35-mm plates were co-transfected with 3.0 mg of the vif-deficient
HIV-1 pIIIB/Dvif construct, a vesicular stomatitis virus G (VSV-

G) protein expression vector, and between 0.01 mg and 3 mg of

pcDNA3.1-based expression vectors for APOBEC3D, APO-

BEC3F, APOBEC3G or APOBEC3H (haplotype II) using

polyethylenimine (PEI; Table 1). Forty-eight hours later, viral

supernatants were harvested, treated with 20 U/ml RQ1 DNase

(Promega) in 10 mM MgCl2 for 3 h at 37uC, and then purified by

pelleting through a sucrose cushion. Virus was quantified by a

HIV-1 p24 Gag enzyme-linked immunosorbent assay (ELISA;

Perkin-Elmer).

Single-cycle HIV-1 infection and analysis of 293T cell DNA
Sub-confluent layers of 293T cells were infected with VSV-G-

pseudotyped virus stocks equivalent to 50 ng HIV-1 Gag p24. The

input virus was removed four hours later, and the cells were

thoroughly washed before the addition of fresh medium. Two days

after infection, the supernatant was harvested for quantification by

HIV-1 Gag p24 ELISA. Viral infections were determined in

single-cycle assays as described [56]. Total genomic DNA was

isolated with the QIAamp DNA cell mini kit (Qiagen) and purified

DNA was digested with Dpn I to remove any residual plasmid

DNA. To normalize the input amount of viral DNA for

sequencing using the 454 Life Sciences’ GS-FLX pyrosequencing

system (Roche), we measured the amount of the HIV-1 Gag gene

DNA by qPCR as described [21]. The relative amount of HIV-1

target DNA was normalized to the quantification cycle for a

concentration calibrator by using an external standard curve of

serial 10-fold dilutions of a reference Gag gene of HIV-1 DNA.

Study subjects
Over a period of up to 26 weeks, we tracked changes in the

nucleotide sequences from the Gag and Vif genes of HIV-1 in

peripheral blood sampled from ten infected patients. All ten

patients had confirmed HIV-1 infection, were enrolled in a study

of early HIV-1 infection. Acute HIV-1 infection was defined by

the presence of HIV-1 RNA in plasma and a negative or weakly

positive HIV-1 ELISA followed by a positive one. Early HIV-1

infection was defined by the presence of a positive HIV-1 ELISA

confirmed by a detuned negative HIV-1 ELISA. All participants in

the study had symptoms compatible with the acute retroviral

syndrome and were treated with a combination of potent

antiretroviral drugs (one protease inhibitor and two nucleoside

reverse transcriptase inhibitors) within a median of 2 years (range,

1.5 to 3 years) from the time of diagnosis. Clinical and laboratory

data and sample collection begins at enrollment and at prescribed

interval study visits thereafter.

Ethics statement
All patients provided written informed consent according to the

guidelines of the Human Subjects Protection Committee of the

University of California, San Diego. The University of California,

San Diego Institutional Review Board approved the study.

Table 3. CTL epitope variants found in the Gag and Vif genes
of HIV-1 from the ten patients.

HIV-1 Gag gene HIV-1 Vif gene

Total escapes (epitope variants) 19 42

APOBEC3 mediated escape 7 8

No APOBEC3 mediated escape 12 34

APOBEC3 editing context 7 8

Overcome 0 5

Remain minority 3 1

Appear minority 0 2

Lost 4 0

no APOBEC3 editing context 12 34

Overcome 1 10

Remain minority 3 1

Appear minority 5 18

Lost 3 5

Stop codon introduced 6 0

APOBEC3 mediated escape 6 0

No APOBEC3 mediated escape 0 0

doi:10.1371/journal.ppat.1004281.t003
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Extraction and quantification of target DNA
Genomic DNA was isolated from frozen PBMC samples

(approximately 2 million cells) using the QIAamp DNA blood

mini kit (Qiagen) according to manufacturer protocol. DNA was

eluted in nuclease-free water (100 ul) and stored at 280uC until

use. The amount of HIV-1 DNA was measured by qPCR of the

Gag gene of HIV-1 with the TaqMan Universal PCR Master Mix

(Applied Biosystems) on the 7900HT sequence detector (Applied

Biosystems) as described [21]. The relative amount of HIV-1

target DNA was normalized to the quantification cycle for a

concentration calibrator by using an external standard curve of

serial 10-fold dilutions of reference HIV-1 linear full-length

plasmid DNA derived from the pNL-43 plasmid. The amount of

input cell DNA was normalized to the amount of human CCR5
amplified using the forward primer CCR5-F 59-ATCGGAGC-

CCTGCCAAAA-39, the reverse primer CCR5-R 59-TGAGTA-

GAGCGGAGGCAGGAG-39, and probe CCR5-P 59-FAM-

CGGGCTGCGATTTGCTTCACATTG-BHQ-39. All reactions

were performed in quadruplicate.

