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Figure 6 Impact of 1133T mutation on the structures of pHLA and responding T cell subsets. (A) Top; Side view of structures of the
Nef126-10(8110F) (colored purple) and Nef126-108T10F) (colored green) is shown. Superimposition is based on the HLA-A*24:02 peptide binding
domain, Water molecules are represented in blue and yellow spheres for the Nef126-10(8110F) and Nef126-10(8T10F) epitopes, respectively. The
number of peptide residues is labeled in black through P1 to P10. The HLA-A*24:02 is represented as a dark grey (Nef126-10(8T10F) and light grey
cartoon. (B) The presence of the responses to each peptide was examined by ex vivo ELISpot assay. A pair of sticks, Nef126-10(8/10F) (purple) and
Nef126-10(8T10F) (green), represents the average SFU of duplicate wells to each peptide in one patient. Four individuals on the left side harbored
1331/135F mutant and 10 individuals on the right side harbored 133T/135F mutant. (C) Functional avidity curve was drawn for 9 subjects who
harbored Nef133T/135F sequence. From the curve, SD50 was calculated and projected in this chart. Nef126-10(8110F)-specific CTL responses (purple)
showed significantly higher functional avidity compared to Nef126-10(8T10F) (green). Each point represents functional avidity for specific peptide in
one individual. The significance between two groups was calculated by Mann-Whitney U-test; ¥, p < 0.05.

persons harboring 135F is consistent with escape at this
position affording clear viral advantage in at least some
cases.

We therefore propose the following model of HLA-
A*24:02-mediated CTL targeting of these overlapping
Nef epitopes in vivo. If an HLA-A*24:02-expressing pa-
tient were to be infected with the wild type virus, CTL
responses would first arise against Nefl34-10, eliciting
the Y135F escape mutant. This in turn would reveal the
novel Nefl26-10 epitope, against which CTL responses
would then arise. Similarly, if an HLA-A*24:02 express-
ing patient were to be infected with a virus harboring
Y135F (a likely occurrence given its extremely high
prevalence in Japan), we infer that a CTL response
against Nef126-10 epitope would be launched immedi-
ately following infection.

As such HIV’s evasion of Nefl34-10-specific CTL
(either via transmission or in vivo selection of Y135F)
yields a major, albeit temporary advantage to HIV, that is
subsequently diminished by the creation of the Nef126-10

epitope that is then targeted in most A*24:02-expressing
persons. By extension, the “epitope switching” from
Nef134-10 to Nefl26-10 may contribute in part to the
previous observation of relatively stable pVL over time
among HLA-A*24:02 positive patients [26] despite high
transmission frequency of 135F [4]. These observations
are not inconsistent with the idea that population-level
HIV adaptation to HLA could lead to weakening of host
antiviral control if “HLA-adapted” forms dominated the
population (as is the case with Nef-135F in Japan, which
represents the consensus at this position) [27]. If the con-
sensus at Nef codon 135 was the susceptible Y rather than
the escaped F in Japan, we hypothesize that control of
HIV by A*24 would be even greater in this region, as
Nef134—-10 and Nefl26-10 would be sequentially tar-
geted (rather than just Nefl26-10 in the case where
135F is acquired at transmission).

Of note, among the 46 patients in the IMSUT cohort,
there were no significant differences in plasma HIV load
between patients with or without Nefl126-10-specific
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CD8+ T cell responses (Figure 1, and data not shown).
However, this observation should be interpreted in the
context that all patients responding to Nef126-10 responses
harbored Nef-135F (that confers escape from responses
against the downstream Nefl34-10 epitope). Moreover,
the observation that no reversion of 135F to 135Y was
ever observed in Nef126-10 responders (Figure 1C) sug-
gests that Nef126-10-specific CTL responses are not as
effective as Nefl34-10-specific ones in controlling HIV
in vivo. Elucidating the mechanisms and i vivo relevance of
our observations would be crucial for vaccine development.
Among the HLA-associated polymorphisms, amino acid
substitutions between K-R, E-D, V-1, I-L, and Y-F are rela-
tively frequent [8,24,25]. The similarities of these amino
acid residue pairs with respect to size, charge, hydrophobi-
city, and other biochemical properties suggest that they
are often critical to the structure and function of the viral
proteins involved. Although in the present study we
characterized an example of escape-induced “epitope
switching” in HIV-1, we do not know how often this
phenomenon occurs. If an HLA-driven escape mutation
has the potential to serve as an anchor of a cryptic epi-
tope, and if an N-terminal or C-terminal anchor residue
is present at a proper distance, incorporation of both
the wild-type and the mutant peptide in a vaccine may
elicit immune response to that cryptic epitope. The
vaccine-induced CTL repertoire may be useful following
selection of the escape mutant or may prevent its selection
altogether. As such, the phenomenon of escape-induced
“epitope switch” may be relevant to vaccine design.

Conclusions

Our data represent the first example of the de novo
creation of a novel overlapping CTL epitope as a direct
result of HLA-driven immune escape in a neighboring
epitope. The robust targeting of Nefl26-10 following
transmission (or in vivo selection) of HIV-1 containing
Y135F may explain in part the previously reported stable
plasma viral loads over time in the Japanese population,
despite the high prevalence of both HLA-A*24:02 and
Nef-Y135F in circulating HIV-1 sequences.

Methods

Patients and samples

The samples and host/viral genotype data analyzed in this
study were obtained from three independent sources: (i)
the IMSUT cohort at the Institute of Medical Science, the
University of Tokyo, Japan, (ii) the baseline (pre-therapy)
cross-section of the HOMER cohort in British Columbia,
Canada ([8] and unpublished), and (iii) a longitudinal
multicenter cohort of acute/early infected individuals
[28]. The IMSUT cohort, which consists primarily of
Asian patients with chronic infection, was used to de-
termine the viral sequences and immune responses.
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IMSUT cohort

Forty-six HLA-A*24:02-positive, antiretroviral-naive,
chronically HIV-infected subjects were selected from
among patients participating in an ongoing HIV-1-
immunopathogenesis study at an HIV outpatient clinic
affiliated with the Institute of Medical Science, the
University of Tokyo (IMSUT). Study procedures in-
cluded routine collection of blood samples for virologic
and immunologic testing. Peripheral blood mononuclear
cells (PBMCs) and plasma samples were separated and
preserved in liquid nitrogen or at -80°C, respectively,
until use. The study was approved by the internal re-
view board of the Institute of the Medical Science of the
University of Tokyo (No. 11-2), and all subjects were
adults and provided written informed consent.

HOMER cohort

A total of 1038 patients from the HAART Observational
Medical Evaluation and Research (HOMER) cohort, an
open cohort of initially antiretroviral-naive chronically
HIV-infected individuals in British Columbia, Canada of
predominantly Caucasian ethnicity, were analyzed in the
present study. Plasma HIV-1 RNA sequencing and HLA
class I sequence-based typing were performed as previ-
ously described [8]. We applied phylogenetically-corrected
methods [25] to determine the strength of association
between amino acid variants at Nef codons 133 and 135 in
this dataset.

Longitudinal acute/early infection cohort

Kaplan-Meier analysis was used to investigate the time
course of selection of specific immune escape muta-
tions at Nef codons 133 and 135 among 16 HLA-A*24
expressing individuals from a longitudinal, multicen-
ter, acute/early HIV-1 infection cohort [28]. “Time to
escape” was defined as the number of days elapsed
between estimated infection date and first detection
of the escape variant (as a full or partial amino acid
change).