High resolution HLA typing
High resolution HLA genotyping was performed by next

generation sequencing of exonic amplicons using the 454 Life

Sciences’ GS-FLX pyrosequencing system (Roche) with Conexio

Assign ATF 454 software as described [57].

APOBEC3H genotype and haplotype analysis
We performed genotype and haplotype analysis of APOBEC3H

for previously identified variants that cause the amino acid

polymorphisms R18L, G105R, K121D, and E178D by means

TaqMan SNP Genotyping assays with an Applied Biosystems 7500

Real-time PCR detection system. For the N15D, K121D, K121N,

and K121E polymorphisms, primers were designed to produce a

PCR-product DNA that could be sized and sequenced. First round

PCR was performed with A3H_EK2852F (59-AGGCAGGAGAA-

TCGCTTGAACTTG-39) and A3H_EK4571R (59-CCTCCC-

GGGTGGTGTCAGAT-39) to amplify exon 1 and exon 2 for 30

cycles (94uC-30 sec; 58uC, 30 sec; 72uC, 1.5 min). For 121

polymorphisms, PCR-product DNA was diluted and directly

sequenced with A3H_EK4112F (59-CCCCTGCTCCTCCTG-

TGCCT-39) and A3H_EK4522R (59-CTTCCTGGCCTCCCA-

CAGACC-39). For N15D polymorphism, primers A3H_EK3068F-

FAM (59-FAM-ACAGCCGAAACATTCCGCTTACAG-39) and

A3H_EK3204R (59-TTGTTTTCAAAGTAGCCTCTCGTGG-

G-39) were used with Taq polymerase for initial denaturing for

2 min at 94uC, followed by 30 cycles (94uC, 15 sec; 58uC, 1 min) and

a final 5 min extension at 72uC. DNA fragment analysis was

performed on an Applied Biosystems 3730xl DNA Analyzer with

36 cm capillary array and analyzed by GeneMapper 4.0 software

(Applied Biosystems/Life Technology).

Viral DNA amplification, library preparation and
pyrosequencing
To facilitate quantitative sampling of the viral population, we

performed viral DNA amplification by PCR using high template

volume, low cycle numbers, and multiple replicates that were

pooled for sequencing. PCR primer design was predicated upon

the alignment of multiple sequences from the HIV Sequence

Database [58] to minimize biased amplification of the target

DNA. We selected highly conserved regions in the Gag and Vif

genes of HIV-1 that encompassed the APOBEC3 trinucleotide

context of edited sites and known or predicted epitopes, which

were an appropriate distance apart and within the read-length

limits of the 454 sequencing technology employed. Primers design

considered preexisting alignment covering the region of interest.

Conserved primer locations were selected based on alignment

positional entropy. Within the selected conservative sequences, we

used degenerative bases for the APOBEC3 editing context.

Unique molecular identifiers that label individual molecules in

the pool moderate against erroneously attributing multiple

identical sequences to low viral diversity and allelic skewing by

biased PCR amplification.

Viral DNA isolated from 293T cells was amplified using the HIV-1

NL4-3 Gag gene-specific degenerate forward primer gag_F1329dg

(59-CGTATCGCCTCCCTCGCGCCATCAG [fusion primer A]-

[multiplex identifier sequence (MID)]-CCCCACAARATTTAAA-

CACCAT-39, corresponding to positions 1328R1349) and reverse

degenerate primer gag_R1785dg (59-CTATGCGCCTTGCCAGC-

CCGCTCAG [fusion primer B]- [MID]-GTYTTACAATYTG-

GGTTYGCAT-39, corresponding to a 1784R1763 reverse com-

plement) to generate 457 bp of the Gag gene of HIV-1 (HXB2

genome 1328R1784).

Viral DNA in PBMC samples from patients was amplified using

the HIV-1 Gag gene-specific forward primer A-Gag_977F_degEK

(59-primer A-GCTACAACCAKCCCTYCAGACAG-39, corre-

sponding to positions 977R1000) and the reverse primer B-

Gag_1564R_degEK (59-primer B-CTACTGGGATAGGTG-

GATTAYKTG-39, corresponding to a 1564R1541 reverse

complement) to generate 588 bp of the Gag gene HIV-1 (HXB2

genome 977R1564) or the HIV-1 Vif gene-specific forward

primer A-Vif_5041F-EK innerF (59-primer A-ATGGAAAACA-

GATGGCAGGTG-39, corresponding to positions 5041R5061)

and the reverse primer B-Vif_5623R-EK_innerR (59-primer B-

AGCTCTAGTGTCCATTCATTGTATG-39, corresponding to

a 5623R5599 reverse complement) to generate 583 bp of the Vif

gene of HIV-1 (HXB2 genome 5041R5623).