Plasma viral RNA sequences

Viral RNA was extracted from 140 pl of plasma using the
QIAamp viral RNA Mini kit (QIAGEN). Using 4 ul of
RNA as starting material, reverse transcription and first
PCR were carried out according to the manufacturer’s
protocol with SuperScript III One-Step RT-PCR System
with Platinum Taq High Fidelity (Invitrogen). Two pl of the
first PCR product was subjected to nested PCR, performed
using Ex-Taq HS (Takara) with 35 cycles of 30s at 94°C, 30s
at 55°C, 60s at 72°C and a final extension for 7 min at 72°C.
The primer sets were as follows (Nucleotide positions are
those of the published HIV-1 SF2 strain (GenBank acces-
sion number: K02007). For the first PCR, primers Nef-1F
(5-GTAGCTGAGGGGACAGATAGGGTTAT-3) (nt 8,6
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88 to 8731) and Nef-1R (5-GCACTCAAGGCAAGCT
TTATTGAGGC-3") (nt 9,632 to 9,607) were used; and for
the nested PCR, primers Nef-2F (5-CGTCTAGAACAT
ACCTAGAAGAATAAGACAGG-3') (nt 8,746 to 8,777)
and Nef-2R (5'-CGGAATCCGTCCCCGCGGAAAGTCCC
TTGTA-3) (nt 9,477 to 9,444) were used. The PCR prod-
ucts were purified with a PCR purification kit (QIAGEN)
before sequencing. DNA sequencing was performed
using an ABI Prism dye terminator cycle sequencing-
ready reaction kit (Applied Biosystems) on a Perkin-
Elmer ABI-377 sequencer.

Expression vectors

To construct the HLA-A*24:02 expression vector,
pcDNA3.1-A24-DsRedm, the HLA-A*24:02 sequence was
amplified by PCR using cloned HLA-A*24:02 ¢cDNA as a
template [29,30] and digested with BamHI and Ncol
Primers (5-TAATACGACTCACTATAGGG-3") and
(5-CCATGGATCCGCCCCCTCCCACTTTACAAGCTGT
GAGAGACAC-3") were used for the amplification. The
pDsRed-Monomer (Clontech) sequence was digested by
Ncol and Notl, and was ligated to the 3’ end of HLA-
A*24:02 fragment to obtain the HLA-A24-DsRedm frag-
ment. Then HLA-A24-DsRedm fragment was inserted
into the multiple cloning site of pcDNA3.1/Hygro(+)
vector (Invitrogen).

Mini-Nef and mini-Gag gene expression vectors con-
taining two reporter genes, renilla luceferase (Rluc) and
EGFP, together with hygromycin selection were con-
structed in a pTracer-CMV2 vector (Invitrogen) as fol-
lows. Wild-type and mutant mini-Nef genes (from amino
acid position 123 to 153) were amplified by PCR using the
plasmids containing HIV-1 SF-2 Nef gene with wild-type
or mutant sequence as a template [4,31,32]. Primer
sequences were (5-GGTACCGCCGCCATGGATTGG-
CAGAATTACACA-3) and (5-GGATCCGCCCCCTC
CTACCTTCTCTGGCTC-3). A mini-Gag gene, extend-
ing from amino acid position 18 to 46 in pl7, which
includes the HLA-A*24:02-restricted CTL epitope Gag28-9
(KYRLKHIVW), was amplified using a plasmid contain-
ing the 5 half of the HIV-1 SF2 strain [31,32]. The
primers used were 5-GGTACCGCCGCCATGAAAAT
TCGGTTAAGG-3" and 5-GGATCCGCCCCCTCCGA
CTGCGAATCGTTC-3". The Rluc and hygromycin genes
were amplified from pGL4.77 hRlucP/Hygro (Promega)
using primers 5-GGATCCATGGCTTCCAAGGTGTA
C-3’and 5-TCTAGAGTCGCGGCCTTAGACGTT-3.

Kpnl/BamHI fragments of mini-Nef or mini-Gag, BamHI/
Xbal fragment of Rluc and hygromycin genes amplified
from pGL4.77 hRlucP/Hygro were ligated to the Kpnl/
Xbal fragment of pTracer-CMV2 vector (Invitrogen)
to create a mini-Nef or mini-Gag expression vector,
pmNef(wt)-hRluc-EGFP and pmGag(wt)-hRluc-EGFP,
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respectively. In the final step the GFPz sequence was re-
placed by EGFP sequence (Clontech).

Peptides

Synthetic peptides were purchased from Sigma-Genosys.
The peptides used in the screening of immune response by
ELISpot had a purity of 70% or more. All other peptides
were more than 95% pure as determined by high-perform-
ance liquid chromatography and mass spectroscopy.

Cells and media

T2-A24, a kind gift from K. Kuzushima, was cultured in
RPMI 1640 (Sigma) supplemented with 100 U of penicil-
lin/ml, 100 U of streptomycin/ml, 10% heat-inactivated
fetal calf serum (FCS) (Sigma), and 0.8 mg of G418
(Invitrogen)/ml [33]. We established Nefl26-10 and
Nef134-10-specific CTL clones, 130-1 and H27-9, as
previously described [18]. CTL clones were cultured with
RPMI 1640 supplemented with 50 U of interleukin-2/ml,
100U of penicillin/ml, 100U of streptomycin/ml, and 10%
heat-inactivated FCS (R10/50), but the clones were
cultured in the absence of interleukin-2 (R10) for two
days before antigen presentation assays. pcDNA3.1-
A24-DsRedm was introduced into 293FT cell line (Invi-
trogen) and the cells were treated by hygromycin for
2 weeks. After cloning by limiting dilution we obtained
293FT-A24DRm-CY0, and confirmed HLA-A*24:02 ex-
pression with FACS analysis by using anti-HLA-A9
serotype antibody (One Lambda, data not shown).

IFN-y ELISpot assay

The gamma interferon enzyme-linked immunospot (IFN-
y ELISpot) assay was performed using patients’ PBMCs as
previously described [4] with some modifications. In brief,
96-well plates (Millipore) were coated with anti-gamma-
interferon (IFN-y) MAb 1-D1k (Mabtech) overnight at
4°C. Peptides were added directly to the wells at a final
concentration of 10 M. 5 ~ 10 x 10* cells were added to
each well with a final volume of 100 pl of R10. For nega-
tive controls, PBMCs were incubated with R10 alone with-
out peptides. After incubation at 37°C under 5% CO,
overnight (16 to 18 h), the plates were washed six times
with phosphate-buffered saline containing 0.01% tween-20
(PBST). Biotinylated anti-IFN-y MAb 7-B6-1 (Mabtech)
was added, and was incubated for 2 hours at 37°C under
5% CO,. After washing with PBST, streptavidin-alkaline
phosphatase conjugate (Mabtech) was added and the
plates were kept at room temperature for 45 min. After
washing with PBST, IFN-y-producing cells were detected
as dark spots after 10- to 20-min color reaction with
5-bromo-4-chloro-3-indolylphosphate and nitroblue tetra-
zolium by using AP Conjugate Substrate Kit (Bio-Rad).
Spots were counted by KS ELISPOT compact (Carl Zeiss)
and expressed as spot-forming units (SFU) per 10° PBMCs
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after subtracting the SFU of the negative control
Values with >50 SFU, >3 x mean SFU of negative control
and > mean SFU of negative control + 3 SD per 10° input
cells were considered as a positive response.

Since more cells were required for the immune
response screening (Figure 1B) and functional avidity
assays (Figures 4B and 6C), PBMCs were stimulated
with anti-human CD3 antibody and the T cells were
expanded for 2 to 3 weeks in R10/50 (BD Pharmingen).
Culture media was changed to R10 two days prior to the
assay date. For ex vivo IFN-y ELISpot assay (Figures 5B
and 6B), PBMCs were cultured for 6 hours in R10 media.

Peptide-HLA binding assay (Figure 2A)

Peptide binding to HLA-A*24:02 was assessed by using
a T2-A24 stabilization assay as previously described [4,33].
Briefly, after incubation for 16 hours at 26°C under 5%
CO,, 2 x 10° T2-A24 cells were incubated with 107 to
10~° M peptides for 1 h at 4°C. After keeping at 37°C
under 5% CO, for 3 hours, the cells were stained with
biotinylated anti-human HLA-A9 monoclonal antibody
(One Lambda), and streptavidin-APC conjugates (BD
Pharmingen). The mean fluorescence intensity (MFI)
was measured by FACSCalibur (Becton Dickinson). In
each experiment, MFI of samples was normalized by the
MEFI of 10™* M control peptide, Nef134-8(RYPLTEGW).
Three independent experiments were performed.