PCR was performed using the High Fidelity Platinum Taq

DNA Polymerase (Invitrogen) with thermal cycling conditions of

94uC for 2 mins, followed by 35 cycles of 94uC for 15 sec, 54uC

for 15 sec, 68uC for 1 min, with a final extension step at 68uC for

5 mins. DNA amplicon libraries were resolved on a pre-cast 2%

agarose gel and purified with QIAquick Gel Extraction kit

(Qiagen) and AMPure XP SPRI beads (Beckman Coulter Inc.).

To determine amplicon library quality, a Bioanalyzer (Agilent) was

used and quantity for amplicon samples along with KAPA Library

Quant Kit (KAPA Biosystems). An equimolar mix of the amplicon

libraries was subjected to emulsion PCR and DNA sequencing

using the 454 Life Sciences’ GS-FLX pyrosequencing system

(Roche). Multiplex identifiers were used to bin the sequence reads

before analysis.

Sequence clean up and assembly
As the quality of sequence may decrease across a sequence read,

we quality filtered the sequence data before analysis [31]. Each

sequence read had to pass a series of standard metrics to ensure

the output of high quality sequence reads while maintaining the

maximum possible length of the output sequences. We excluded

sequences that had a frameshift relative to a reference sequence,

were too short, contained long direct repeats, were a recombinant,

or had a close pair of matched-length indels that created a short

compensated frameshift. In this analysis, we used the same

methods and parameters for obtaining a clean alignment as in

previous work [31]. Viral sequences that were observed only once

were also excluded to further reduce technical noise. After k-mer

mapping, reads were pairwise aligned to the consensus template

pIIIB/Dvif reference sequence for the cell culture experiments,
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taking into account data-specific indels, and thereby reducing

dependency on a generic template.

We aligned the viral sequences obtained from peripheral blood

from patients by Segminator II (version 0.1.1) using the HXB2

sequence (GenBank accession number K03455) as a reference for

assembly [31,59,60]. We generated a consensus sequence for each

patient, which was then used as a reference sequence for the

patient-specific re-alignment. We used a statistical model that

accounts for site-specific error rates to separate errors from true

variations and remove chimeric molecules that arise from PCR or

pyrosequencing errors by applying the Predator algorithm default

implemented in Segminator II. This statistical framework main-

tains the reading frame and corrects for length errors in

homopolymeric runs of nucleotides, the characteristic error of

454 pyrosequencing. Nucleotide sequence alignments used in this

study were deposited in GenBank with the accession numbers

(KJ016272–KJ017738).

Nucleotide context of the edited sites
We performed a tally of G-to-A mutations among the viral

sequences from the titration transfection experiments that contain

a guanosine within a binucleotide, trinucleotide, tetranucleotide,

or hexanucleotide context of the edited sites for the HXB2

reference sequence using a sliding window. Each G-to-A mutation

was considered independently. A tally of C-to-T mutations was

used to assess the extent of noise in the analysis. The viral

sequences were treated as character arrays, and therefore each

trinucleotide context of the edited sites was compared separately

with the same location in the reference sequence.

For each position, we separately checked for the fraction of

mutations increasing with the concentration of APOBEC3 by

calculating the significance of the Spearman rank correlations,

without correcting for multiple testing. Only those positions that

changed significantly with increasing concentrations of the

different enzymes for both forward and reverse reads were chosen

as possible APOBEC3-induced G-to-A change. Motifs that were

statistically significantly overrepresented in this dataset were

designated as APOBEC3 trinucleotide editing contexts and used

in further analyses. We did not find any significant associations

with longer motifs. The strength of the effect was evaluated by

calculating the slope from a logistic regression of the mutation

probability against the concentration of the enzyme.

To analyze APOBEC3 editing in patients, we calculated the

sequence divergence for each position in the Gag and Vif genes of

HIV-1 and determined base frequencies at each position in the

alignment. We analyzed the G-to-A mutations in the defined

APOBEC3 trinucleotide editing contexts that increased significantly

between the two time points. We used the previously cleaned

alignments to calculate the frequency of G-to-A mutations at each

position with guanosine in the early consensus sequence by using an in-

house Perl script. These ratios were compared between time points by

Fisher’s exact test and G-to-A mutations increasing in the later time

point with aP-value,0.01 were taken into account for further analysis.

Analysis of HIV-1 evolution in patients
To avoid using uninformative sequence repeats, the viral

sequences were collapsed into shared non-recombinant haplotypes

representing only unique sequences using the tools in the FASTX-

toolkit (version 0.0.13) implemented in Galaxy (https://main.g2.

bx.psu.edu). The collapsed haplotypes in each patient were

realigned using the alignment method implemented in MUSCLE

(version 3.8.31) [61]. We kept sequences corresponding to variants

present above 0.2% of the total existing variants in the collapsed

alignments. The best-fit model of nucleotide substitution was

estimated for each of the collapsed alignments with a maximum-

likelihood method using PhyML version 3.0 as implemented in

jModelTest2 [62]. We constructed maximum-likelihood trees for the

Gag and Vif genes of HIV-1 with and without the APOBEC3

trinucleotide context of the edited sites for each patient. Because

maximum-likelihood tree error may increase when unreliable sites

are included, we estimated trees on viral sequence sets from which

gaps in the alignment were removed and considered as missing data.

Ancestral states of each node of the trees constructed with the

complete alignments (including the trinucleotide context of the

edited sites) were estimated by a maximum-likelihood method using

PhyML version 3.0 [62] applying approximate likelihood ratio test

(aLRT) for branch support [41]. Nucleotide sequences from all ten

infected patients were analyzed with phylogenetic trees using the

neighbor-joining method together with the Highlighter sequence

visualization tool (www.HIV.lanl.gov) to trace commonality between

sequences in an alignment based on individual nucleotide changes.

To assess the type of evolutionary forces operating on the

patient derived viral sequences, we estimated the overall ratio of

dN/dS using Synonymous Non-synonymous Analysis Program

(SNAP) (www.HIV.lanl.gov) [42]. Site-specific analyses of dN/dS

were undertaken using the SLAC method implemented in HyPhy

at the Datamonkey webserver (http://www.datamonkey.org/)

[50,63]. We conducted this analysis with the general reversible

(REV) model of nucleotide substitution on phylogenetic trees using

the neighbor-joining method (cut-off P-value= 0.1). We selected the

G-to-A changes among all the identified positions under selection

and then analyzed their possible association with APOBEC3

activity by testing whether there was an overrepresentation of G-to-

A mutations in an APOBEC3 editing context.

Themutation rates were estimated from the maximum-likelihood

phylogeny of viral sequences collected at the early and late time

points during infection. To account for the time-dependency of

evolution rate estimates, we rooted the tree at a position most

compatible with a strict molecular clock and analyzed the slope of

the regression of root-to-tip distances against the dates of sampling

with Path-O-Gen version 1.4 (http://tree.bio.ed.ac.uk/software/

pathogen/). Evolutionary rates obtained using this maximum-

likelihood method were confirmed by a Bayesian approach using

phylogenetic reconstructions of the complete alignments of the ten

most represented haplotypes for each patient sampled at early and

late time points during infection. This analysis was performed using

BEAST version 1.7.4 [64] with a GTR + gamma evolutionary

model assuming a strict molecular clock and a constant population

size. We computed the posterior probability of the model to obtain

the Bayes factors to discriminate among the models.

Genetic distances
We calculated the number of substitutions per site, performing a

pairwise comparison of every sequence to the first time point

consensus for viral sequences from each patient’s collapsed

alignments using MEGA (version 5.2.2), weighting the obtained

values with the number of sequences of each haplotype, and then

determining the weighted average of each time point. Two

alignments of the collapsed haplotypes in the sequenced popula-

tions were generated: One without the sites containing guanosine

in the 59-GAD-39 and 59-GGA-39 trinucleotide contexts in the first

time point consensus (corresponding to APOBEC3F and APO-

BEC3H editing), and the other without the sites containing

guanosine in 59-GGD-39 and 59-GAG-39 trinucleotide context

(corresponding to APOBEC3G). We removed the guanosines on

APOBEC3 trinucleotide contexts of the edited sites from the

alignments using the Unix stream editor command ‘sed’. Pairwise

distances of the complete alignments in each time point were
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compared with the ones obtained in the absence of guanosine in

the trinucleotide context of the edited sites using a Wilcoxon

signed-rank sum test (P,0.05). Values were normalized with their

respective sequence length prior to comparisons.

Analysis of escape mutations within HLA class I-restricted
epitopes
We genotyped the six-digit HLA types using a next-generation

sequencing method as described [65] (Table S2). To investigate

whether the CTL epitope variants or escape mutations were

mediated by APOBEC3 activity, we retrieved known or predicted

MHC class I-restricted epitopes from the HIV Molecular

Immunology Database [66] (http://www.hiv.lanl.gov/content/

immunology/variants/variant_search.html).

Statistical analysis
Standard descriptive statistics were performed with the use of

the STATA, GraphPad or R packages (version 1.1-1, http://

CRAN.R-project.org/package = binom) [67,68].

Supporting Information

Figure S1 Frequencies of tryptophan to stop codon

changes in viral sequences in infected cells from

titration experiments. Tryptophan (59-UGG-39) to stop codon

(59-UAG-39 or 59-UAA-39) happened at different frequencies at

two different positions. G-to-A mutation did not invariably happen

in the APOBEC3 trinucleotide context of the edited sites, suggesting

that other factors may affect cytidine deaminase activity.

(TIFF)

Figure S2 Patient characteristics. Shown are the mean

levels of HIV-1 RNA in plasma and CD4+ T-cell number counts

for the samples from the ten patients.