CTL clones and Epitope recognition (Figure 2B)
Nef134-10- and Nefl26-10-specific clones, H27-9 and
130-1, were established by Nef134-10(wt) and Nef126-10
(wt) peptide stimulation respectively, and limiting dilu-
tion of PBMCs from HIV-1-infected patients harboring
133 T/135 F. For in-vitro peptide stimulation, 5 x 10°
PBMCs were pulsed with 10 pM of each peptide for 1 h.
The cells were washed twice with R10, then cultured
with 1 x 10° autologous PBMCs and 4 x 10° irradiated
(3300 rad) allogeneic PBMCs in R10. After 4 days, IL-2
was added to 50 U/ml and the cells were cultured for
2-3 weeks in R10/50. Peptide-specific CD8" T cells were
enriched by MACS separation (Miltenyi) using tetra-
mers. The sorted cells were cloned by limiting dilution
to 3 or 10 cells/well in 96-well round-bottom tissue cul-
ture plates, and cultured with 10° irradiated allogeneic
PBMCs in R10/50 containing 5 pg/ml PHA-L.
CTL-recognition of the epitopes was assessed by seri-
ally diluted peptides. On day 0, 293FT-A24DRm-CY0
cells were seeded onto 96-well Flat-bottom transparent
plate (BD Falcon) so that the cultures become confluent
on day 2. On day 2, each peptide was pulsed with concen-
trations from 3% to 37° uM to the wells and incubated at
37°C under 5% CO, for 1 h. Then CTLs (5,000 ~ 10,000
cells) were added and co-cultured at 37°C under 5% CO,
for 18 to 24 h. After the incubation, supernatants were
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harvested, and IFN-y concentrations were quantified by
Human IFN-y ELISA Set (BD Bioscience). In each experi-
ment, the IFN-y value of samples was normalized to that
of the highest wild type peptide concentration (9 uM). For
example, each IFN-y value of 130-1 CTL clone was divided
by the value of the well pulsed with 9 M Nef126-10(wt)
peptide. Each assay was performed in duplicate and three
independent experiments were conducted.

Antigen presentation assay (Figure 3)

Antigen presentation was assessed by measuring epitope-
specific CTL responses to endogenously expressed anti-
gen. First, intracellular expression of each antigen was
extrapolated from the activity of reporter protein, Rluc.
293FT-A24DRm-CYO0 cells were seeded in 96-well plate
(Nunc) on day 0. On day 1, antigen expression plasmids,
pmNef(wt)-hRluc-EGFP, pmNef(135F)-hRluc-EGFP, pmNef
(133T135F)-hRluc-EGFP, or control vectors (pmGag(wt)-
hRluc-EGFP) were transfected into the cells in each
well using FuGENE HD (Promega). The cultures were
incubated at 37°C under 5% CO, for 18 to 24 h. On day 2,
transfection efficiency was inspected roughly under a
fluorescence microscope (KEYENCE BZ-9000), then
Rluc activity in each transfected well was measured by
using Dual-Glo Luciferase Assay System (Promega) and
luminometer (Promega GloMax 96 Microplate Lumin-
ometer). The assay was performed in triplicate.

Second, CTL responses against endogenously expressed
and processed epitopes were evaluated. 293FT-A24DRm-
CYO0 cells were seeded onto a 96-well Flat-bottom trans-
parent plate (BD Falcon) on day 0. On day 1, expression
plasmid was transfected to each well using FuGENE HD
(Promega). CTLs (5,000 ~ 10,000 cells) were added to the
transfected wells on day 2. After incubation for 18 to 24 h,
the supernatant of each well was harvested, and IFN-y
secretion was quantified by Human IFN-y ELISA Set (BD
Bioscience). [IFN-y ELISA was performed in duplicate.

Experiments were performed in duplicate on three
independent occasions. To normalize the values in each
experiment, mean IFN-y values of each sample were
normalized by the mean value of reference wells in
duplicate. In the reference wells, 9 uM of the wild type
peptide was pulsed to the antigen presenting cells and
then co-cultured with CTLs.

Protein expression in E. coli, refolding and purification

HLA-A*24:02 and P2m were expressed in E. coli and
refolded from inclusion bodies as previously described
with some modifications [34]. HLA-A*24:02 (18 mg), f2m
(6 mg) and peptide (4 mg) were mixed in 400 ml of refold
buffer containing 100 mM Tris, pH 8.0, 400 mM L-ar-
ginine-HCl, 2 mM EDTA, 5 mM GSH, 0.5 mM GSSG,
0.2 mM PMSF. The refolded protein was purified by
Superdex 75 column, followed by Mono Q column, and
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subsequently concentrated to 10 mg/ml in 20 mM Tris,
pH 8.0, 50 mM NaCl for crystallization.

Crystallization, data collection and structure
determination

The crystallization was done by the sitting drop vapor
diffusion method at 20°C. Crystals of the A24/N126-10
(8T10F) complex were obtained in 20% (w/v) PEG 3350,
200 mM sodium phosphate dibasic, and those of A24/
N126-10(8110F) were obtained in 20% (w/v) PEG 3350,
200 mM sodium nitrate. For cryoprotection, crystals were
soaked briefly in reservoir solutions containing 20% ethyl-
ene glycol, and then frozen in liquid nitrogen before data
collection. Data were collected at the beamline BL41XU in
SPring 8 (Hyogo, Japan), and processed with HIL2000
[35] and the CCP4 program suite [36].

The structure were determined by molecular replace-
ment using Molrep [37]. The search model was the
coordinate file of PDB (Protein Data Bank) code 3I6L
with omitted peptide for A24/N126-10(8T10F). Model
building and refinement were carried out using Coot
[38] and REFMACS5.6 implemented in CCP4, respect-
ively. The structure of A24/N126-10(8I10F) was deter-
mined with the refined A24/N126-10(8T10F) as a search
model and refined as described above. The stereochem-
istry of the refined models was assessed with RAMPAGE
[39]. All molecular graphic representations were created
with the program PyMOL (DeLano Scientific; http://
www.pymol.org). Data collection and refinement statis-
tics are shown in Additional file 2: Table S1.

Functional avidity assay

Basically, the assay was performed using the same pro-
cedure with IFN-y ELISpot assay as described above.
PBMCs were cultured for 2 to 3 weeks in R10/50 after
anti-human CD3 antibody (BD Pharmingen) stimulation,
and culture media were changed from R10/50 to R10 two
days before use. PBMCs were incubated with peptides at
concentrations from 107 to 1072 M, and SFU was cal-
culated. The functional avidity to peptide dilutions was
determined as a 50% of sigmoidal dose (SDso) SFU.

Statistical analysis

All data visualization and statistical analyses were per-
formed using GraphPad Prism (GraphPad Software, La
Jolla, CA). Student’s t-test and Mann—Whitney U-test
were used to compare the antigen presentation and func-
tional avidity between two groups, respectively. Spearman
rank correlation was used to calculate the correlation
between peptide-specific response and pVL. Dose at
50% response in sigmoidal dose—response curves (SDs)
was calculated by drawing sigmoidal dose-response
curves. Time to mutational escape, defined as the time
elapsed between estimated date of HIV-1 infection and
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the first appearance of a full or partial amino acid
change consistent with the specific escape mutation of
interest, was calculated using Kaplan-Meier (survival)
methods.

Additional files

Additional file 1: Figure S1. Overview of structures of the HLA-A*2402
in complex with the Nef126-10 peptides, Structures of (A) the A24/N126-10
(8I10F) and (B) the A24/N126-10(8T10F).The electron density of (C) the
Nef126-10(8110F) and (D) the Nef126-10(8T10F) are shown with Fo-F. omit
maps contoured at 2.0 o {cyan rmesh). (C and D) The peptide structures are
shown in a side view (top panels) and top view (bottorn panels). The
Nef126-10 (8110F) and the Nef126-10 (8T10F) are shown as a purple and a
green stick model, respectively, HLA-A24 and (32m are represented as gray
and black cartoon model, respectively.

Additional file 2: Table 51. Data collection and refinement statistics.
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Introduction closely associate with crucial events in vertebrates such as
immunity, malignancy, metabolism, and infectious diseases [1,2].
Activation-induced ~ cytidine ~deaminase/apolipoprotein B For instance, AID causes somatic hypermutation in B cells

mRNA editing enzyme, catalytic polypeptide-like (AID/APO- resulting in antibody diversification [2], whereas APOBECI edits
BEC) superfamily is composed of cellular cytidine deaminases that the mRNA of apolipoprotein B and regulates lipid metabolism [3].

PLOS Pathogens | www.plospathogens.org 1 October 2014 | Volume 10 | Issue 10 | e1004453

- 543 -



HIV-1 Evolution Promoted by Endogenous APOBEC3D and APOBEC3F In Vivo

- Author Sumtﬁérﬁ

Mutation can produce three outcomes in viruses: detn{
mental, neutral, or beneficial. The first one leads to
abrogation of virus replication because of error catastro-
phe, while the last one lets the virus escape from anti-viral
~ immune system or adapt to the host. Human APOBEC3D,
APOBEC3F, and APOBEC3G are cellular cytidine deaminas-
es which ‘cause G-to-A mutations in HIV-1 ‘genome: Here
we use a humanized mouse model and demonstrate that
endogenous  APOBEC3F and’ APOBEC3G induce G-to-A
% hypermutatlon in viral genomes and exert strong anti-HIV- -
1 activity invive. We "also: reveal that. endogenous
APOBECBD and/or APOBECBF induce viral diversification,
_which can lead to the emergence of a mutated virus:that
converts  its coreceptor usage. Our results suggest that
.. APOBEC3D and APOBEC3F are:capable of promotmg viral
 diversification and functional evolution m vivo. -

The paralogs of human AID, APOBECI, and APOBEC2 genes
are cncoded in rodents and artiodactyls [4]. On the other hand,
although mice encode a sole Apobec3 gene, primates encode seven
paralogs of murine Apobec3 in their genome, which are designated
to APOBEC3A to H. Given the strong evidence that the
duplicated genes have been exposed to selective pressures [5],
the seven APOBEC3 genes have been positively selected [6] and
APOBECS3 family proteins play various roles in primates including
humans. For instance, APOBEC3A initiates the mutations of
foreign DNA (e.g., microbial DNA), which leads to the clearance
of bacteria from human cells [7]. In addition, APOBEC3B-
mediated mutation closely associates with several human cancers
[8,9], particularly breast cancer [10].

APOBECS3G is the most extensively studied APOBECS protein
in the field of virology and plays a crucial role in the infection and
replication of HIV-1, a causative agent of AIDS [11]. APO-
BEC3G is incorporated into HIV-1 particles and induces G-to-A
mutations in the newly synthesized viral DNA, which results in the
abrogation of viral replication [4,12]. On the other hand, an HIV-
I-encoded protein, viral infectivity factor (Vif), impedes APO-
BEC3G incorporation into progeny virions by degrading these
proteins through the ubiquitin/proteasome-dependent pathway
[4,12]. In addition to APOBEC3G, in wvitro studies using cell
culture systems have demonstrated that like APOBEG3G,
APOBEC3F and APOBEC3D also potently impair HIV-1
replication [13-15]. However, one study has concluded that
APOBEC3F expression levels in T cell lines were not sufficient to
inhibit HIV-1 replication [16]. Another study analyzed the
replication of HIV-1 Vif mutants that were defective in inducing
degradation of APOBECSG or APOBEGSY in primary CD4" T
cells, and concluded that APOBEC3G exerts a stronger antiviral
activity on HIV-1 than APOBECSF [17]. Thus, the relative
impact of different APOBECS proteins on HIV-1 replication in
vivo has not been determined.

Apart from their anti-HIV-1 abilities, certain studies have
suggested that APOBECS3-mediated G-to-A mutation can lead to
viral evolution and divergence [18-21]. However, it remains
unclear how and which endogenous APOBEC3 proteins affect
HIV-1 replication, pathogenesis, and diversity in vivo.

In order to elucidate the dynamics of HIV-1 infection in vivo,
we have constructed a humanized mouse model by xenotrans-
planting human CD34" hematopoietic stem cells (hFSCs) into an
immunodeficient NOD/SCID [12rg™~ (NOG) mouse [22-28].
Our humanized mouse model is able to recapitulate the
characteristics of HIV-1 pathogenesis such as the depletion of

PLOS Pathogens | www.plospathogens.org

peripheral CD4" T cells [22,23,25]. By using this model, we have
previously demonstrated that the expression levels of endogenous
APOBECS genes in human GD4* T cells of humanized mice were
comparable to those of humans and that the combined activity of
endogenous APOBECS  proteins can potently abrogate vif-
deficient HIV-1 propagation in wvive [23]. However, which
endogenous APOBECS proteins are crucial to the anti-HIV-1
effect in vivo is not yet known. In fact, although G-to-A mutations,
presumably caused by endogenous APOBECS proteins, have been
clearly observed in the viral genomes of HIV-1-infected patients,
the frequencics of G-to-A mutations secem to vary among
individuals and the mutation context is still controversial [21,29-

37]. Morcover, because there is a possibility that some endogenous
APOBECS protein(s) are capable of facilitating viral diversification
in vivo, it is important to clucidate how endogenous APOBECS3
proteins would affect HIV-1 if we target these molecules for
therapy.

In this study, we demonstrate that the propagation of HIV-1 vif
mutants, which are unable to degrade APOBEC3D/F, APO-
BEC3G, or both APOBEC3D/F and APOBEC3G, are severely
impaired, demonstrating that endogenous APOBECSD/F and
APOBEC3G proteins potently suppress HIV-1 propagation in
vivo. In addition to the anti-HIV-1 activity of APOBEC3D and
APOBEC3F, our results demonstrate that endogenous APO-
BECS3D and APOBECST also potently induced viral diversifica-
tion. Taken together, our findings show APOBEC3D and
APOBECSF promote HIV-1 diversification in wivo and thereby
facilitate viral adaptation and evolution.

Results

Strong inhibition of HIV-1 propagation in vivo by
mutating "*“DRMR'” and/or “°YRHHY** motifs in Vif

It was demonstrated that '"DRMR'7 motif in Vif is necessary
for the degradation of APOBEC3D and APOBECSF, while
OYRHHY™ motif in Vif is necessary for the degradation of
APOBECSG [38,39]. As shown in Figure 14, these two motifs
were highly conserved in HIV-1 group M. In addition, these
motifs are located on the outside regions of Vif protein (Figure 1B)
[39]. Moreover, we confirmed that APOBEC3D, APOBECSF,
and APOBECSG have the ability to decrease vif-deficient HIV-1
infectivity in vitro (Figure S1).

To confirm the importance of these motifs in vivo, we prepared
3 Vif mutants, DRMR/AAAA (4A), YRHHY/AAAAA (5A), and
a double mutant (4A5A), based on a CCRS5-tropic HIV-1
infectious molecular clone (IMG; strain NLCSFV3) [40]. As
previously reported [17], the infectivity of W'T, 4A, 5A, and 4A5A
HIV-1s were comparable in the absence of APOBECSs
(Figure 1CQ). On the other hand, the infectivity of 4A HIV-1 was
strongly suppressed by APOBEC3D and APOBECSF but not by
APOBEC3G, while that of 5A HIV-l was decreased by
APOBEC3G but not by APOBEC3D and APOBECS3F (Fig-
ure 1C). These results indicate that 4A HIV-1 is sensitive to
APOBEC3D and APOBEC3F but not to APOBEC3G, while 5A
HIV-1 is sensitive to APOBEC3G but not to APOBEC3D and
APOBECSF.