(TIFF)

Figure S3 Neighbor joining phylogenetic trees and

Highlighter plots of viral sequences from patients. Shown

are Highlighter plots and neighbor-joining trees for the Gag and

Vif genes of HIV-1 for all patients. Shown are the first (Day 0, green

letters) and second (25 weeks, purple letters) time points during

infection. The numbers present the number of collapsed sequences.

The APOBEC3-mediated mutations are highlighted with lavender

dots. Most of the evolved variants sampled at the later time points

carry G-to-A mutations in the APOBEC3 trinucleotide context of

the edited sites. The nucleotides that do not match with the master

are assigned a color as given (A: Green; T: Red; G: Orange; C:

Light blue; IUPAC codes (as regular characters): Dark blue; Gaps:

Gray; Circle: APOBEC3, Diamond: G-to-A).

(PDF)

Table S1 Patients’ characteristics and estimated date of

infection based on the onset of acute retroviral symptoms.

(DOCX)

Table S2 High-resolution HLA genotypes for the pa-

tients studied.

(DOCX)

Table S3 APOBEC3H haplotypes for the patients stud-

ied.

(DOCX)

Table S4 Number of sequence reads in the process of

error correction and reconstruction of haplotypes. After

error correction, the reads were aligned and trimmed to

encompass the greatest coverage, then collapsed into unique

haplotypes. The median number of the minimal inferred

candidate haplotypes present in the virus population.

(DOCX)

Table S5 Positively and negatively selected codon sites

in the Gag and Vif genes of HIV-1.

(DOCX)

Table S6 CTL epitopes found within the Gag and Vif

genes of HIV-1. Epitopes that are known or predicted on the

basis of amino acid positions that could act as anchors for HLA

binding (position 2 or 9) or could affect peptide processing were

found through a search for the epitope variant and escape

mutations deposited in the HIV Sequence Database (http://www.

hiv.lanl.gov/content/immunology/variants/variant_search.html).

Each patient’s restricting HLA alleles and the optimal defined or

predicted epitopes sequences plus three flanking amino acids are

listed from both early (green) and late (orange) time points. The

most common epitope sequences in early time points are listed on

the top with light green shade. The dashed lines represent the

same amino acids with the most common epitope sequence in the

early time point and the changed amino acids are listed. The

frequency changes greater than 20% were highlighted with red

fonts. aThe position refers to corresponding position in the HXB2

sequence. bEach patent’s restricting HLA alleles are listed. cThe

numbers reflect the frequencies of the epitope sequences in deep

sequences in total reads.

(XLSX)

Acknowledgments

We are indebted to the staff at the University of California, San Diego,

Acute and Early HIV-1 Infection Program, including Joanne Santangelo,

Paula Potter, Tari Gilbert and David Rodriguez. We thank Andrew

Rambaut for the helpful discussions. The authors would also like to

acknowledge Kristin Mars, Jennifer Kunstman, and Peter Swantek for

their contributions to this project.

Author Contributions

Conceived and designed the experiments: EYK SJL DDR MHM SMW.

Performed the experiments: EYK YSC PKP. Analyzed the data: EYK TB

JA IMB RLR. Contributed reagents/materials/analysis tools: JA WF SP.

Wrote the paper: EYK SJL TB MHM SMW DDR.

References

1. Wood N, Bhattacharya T, Keele BF, Giorgi E, Liu M, et al. (2009) HIV

evolution in early infection: selection pressures, patterns of insertion and

deletion, and the impact of APOBEC. PLoS Pathog 5: e1000414.

2. Mansky LM, Temin HM (1995) Lower in vivo mutation rate of human

immunodeficiency virus type 1 than that predicted from the fidelity of purified

reverse transcriptase. J Virol 69: 5087–5094.

3. Peeters M, Sharp PM (2000) Genetic diversity of HIV-1: the moving target.

AIDS 14 Suppl 3: S129–140.

4. Steinhauer DA, Domingo E, Holland JJ (1992) Lack of evidence for proofreading

mechanisms associated with an RNA virus polymerase. Gene 122: 281–288.

5. Harris RS, Bishop KN, Sheehy AM, Craig HM, Petersen-Mahrt SK, et al.

(2003) DNA deamination mediates innate immunity to retroviral infection. Cell

113: 803–809.

6. Suspene R, Rusniok C, Vartanian JP, Wain-Hobson S (2006) Twin gradients in

APOBEC3 edited HIV-1 DNA reflect the dynamics of lentiviral replication.

Nucleic Acids Res 34: 4677–4684.

7. Suspene R, Sommer P, Henry M, Ferris S, Guetard D, et al. (2004)

APOBEC3G is a single-stranded DNA cytidine deaminase and functions

independently of HIV reverse transcriptase. Nucleic Acids Res 32: 2421–

2429.

Evolutionary Significance of Sub-lethal Human APOBEC3 Protein Editing

PLOS Pathogens | www.plospathogens.org 13 July 2014 | Volume 10 | Issue 7 | e1004281

http://www.hiv.lanl.gov/content/immunology/variants/variant_search.html
http://www.hiv.lanl.gov/content/immunology/variants/variant_search.html
http://CRAN.R-project.org/package=binom
http://CRAN.R-project.org/package=binom
http://www.hiv.lanl.gov/content/immunology/variants/variant_search.html
http://www.hiv.lanl.gov/content/immunology/variants/variant_search.html


8. Yu Q, Konig R, Pillai S, Chiles K, Kearney M, et al. (2004) Single-strand

specificity of APOBEC3G accounts for minus-strand deamination of the HIV

genome. Nat Struct Mol Biol 11: 435–442.

9. Goila-Gaur R, Strebel K (2008) HIV-1 Vif, APOBEC, and intrinsic immunity.

Retrovirology 5: 51.

10. Desimmie BA, Delviks-Frankenberrry KA, Burdick RC, Qi D, Izumi T, et al.

(2014) Multiple APOBEC3 restriction factors for HIV-1 and one Vif to rule

them all. J Mol Biol 426: 1220–1245.

11. Holmes RK, Malim MH, Bishop KN (2007) APOBEC-mediated viral

restriction: not simply editing? Trends Biochem Sci 32: 118–128.

12. Bishop KN, Holmes RK, Sheehy AM, Davidson NO, Cho SJ, et al. (2004)

Cytidine deamination of retroviral DNA by diverse APOBEC proteins. Curr

Biol 14: 1392–1396.

13. Liddament MT, Brown WL, Schumacher AJ, Harris RS (2004) APOBEC3F

properties and hypermutation preferences indicate activity against HIV-1 in

vivo. Curr Biol 14: 1385–1391.

14. Arias JF, Koyama T, Kinomoto M, Tokunaga K (2012) Retroelements versus

APOBEC3 family members: No great escape from the magnificent seven. Front

Microbiol 3: 275.

15. Chiu YL, Greene WC (2008) The APOBEC3 cytidine deaminases: an innate

defensive network opposing exogenous retroviruses and endogenous retro-

elements. Annu Rev Immunol 26: 317–353.

16. Jager S, Kim DY, Hultquist JF, Shindo K, LaRue RS, et al. (2012) Vif hijacks

CBF-beta to degrade APOBEC3G and promote HIV-1 infection. Nature 481:

371–375.

17. Malim MH (2009) APOBEC proteins and intrinsic resistance to HIV-1

infection. Philos Trans R Soc Lond B Biol Sci 364: 675–687.

18. Sheehy AM, Gaddis NC, Malim MH (2003) The antiretroviral enzyme

APOBEC3G is degraded by the proteasome in response to HIV-1 Vif. Nat Med

9: 1404–1407.

19. Yu X, Yu Y, Liu B, Luo K, Kong W, et al. (2003) Induction of APOBEC3G

ubiquitination and degradation by an HIV-1 Vif-Cul5-SCF complex. Science

302: 1056–1060.

20. Janini M, Rogers M, Birx DR, McCutchan FE (2001) Human immunodefi-

ciency virus type 1 DNA sequences genetically damaged by hypermutation are

often abundant in patient peripheral blood mononuclear cells and may be

generated during near-simultaneous infection and activation of CD4(+) T cells.

J Virol 75: 7973–7986.

21. Kim EY, Bhattacharya T, Kunstman K, Swantek P, Koning FA, et al. (2010)

Human APOBEC3G-mediated editing can promote HIV-1 sequence diversi-

fication and accelerate adaptation to selective pressure. J Virol 84: 10402–10405.

22. Jern P, Russell RA, Pathak VK, Coffin JM (2009) Likely role of APOBEC3G-

mediated G-to-A mutations in HIV-1 evolution and drug resistance. PLoS

Pathog 5: e1000367.

23. Mulder LC, Harari A, Simon V (2008) Cytidine deamination induced HIV-1

drug resistance. Proc Natl Acad Sci U S A 105: 5501–5506.

24. Keele BF, Giorgi EE, Salazar-Gonzalez JF, Decker JM, Pham KT, et al. (2008)

Identification and characterization of transmitted and early founder virus

envelopes in primary HIV-1 infection. Proc Natl Acad Sci U S A 105: 7552–

7557.

25. Simon V, Zennou V, Murray D, Huang Y, Ho DD, et al. (2005) Natural

variation in Vif: differential impact on APOBEC3G/3F and a potential role in

HIV-1 diversification. PLoS Pathog 1: e6.

26. Gillick K, Pollpeter D, Phalora P, Kim EY, Wolinsky SM, et al. (2013)

Suppression of HIV-1 infection by APOBEC3 proteins in primary human

CD4(+) T cells is associated with inhibition of processive reverse transcription as

well as excessive cytidine deamination. J Virol 87: 1508–1517.

27. Casartelli N, Guivel-Benhassine F, Bouziat R, Brandler S, Schwartz O, et al.

(2010) The antiviral factor APOBEC3G improves CTL recognition of cultured

HIV-infected T cells. J Exp Med 207: 39–49.