To investigate the anti-HIV-1 activity of each endogenous A3
protein  vivo, we inoculated WT, 4A, 5A, and 4A5A HIV-1s
into humanized mice. As shown in Figure 2A, the viral loads (VLs)
of 4A, 5A, and 4A5A HIV-1s were significantly lower than that of
WT HIV-1, and the gradual decrease of peripheral CGD4" T cells
was observed only in WT HIV-l-infected mice (Figure 2B). In
contrast to vif-deleted viruses that did not replicate at all in
humanized mouse models [23,41], 4A, 5A and 4A5A HIV-1s
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Figure 1. Anti-HIV-1 effect of APOBEC3 proteins in vitro. (A) Conservation of “'DRMR'” and *°YRHHY** motifs in Vif. The vif ORF sequences of
HIV-1 group M that are registered in Los Alamos HIV sequence database (n =7,118) were aligned and analyzed as described in Materials and Methods.
(B) Location of DRMR and YRHHY motifs in Vif crystal structure. The 3D structure of Vif was generated on PyMOL v1.6 (http://www.pymol.org/) with
the crystal structure of Vif-CBFB-CUL5-ELOB-ELOC complex (PDB code: 4N9F) [79]. Yellow, cyan, and magenta cartoons respectively represent the
main chain of Vif, CBFB, and CUL5. Red and blue cartoons respectively represent DRMR and YRHHY motifs in Vif. (C) TZM-bl assay. The infectivity of
released virions was determined by using TZM-bi cells. The infectivity of each virus is normalized to the value of WT HIV-1 without APOBEC3. The
assay was performed in triplicate. *P<<0.05 versus no APOBEC3 by Student’s t test. The assay was performed in triplicate. The data represents average

with SD.
doi:10.1371/journal.ppat.1004453.g001

exhibited partial viremia (VL at 6 weeks postinfection [wpi]: WT
HIV-1, 6.3%10°+3.0x10° copies/ml; 4A HIV-1, 1.2x10°%
1.2x10° copies/ml; 5A HIV-1, 2.9x10°+0.9x10° copies/ml;
4A5A HIV-1 2.3%10°+0.7x10% copies/ml). These suggest that
the vif-mutated viruses used in this study retain some Vif activity,
even though they are highly defective. We also inoculated higher
doses of viruses into humanized mice; however, despite the higher
virus dose, these HIV-1 vif mutants did not propagate efficiently
in vivo (Figures S2A and S2B). These findings strongly suggest that
endogenous APOBECS proteins, particularly APOBEC3D, APO-
BECSF and APOBEC3G, can potently impair HIV-1 propagation
in vivo.

To quantitatively analyze the magnitude of viral propagation in
vivo, we evaluated the area under the curve (AUC) of VL
(Figure 2C; see also Materials and Methods) and the virus
replication rate (Figure 2D; see also Materials and Methods). As
shown in Figures 2C and 2D, these two analyses revealed that
both the AUC and virus replication rate of WT HIV-1 were
significantly higher than those of 4A, 5A, and 4A5A HIV-1s
(AUC: WT HIV-1, 10.0==1.8; 4A HIV-1, 2.9+0.7; 5A HIV-1,
1.120.3; 4A5A HIV-1, 0.9%0.2. Virus replication rate: WT HIV-
1, 15.0£3.0; 4A HIV-1, 4.9%0.8; 5A HIV-1, 2.4+0.4; 4A5A
HIV-1, 2.6+0.4). In addition, although the differences in viral
load (Figure 2A) and CD4 decline (Figure 2B) between 4A and 5A
HIV-l-infected mice were not large, we detected statistically
significant differences between 4A and 5A HIV-1-infected mice in
AUC (3.8-fold, P=0.030; Figure 2C) and virus replication rate
(2.1-fold, P =0.0050; Figure 2D), respectively. Taken together,
these findings suggest that endogenous APOBEC3G, APOBECS3F
and/or APOBEC3D have the potential to diminish HIV-1
propagation i vivo and that the antiviral activity of endogenous
APOBEGC3G is higher than the combined antiviral activity of
APOBEC3D and APOBECSF.

No reversion of mutations in HIV-1 vif mutants

Although the growth of HIV-1 vif mutants was generally low,
certain mice infected with 4A HIV-1 exhibited moderate levels of
viremia (Figure 2A). To assess the possibility that reversion of
mutations in vif led to the limited spread of HIV-1 vif mutants in
humanized mice, we analyzed the vif mRINA sequences in the
spleen of infected mice at 6 wpi. We observed prominent G-to-A
mutations in HIV-1 vif mutant-infected mice (Figures S3A and
S3B). We then asked whether nonsynonymous Vif mutants
frequently identified in infected mice (Figure S3C) maintained
their ability to degrade APOBECS3 proteins. As shown in

PLOS Pathogens | www.plospathogens.org

Figure 2E, all Vif mutants were expressed at similar levels.
However, although some minor variants in 4A HIV-1-infected
mice such as K34E (3/320), E88K (5/320), and E134K (9/320)
lost their-anti-APOBECS3G activity, all Vif mutants isolated from
4A HIV-l-infected mice were unable to eliminate APOBECS3F,
and those from 5A HIV-1-infected mice were unable to eliminate
APOBECSG (Figure 2F). Although I128L mutant (ATA-to-TTA
mutation) was predominantly observed in a 4A HIV-l-infected
mouse (62 out of the 320 sequences analyzed; Figure S3C), this
mutation did not affect its anti-APOBEC3 activity (Figure 2F).
These results indicate that the vif mutations did not revert the 4A
and 5A mutant phenotypes in infected mice, and that the
moderate levels of viremia observed in some HIV-1 vif mutant-
infected mice was not due to the restoration of Vif function.

Negative correlation between the expression level of
APOBEC3F and the growth of 4A HIV-1

In the 3 kinds of HIV-1 vif mutants, it was noteworthy that the
VL in each 4A HIV-1-infected mouse varied between individual
mice, while those in 5A and 4A5A HIV-l-infected mice were
uniformly low (Figure 3A, left panel). In fact, the coefficient of
variance of peak VL, which indicates the extent of distribution, in
4A HIV-1l-infected mice was ~2-fold higher than that in WT, 5A,
and 4A5A HIV-l-infected mice (Figure 3A, right panel). These
findings raised a possibility that the level of viremia in 4A HIV-1-
infected mice is correlated with endogenous APOBEC3 expression
levels. To address this possibility, we determined the endogenous
expression levels of APOBEC3D, APOBEC3F, and APOBEC3G
in the spleen of humanized mice by real-time RT-PCR and
standardized them to those of APOBEC3D according to the
procedure reported previously [42,43]. Since we have previously
demonstrated that the spleen is one of the major tissues for HIV-1
replication in our hHSC-transplanted humanized mouse model
[25], we assumed that the endogenous expression levels of
APOBEC3 genes in the splenic human mononuclear cells (MNCis)
affect the kinetics of 4A HIV-1 growth. As shown in Figure 3B, the
expression levels of APOBEC3F and APOBEC3G were 6.4-fold
and 24.7-fold higher than those of APOBEC3D, respectively, and
the expression level of APOBEC3G was 3.9-fold higher than that
of APOBEC3F.

We then analyzed the endogenous expression level of each
APOBEC3 gene in infected mice. Consistent with a previous study
in CD4" T cell cultures i wvitro [43], WT HIV-1 infection
significantly enhanced the mRNA expression of APOBEC3D,
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averages are shown in circles with SEMs, and the values from each mouse are shown by line. X-axes, wpi. In panel A, the detection limit of HIV-1 RNA
is 800 copies/ml plasma. (C) Area under the curve (AUC). AUCs of the VL of the mice infected with WT HIV-1 (n=7), 4A HIV-1 (n=11), 5A HIV-1 (n=12),
4A5A HIV-1 (n=8) were calculated using the trapezoidal rule as described in Materials and Methods. (D) Virus replication rate. Virus replication rates
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differences (P<<0.05 by Student’s t test) versus each HIV-1 vif mutant (A), between WT HIV-1 and vif mutants (C and D), and between infected mice
and mock-infected mice (B). In panels A, C, and D, each color of asterisk represents the statistically significant difference against each HIV-1 vif
mutant-infected mice. (E and F) No Vif reversion in HIV-1 vif mutant-infected humanized mice. (E) Western blotting of the Vif mutants frequently
observed in infected mice (see also Figure S3). The input of cell lysate was standardized to a-Tubulin (TUBA), and representative results are shown. (F)
TZM-bl assay. The expression plasmids of the Vif mutants were cotransfected with pNLCSFV3Avif and either APOBEC3F (top) or APOBEC3G (bottom)
expression plasmids into 2937 cells, and the infectivity of released virus was determined by using TZM-bl cells. The assay was performed in triplicate.

The data represents average with SD.
doi:10.1371/journal.ppat.1004453.g002

APOBEC3F, and APOBEC3G (Figure 3C). Given that HIV-1
infection induces type I interferon (IFN) production in i vitro cell
cultures [44] and infected individuals during the acute phase [45],
taken together with the fact that type I IFNs potently enhance the
expression of APOBECS genes [42,46], we further evaluated the
expression level of IFNB, a type I IFN. As shown in Figure 3C,
the level of IFNB in WT HIV-1-infected mice is also significantly
higher than that in mock-infected mice, although the levels of
APOBEC3D, APOBEC3F, APOBEC3G and IFNB in HIV-1 vif
mutant infected mice were comparable to mock-infected mice.
Moreover, the expression levels of respective APOBEC3 (Figure
S4A) and IFNB (Figure S4B) were significantly correlated with
each other. These findings suggest that HIV-1 propagation
induces type I IFN production resulting in the augmentation of
APOBEC3 expression in humanized mice. In addition to type I
IFNs, it has been reported that certain cytokines such as
interleukin-2, 7, and 15 [47] and mitogens [43] also potently
enhance APOBEC3 expression. Therefore, the enhancement of
APOBEC3 expression observed in infected humanized mice
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(Figure 3C) might be a combination effect of type I IFNs and
the other factors.

Furthermore, we assessed the relationship between the APO-
BEC3 expression level and 4A HIV-1 growth kinetics and found
that the VLs in 4A HIV-1-infected mice negatively correlated with
the expression level of APOBEC3F but not of APOBEC3D with
statistical significance (Figure 3D; r=—0.571, P =0.009). Taken
together, these results suggest that the endogenous expression level
of APOBEC3F determines the growth kinetics of 4A HIV-1 in
VY0,

Distinct mutation signatures observed in HIV-1 vif
mutant-infected humanized mice

To analyze the impact of APOBEC3-mediated mutations on
the viral genome in wvivo, we performed semiquantitative
differential DNA denaturation PCR (3D-PCR) [48]. In this assay,
if G-to-A mutations have accumulated in an amplicon, a PCR
product can be detected even at Jower denaturation temperatures
because the decreased GG content in the amplicon leads to more
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Figure 3. Expression levels of APOBEC3 and /FNB in infected
humanized mice. (A) Dispersion of HIV-1 growth efficiency in
humanized mice. (Left) The peak VLs of WT HIV-1 (n=7), 4A HIV-1
(n=11), 5A HIV-1 (n=12), and 4A5A HIV-1 (n=8) were classified into 4
degrees (less than 10%, 10°~10% 10°-10°, or more than 10°), and the
distribution is plotted. (Right) The coefficient of variance of the peak VLs
of WT HIV-1 (n=7), 4A HIV-1 (n=11), 5A HIV-1 (n=12), and 4A5A HIV-1
(n=8) is shown. (B) Expression levels of APOBEC3D, APOBEC3F, and
APOBEC3G in the splenic human CD4" T cells of humanized mice
(n=73) were analyzed by real-time RT-PCR. The values were standard-
ized as previously described [43], and the level of APOBEC3D is set to 1
to facilitate comparison. (C) Expression levels of APOBEC3D, APOBEC3F,
APOBEC3G, and IFNB in the splenic human CD4" T cells of infected mice
(WT, n=13; 4A, n=20; 5A, n=17; and 4A5A, n=15) and mock-infected
mice (n=8) at 6 wpi were analyzed by real-time RT-PCR. Horizontal bars
represent the averages. Asterisks represent statistically significant
difference (P<<0.05 by Student’s t test) between infected mice and
mock-infected mice. (D) Negative correlation between VL and APOBEC3
expression in 4A HIV-1-infected humanized mice. The mRNA expression
levels of APOBEC3D (left), APOBEC3F (middle), and APOBEC3G (right) in
the splenic human CD4" T cells (x-axes) and the VL at 6 wpi (y-axis) of
4A HIV-1-infected mice (n=20) are shown. The lines represent
exponential approximation. Pearson correlation coefficient (r) was
adopted to determine statistically significant correlation between each
value.

doi:10.1371/journal.ppat.1004453.g003

efficient denaturation at lower temperatures [48,49]. As shown in
Figure 4A, the 3D-PCR products were detected at relatively lower
denaturation temperatures in HIV-1 vif mutants but not of WT
HIV-1, suggesting that the proviral genomes of HIV-1 vif mutants
suffered from APOBEC3-mediated G-to-A hypermutation in vivo.
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It is known that APOBEC3G predominantly generates GG-to-
AG mutations, while APOBEC3D and APOBECSF predomi-
nanﬂy generate GA-to-AA mutations [14]. We assessed the
sequence of full- length prov1ral DNA in the spleen of infected
mice at 6 wpi, and found that GA-to-4A hypermutation was
frequently observed in 4A HIV-1, while GG-to-AG hypermutation
was readily observed in 5A and 4A5A HIV-1s (Figures 4B and
4C).

We then assessed the effect of G-to-A mutation detected in the
proviral DNA of infected mice. As shown in Figure 4D, the results
revealed that the percentage of termination codon mutations in 4A
HIV-1 (9.3%) was significantly lower than those in 5A HIV-1
(23.8%) and 4A5A HIV-1 (21.3%) (4A HIV-1 versus 5A HIV-1,
P=0.62x10"7% 4A HIV-1 versus 4A5A HIV-1, P=0.41x10"°
by Chi-square test for independence). Similar results were
observed in the longer viral genes such as gag, pol, and env
(Figure 4E). These results strongly suggest that APOBEC3G
efficiently generates termination codons compared to APO-
BEC3D and APOBECSF.

To investigate the trend of G-to-A mutation sites in depth, we
verified the nucleotides positioned between —5 to +5 from the G-
to-A mutation sites in the proviral DNA. Comparing the observed
mutations to the expected random G-to-A mutations (shown as
“reference” in Figure 4F), statistical analyses revealed that the
mutation signature of 4A HIV-l-infected mice is GAA-to-4AA,
while those of 5A and 4A5A HIV-1-infected mice were TGGG-to-
TAGG (Figures 4F and S5A). Moreover, in vitro single-round
infection assays revealed that the mutation signatures of
APOBEC3D, APOBEC3F, and APOBEC3G were GA-to-4A,
GAA-to-AAA, and TGGG-to-TAGG, respectively (Figure 4G).
These results indicate that the mutation signature observed in 4A
HIV-1l-infected was statistically similar to those of APOBEC3D
and/or APOBECS3F, and that those in 5A and 4A5A HIV-1-
infected mice were statistically similar to that of APOBEC3G
(Figure S5B).

Diversification of 4A HIV-1 in vivo

Our findings in both in vivo (Figure 4F) and in vitro (Figure 4G)
demonstrated that APOBEC3G prefers to target TGGG as
substrate. Importantly, TGG and TAG are the codons encoding
Tryptophan and termination codon, respectively, suggesting that
APOBEC3G can readily cause lethal mutations (i.e., TGG-to-
TAG termination mutations). On the other hand, APOBECSF
and APOBEC3D generated GAA-to-AAA and GA-to-AA muta-
tions, respectively (Figures 4F and 4G) which do not generate
termination codons and thus cause lethal mutations less frequently.
These findings raised a hypothesis that APOBEC3G directly
causes lethal mutations, while APOBEC3F and APOBEC3D
induce the accumulation of nonsynonymous mutations in the viral
genome. To address this hypothesis, single genome sequencing
(SGS) assays [50] were performed using viral RNA isolated from
the plasma of infected mice at 6 wpi. Since G-to-A mutations were
frequently observed in the proximal upstream region of the 3’
polypurine tract (positioned at 9056-9071; Figure S6), which was
consistent with previous reports [49,51], we focused on the env
open reading frame (ORF) sequence. As shown in Figure 5A (the
raw data is shown in Figure S7), SGS assay revealed that G-to-A
mutations were frequently observed in the viral RNA genomes of
4A HIV-l-infected mice but not of WT, 5A, and 4A5A HIV-1-
infected mice. In addition, in the 91 env amplicons of 4A HIV-1-
infected mice, 37 analyzed amplicons harbored more than
10 G-to-A mutations, and 15 analyzed amplicons harbored more
than 10 GA-to-AA mutations, respectively (Figure S8). On the
other hand, the amplicons harboring G-to-A hypermutations were
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doi:10.1371/journal.ppat.1004453.g005

rarely detected in WT, 5A, and 4A5A HIV-l-infected mice
(Figure S8). Moreover, although termination mutations were
prominently detected in the proviral DNA of 5A and 4A5A
HIV-l-infected mice (Figures 4D and 4F), the percentages of
termination mutation in the viral RNA in plasma of 5A and 4A5A
HIV-1l-infected mice were comparable to that of 4A HIV-1-
infected mice (Figure 5B; 4A HIV-1 versus 5A HIV-1, P=0.06;
4A HIV-1 versus 4A5A HIV-1, P=0.19 by Chi-square test for
independence). These findings strongly suggest that APOBEC3G-
mediated G-to-A mutations frequently result in lethal mutations.