28. Armitage AE, Katzourakis A, de Oliveira T, Welch JJ, Belshaw R, et al. (2008)

Conserved footprints of APOBEC3G on Hypermutated human immunodefi-

ciency virus type 1 and human endogenous retrovirus HERV-K(HML2)

sequences. J Virol 82: 8743–8761.

29. Hultquist JF, Lengyel JA, Refsland EW, LaRue RS, Lackey L, et al. (2011)

Human and rhesus APOBEC3D, APOBEC3F, APOBEC3G, and APOBEC3H

demonstrate a conserved capacity to restrict Vif-deficient HIV-1. J Virol 85:

11220–11234.

30. Wiegand HL, Doehle BP, Bogerd HP, Cullen BR (2004) A second human

antiretroviral factor, APOBEC3F, is suppressed by the HIV-1 and HIV-2 Vif

proteins. The EMBO Journal 23: 2451–2458.

31. Fischer W, Ganusov VV, Giorgi EE, Hraber PT, Keele BF, et al. (2010)

Transmission of single HIV-1 genomes and dynamics of early immune escape

revealed by ultra-deep sequencing. PLoS One 5: e12303.

32. Acevedo A, Brodsky L, Andino R (2014) Mutational and fitness landscapes of an

RNA virus revealed through population sequencing. Nature 505: 686–690.

33. Armitage AE, Deforche K, Chang CH, Wee E, Kramer B, et al. (2012)

APOBEC3G-induced hypermutation of human immunodeficiency virus type-1

is typically a discrete ‘‘all or nothing’’ phenomenon. PLoS Genet 8: e1002550.

34. Le T, Wright EJ, Smith DM, He W, Catano G, et al. (2013) Enhanced CD4+ T-

cell recovery with earlier HIV-1 antiretroviral therapy. N Engl J Med 368: 218–

230.

35. Harari A, Ooms M, Mulder LC, Simon V (2009) Polymorphisms and splice
variants influence the antiretroviral activity of human APOBEC3H. J Virol 83:
295–303.

36. Li MM, Emerman M (2011) Polymorphism in human APOBEC3H affects a
phenotype dominant for subcellular localization and antiviral activity. J Virol 85:
8197–8207.

37. Ooms M, Brayton B, Letko M, Maio SM, Pilcher CD, et al. (2013) HIV-1 Vif
Adaptation to Human APOBEC3H Haplotypes. Cell Host Microbe 14: 411–

421.

38. Wang X, Abudu A, Son S, Dang Y, Venta PJ, et al. (2011) Analysis of human
APOBEC3H haplotypes and anti-human immunodeficiency virus type 1
activity. J Virol 85: 3142–3152.

39. Zhen A, Du J, Zhou X, Xiong Y, Yu XF (2012) Reduced APOBEC3H variant
anti-viral activities are associated with altered RNA binding activities. PLoS One
7: e38771.

40. Eriksson N, Pachter L, Mitsuya Y, Rhee SY, Wang C, et al. (2008) Viral
population estimation using pyrosequencing. PLoS Comput Biol 4: e1000074.

41. Anisimova M, Gascuel O (2006) Approximate likelihood-ratio test for branches:
A fast, accurate, and powerful alternative. Syst Biol 55: 539–552.

42. Korber B (2000) HIV Signature and Sequence Variation Analysis. Computa-
tional Analysis of HIV Molecular Sequences. Allen G. . Rodrigo and Gerald H.
Learn, eds. ed. Dordrecht, Netherlands: Kluwer Academic Publishers. pp. 55–

72.

43. Korber B, Muldoon M, Theiler J, Gao F, Gupta R, et al. (2000) Timing the
ancestor of the HIV-1 pandemic strains. Science 288: 1789–1796.

44. Leitner T, Albert J (1999) The molecular clock of HIV-1 unveiled through
analysis of a known transmission history. Proc Natl Acad Sci U S A 96: 10752–
10757.

45. Maljkovic Berry I, Athreya G, Kothari M, Daniels M, Bruno WJ, et al. (2009)
The evolutionary rate dynamically tracks changes in HIV-1 epidemics:
application of a simple method for optimizing the evolutionary rate in
phylogenetic trees with longitudinal data. Epidemics 1: 230–239.

46. Gould SJ (1970) Dollo on Dollo’s law: irreversibility and the status of
evolutionary laws. J Hist Biol 3: 189–212.

47. Allen TM, Altfeld M, Geer SC, Kalife ET, Moore C, et al. (2005) Selective
escape from CD8+ T-cell responses represents a major driving force of human

immunodeficiency virus type 1 (HIV-1) sequence diversity and reveals
constraints on HIV-1 evolution. J Virol 79: 13239–13249.