Interestingly, the phylogenic trees displayed that the env
sequences in 4A HIV-l-infected mice were highly divergent and
harbored significant levels of G-to-A mutations (Figure 5C).
Furthermore, the analyses on genetic distance directly demon-
strated that the env RNA sequences of 4A HIV-1-infected mice
were highly divergent when compared to those of WT, 5A, and
4A5A HIV-l-infected mice (Figure 5D). Taken together, these
findings provide strong evidence that APOBECS3F and APO-
BEC3D have the potential to restrict HIV-1 propagation, but at
the same time, can also augment the emergence of quasispecies
through sub-lethal G-to-A mutations 1 vtv0.

Emergence of CCR5/CXCR4 dual-tropic HIV-1 in 4A
HIV-1-infected mice

As shown in Figure 6A, mutations were detected in both
conserved and variable regions of env. Previous studies have
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demonstrated that the variable region 3 (V3) of env, particularly
the residues positioned at 11 and 25 in the V3, determines the
CCRS or CXCR4 coreceptor usage for HIV-1 entry [52,53].
Since we detected the diversified env sequences particularly in 4A
HIV-l-infected mice (Figure 5C), we hypothesized the emergence
of viruses that can use CXCR#4 as the coreceptor in 4A HIV-1-
infected mice. To address this possibility, we screened putative
CXCR4-tropic HIV-1 by using a geno2pheno tool, which predicts
the coreceptor usage based on nucleotide sequence [54], and
found that the frequency of putative CXCR4-tropic HIV-1 in 4A
HIV-1-infected mice was significantly higher than those in mice
infected with WT, 5A, and 4A5A HIV-1s (Figure 6B, leff). The
detected putative CXCR4-tropic viruses were a N7S mutant from
a WT HIV-l-infected mouse, a G24R mutant from a 4A HIV-1-
infected mouse, and five E25K mutants from three 4A HIV-1-
infected and one 4A5A HIV-1-infected mice (Figure 6B, right). It
was particularly noteworthy that the E25K mutant detected was
due to GAA-to-AAA mutation, which is the mutation signature
mediated by APOBEC3F and APOBEC3D. To functionally
evaluate whether these mutants can use CXCR4 as the
coreceptor, we prepared the mutated virus based on NLCSFV3,
which exclusively use CCR5 as the coreceptor. As shown in
Figure 6C, we directly demonstrated that the infectivity of E25K
mutant in CXCR4" MaRBLE cells was 2.5-fold higher than that
of parental NLCSFV3 with a statistical significance (P =0.0073).
Taken together, these findings strongly suggest that the G-to-A
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mice infected with the other viruses (P=0.043 by Chi-square test for independence). (C) Functional evaluation of coreceptor usage. Viral infectivity
was measured by MaRBLE assay using R5-MaRBLE cells (left) and X4-MaRBLE cells (right). The data represents average with SD. The assay was
performed in triplicate. Asterisks represent statistically significant differences (P</0.05 by Student’s t test). NS, no statistical significance.

doi:10.1371/journal.ppat.1004453.g006

mutation mediated by APOBEC3F and APOBEC3D can
contribute to the conversion of viral coreceptor usage from

CCR5 to CXCR4.

Discussion

Previous  studies including ours have demonstrated that
endogenous APOBECS proteins have robust potential to diminish
HIV-1 replication in humanized mouse models [23,41]. Further-
more, Krisko et al. have demonstrated that greater than 80% of G-
to-A mutations in their ¢ vivo experiments were in the context of
GG-to-AG mutations, suggesting that endogenous APOBEC3G is
the dominant restricting factor in vivo [41]. However, there are no
reports that directly evaluate and compare the sole effects of
endogenous APOBEC3G and/or APOBEC3D/F on HIV-1
replication i wivo. In addition, these papers [23,41] did not
explore the possibility that endogenous APOBECS protein(s) may
contribute to viral diversification. In our present study, we directly
examined these two issues by using 3 kinds of HIV-1 vif mutants
and a humanized mouse model. We demonstrated that endoge-
nous APOBEC3G and APOBEC3D/F are intrinsic restriction
factors against HIV-1. Moreover, we observed that endogenous
APOBEC3D and APOBECSF are capable of enhancing viral
diversification in vivo.

We found that the propagation of HIV-1 wvif mutants,
particularly 5A and 4A5A, was severely suppressed even at high
doses (Figures 2A-2D and S82). Consistent with previous reports
[42,43], endogenous APOBEC3G was highly expressed in the
splenic human CD4" T cells of humanized mice when compared
to APOBEC3F and APOBEC3D (Figure 3B). In addition, the
proviral DNA of 5A and 4A5A HIV-l-infected mice exhibited
TGGG-to-TAGG hypermutations (Figure 4F), and APOBEC3G
preferentially targeted to the tetranucleotide TGGG as substrate
(Figure 4G), which readily results in termination codon mutations
(Figures 4D and 4E). These findings indicate that endogenous
APOBEG3G is an intrinsic factor that severely restricts HIV-1
propagation . vivo.

It was notable that the proviral DNA (Figures 4B—4F) and the
vif ORF in the spleens of 4A5A HIV-1-infected mice (Figure S3)
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exhibited the signature of APOBEC3G-mediated mutations. In
this regard, an in silico study has been recently reported that
APOBEC3G and APOBECSF rarely co-mutate the same viral
genome in infected individuals [55]. Because the expression level
of APOBEC3G was higher than those of APOBEC3F and
APOBEC3D (Figure 3B),-our findings suggest that APOBEC3G
‘more predominantly affects HIV-1 replication #n wivo than
APOBECS3F and APOBEC3D.

When compared to APOBEC3G, the potential role of
APOBEC3D and APOBECSF in inhibition of viral replication
has been controversial. Refsland and colleagues have recently
demonstrated  the anti-HIV-1  ability of APOBEC3D and
APOBECSF endogenously expressed in a human CD4" T cell
line called CEM2n cells {15]. On the other hand, certain previous
studies using human PBMC in vitro cultures have suggested that
endogenously expressed APOBEC3F moderately restricts [56] or
does not restrict [16] wvif-deficient HIV-1 replication. In this
regard, it should be noted that ¢n vitro culture conditions use
human CD4" T cell lines and/or human PBMCs artificially
activated with mitogens such as phytohemagglutinin, which may
not exactly mimic ¢ vivo conditions, and therefore, may not
reproduce the expression levels of APOBEC3D and APOBECS3F
in vivo. Thus, it was important to carry out the #n vivo
experiments, which now firmly establish that APOBEC3D/F do
indeed exert a substantial anti-viral effect on HIV-1 replication
(Figures 2A-2D).