48. Ferrari G, Korber B, Goonetilleke N, Liu MK, Turnbull EL, et al. (2011)
Relationship between functional profile of HIV-1 specific CD8 T cells and
epitope variability with the selection of escape mutants in acute HIV-1 infection.

PLoS Pathog 7: e1001273.

49. McMichael AJ, Rowland-Jones SL (2001) Cellular immune responses to HIV.
Nature 410: 980–987.

50. Pond SL, Frost SD (2005) Datamonkey: rapid detection of selective pressure on
individual sites of codon alignments. Bioinformatics 21: 2531–2533.

51. Mbisa JL, Bu W, Pathak VK (2010) APOBEC3F and APOBEC3G inhibit HIV-
1 DNA integration by different mechanisms. J Virol 84: 5250–5259.

52. Ara A, Love RP, Chelico L (2014) Different Mutagenic Potential of HIV-1
Restriction Factors APOBEC3G and APOBEC3F Is Determined by Distinct

Single-Stranded DNA Scanning Mechanisms. PLoS Pathog 10: e1004024.

53. Vartanian JP, Henry M, Marchio A, Suspene R, Aynaud MM, et al. (2010)
Massive APOBEC3 editing of hepatitis B viral DNA in cirrhosis. PLoS Pathog 6:
e1000928.

54. Pollom E, Dang KK, Potter EL, Gorelick RJ, Burch CL, et al. (2013)
Comparison of SIV and HIV-1 genomic RNA structures reveals impact of
sequence evolution on conserved and non-conserved structural motifs. PLoS
Pathog 9: e1003294.

55. Malim MH, Emerman M (2001) HIV-1 sequence variation: drift, shift, and
attenuation. Cell 104: 469–472.

56. Phalora PK, Sherer NM, Wolinsky SM, Swanson CM, Malim MH (2012) HIV-
1 Replication and APOBEC3 Antiviral Activity Are Not Regulated by P Bodies.
J Virol 86: 11712–11724.

57. Moonsamy PV, Williams T, Bonella P, Holcomb CL, Hoglund BN, et al. (2013)
High throughput HLA genotyping using 454 sequencing and the Fluidigm

Access Array System for simplified amplicon library preparation. Tissue
Antigens 81: 141–149.

58. Foley B LT, Apetrei C, Hahn B, Mizrachi I, Mullins J, Rambaut A, Wolinsky S,
and Korber B, editor (2013) HIV Sequence Compendium. Los Alamos, New

Mexico: Theoretical Biology and Biophysics Group.

59. Archer J, Baillie G, Watson SJ, Kellam P, Rambaut A, et al. (2012) Analysis of
high-depth sequence data for studying viral diversity: a comparison of next
generation sequencing platforms using Segminator II. BMC Bioinformatics 13:
47.

60. Pearson WR, Lipman DJ (1988) Improved tools for biological sequence
comparison. Proc Natl Acad Sci U S A 85: 2444–2448.

61. Edgar RC (2004) MUSCLE: multiple sequence alignment with high accuracy
and high throughput. Nucleic Acids Res 32: 1792–1797.

62. Guindon S, Gascuel O (2003) A simple, fast, and accurate algorithm to estimate

large phylogenies by maximum likelihood. Syst Biol 52: 696–704.

63. Kosakovsky Pond SL, Frost SD (2005) Not so different after all: a comparison of
methods for detecting amino acid sites under selection. Mol Biol Evol 22: 1208–
1222.

Evolutionary Significance of Sub-lethal Human APOBEC3 Protein Editing

PLOS Pathogens | www.plospathogens.org 14 July 2014 | Volume 10 | Issue 7 | e1004281



64. Drummond AJ, Suchard MA, Xie D, Rambaut A (2012) Bayesian phylogenetics
with BEAUti and the BEAST 1.7. Mol Biol Evol 29: 1969–1973.

65. Holcomb CL, Hoglund B, Anderson MW, Blake LA, Bohme I, et al. (2011) A
multi-site study using high-resolution HLA genotyping by next generation
sequencing. Tissue Antigens 77: 206–217.

66. Yusim K, Korber, B. T. M., Brander C, Haynes BF, Koup, R, Moore JP,
Walker, BD and Watkins, DI, editor (2009) HIV Molecular Immunology. Los

Alamos, New Mexico: Los Alamos National Laboratory, Theoretical Biology
and Biophysics.

67. R Development Core Team (2013) R: A Language and Environment for
Statistical Computing. Vienna, Austria: R Foundation for Statistical Computing.

68. Dorai-Raj S (2014) binom: Binomial Confidence Intervals For Several
Parameterizations. version 1.1-1 ed. http://CRAN.R-project.org/package
= binom.

Evolutionary Significance of Sub-lethal Human APOBEC3 Protein Editing

PLOS Pathogens | www.plospathogens.org 15 July 2014 | Volume 10 | Issue 7 | e1004281

http://CRAN.R-project.org/package=binom
http://CRAN.R-project.org/package=binom