Although we demonstrated that the growth kinetics of 4A HIV-
1 was significantly impaired compared to WT HIV-1 (Figures 2A~
2D), the kinetics of 4A HIV-1 varied in each mouse (Figure 3A)
and were significantly higher than those of 5A and 4A5A HIV-1
(Figures 2C and 2D). Also, the growth kinetics of 4A HIV-1
significantly and negatively correlated to the expression level of
APOBEC3F but not APOBEC3D (Figure 3D), suggesting that
endogenous APOBEC3F more critically modulates 4A HIV-1
replication #n wivo than APOBEC3D. In fact, endogenous
expression level of APOBEC3F was higher than that of
APOBEC3D (Figure 3B). Moreover, anti-HIV-1 activity of
APOBECSF was higher than that of APOBEC3D in n vitro
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transfection experiments (Figures 1C and S1), which are consistent
with previous reports [13,17,48]. Therefore, these results suggest
that the growth kinetics of 4A HIV-1 is predominantly impaired
by APOBECS3F rather than APOBEC3D.

It is known that certain APOBECS proteins can impair HIV-1
replication by inhibiting viral reverse transcription (RT) indepen-
dently of their deaminase activities [57-60]. In this regard, based
on an experimental-mathematical approach, we have recently
demonstrated that APOBEC3G restricts HIV-1 replication almost
completely in a deaminase activity-dependent manner, while
APOBECS3F impairs viral replication with the combination of G-
to-A mutations and inhibition of viral RT [61]. In addition,
although a deaminase-defective APOBEC3G mutant (E259Q)
severely lost its anti-viral effect by 173-fold, the anti-viral effect of
the deaminase-defective APOBEC3D (E264Q) and APOBEC3F
(E251Q) differed only 2-3-fold compared to the WT proteins
(Figure S1). These findings suggest that the anti-viral effect of
APOBEC3D and APOBECSF may be partially attributed to their
deaminase-independent properties. On the other hand, Albin et al.
have recently reported that vif-deficient HIV-1 can overcome the
anti-viral effect of deaminase-defective APOBECS3F in a spreading
infection experiment using T cell lines, and that APOBEC3F’s
deaminase activity is crucial for long-term restriction of vif-
deficient HIV-1 replication [62]. Moreover, Mbisa et al
previously reported that virion-incorporated APOBEC3F and
APOBEC3G potently inhibit HIV-1 integration [63]. Thus, these
findings indicate that APOBECS proteins potently suppress HIV-1
replication by at least 3 different modes: (i) G-to-A mutation; (ii)
inhibition of viral RT; and (iil) inhibition of viral integration;
moreover, the magnitude of each mode of inhibition may be
different for specific APOBECS3 proteins. Because APOBEC3’s
anti-viral modes are complex and intertwined, it would be
technically impossible to quantitatively elucidate this under n
vivo conditions. However, when compared to the mutation
signature of APOBEC3G (TGGG-to-TAGG), APOBEC3D and
APOBECSF respectively preferred the dinucleotide (GA) and
trinucleotide (GAA), which rarely led to stop codon mutations
(Figure 4G) [61]. Although the extent of deaminase-dependent
ant-HIV-1 activity of APOBECS3 proteins in vive remains
undetermined, our results suggest that endogenous APOBEC3D
and APOBECS3F may inhibit HIV-1 replication @ wivo in a
manner that is less dependent on their deaminase activity than
APOBEC3G.

Separate from the anti-HIV-1 ability of APOBEC3 proteins,
some papers have suggested that the mutations generated by
APOBECS3 proteins, particularly APOBEC3G, can promote viral
evolution [18,19,21]. In this regard, it was particularly noteworthy
that the viral RNA sequences in the plasma of 4A HIV-I-infected
mice were highly diversified when compared to those of WT, 5A,
and 4A5A HIV-l-infected mice (Figures 5C and 5D). These
findings suggest that the G-to-A mutations mediated by APO-
BEC3D and APOBECS3F, but not by APOBEC3G, can increase
the genetic diversity of viral populations. In fact, here we directly
showed the emergence of CCR5/CXCR4 dual-tropic HIV-1
most exclusively in 4A HIV-l-infected mice (4 out of the 91
amplicons analyzed; Figure 6C, right), and the 4 E25K amplicons
detected had intact ORFs (i.e., no termination mutations in the
amplicon). More importantly, the E25K mutant in the V3 region
of env, a coreceptor-switched HIV-1, was generated by a GAA-to-
AAA mutation, strongly suggesting that this mutation may be
caused by APOBEC3F, and also possibly APOBEC3D. Regarding
viral coreceptor usage, it is well known that the charge of two
specific amino acids in the V3 region of HIV-1 Env, positioned at
11 and 25, strongly influence the coreceptor usage [52,53]. Our
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findings strongly suggest that one of the two crucial mutations,
E25K, needed for conversion of CCR5 to CXCR4 usage, is
facilitated by APOBEC3D/F. This makes it more likely that
coreceptor conversion will occur as a result of a random RT error
leading to a substitution at the position 11 in genomes that have
the APOBEC3D/F-associated mutation.

In addition to the conversion of coreceptor usage (Figure 6C),
we found that the sites preferred by APOBEC3D and APOBECSF
may potentially lead to the resistance to anti-HIV-1 drugs (Table
S1). Furthermore, our results suggest that 4A HIV-1 can
propagate i vivo when APOBEC3F expression level was
relatively low (Figure 3D). Our data further suggest that sub-
lethal G-to-A mutations caused by endogenous APOBECS3D and
APOBECSF, which are expressed at a lower level, rather than
APOBEC3G, can lead to diversification of HIV-1 genomes
leading to increased viral variation and evolutionary potential.
Although our viruses used in this study produce defective Vifs, we
believe it reflects the natural infection because Simon et al. have
shown that defective vifs are often seen during natural infection in
patients [64]. Thus, the types of mutations and diversification we
observed in this study would be quantitatively higher, but similar
to the diversification that occurs during natural infection, as a
result of the emergence of vif-mutated viruses.

In conclusion, here we demonstrated that endogenous APO-
BEC3G is the bona fide anti-HIV-1 restriction factor even én vivo.
On the other hand, we also provide strong evidence indicating that
endogenous APOBECS3D and APOBECSF suppress viral replica-
tion i vivo, while these proteins potently induce viral evolution.
These findings suggest that the impairment of VifAPOBEC3G
interaction can be a novel target for anti-HIV-1 drugs, while the
restoration of deaminase activity of APOBEC3D and APOBEC3F
by inhibiting Vif-mediated degradation may potentially lead to the
enhancement of viral diversification. As shown in Figure 1B, both
DRMR and YRHHY motifs are exposed on the surface of Vif
protein [39]. Therefore, it may be possible to design compounds
that target the YRHHY motif and specifically block Vif-
APOBEC3G interaction, which may be ideal candidates for
development of novel anti-HIV-1 drugs.

Materials and Methods

Ethics statement

All procedures including animal studies were conducted
following the guidelines for the Care and Use of Laboratory
Animals of the Ministry of Education, Culture, Sports, Science
and Technology, Japan. The authors received approval from the
Institutional Animal Care and Use Committees (IACUC)/ethics
committee of Kyoto University institutional review board (protocol
number D13-25). All protocols involving human subjects were
reviewed and approved by the Kyoto University institutional
review board. Informed written consent from human subjects was
obtained in this study.

Humanized mice

NOG mice [65] were obtained from the Central Institute for
Experimental Animals (Kawasaki, Kanagawa, Japan). The mice
were maintained under specific-pathogen-free conditions and were
handled in accordance with the regulation of IACUC/ethics
committee of Kyoto University. Human CD34" hematopoietic
stem cells were isolated from human fetal liver as previously
described [66]. The humanized mouse (NOG-hCD34 mouse) was
constructed as previously described [22-27]. Briefly, 82 newborn
(aged 0 to 2 days) NOG mice from 19 litters were irradiated with
X-ray (10 cGy per mouse) by an RX-650 X-ray cabinet system
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(Faxitron X-ray Corporation) and were then intrahepatically
injected with the obtained human fetal liver-derived CD34" cells
(810" to 17x10" cells). A list of the humanized mice used in this
study is summarized in Table 52,

Cell culture

293T cells and TZM-bl cells (obtained through the NIH AIDS
Research and Reference Reagent program) [67] were maintained
in DMEM containing 10% fetal calf serum (FCS) and antibiotics.
X4-MaRBLE and R5-MaRBLE cells (kindly provided by Dr.
Wataru Sugiura) [68] were maintained in RPMI 1640 containing
10% FCS and antibiotics. For X4-MaRBLE cells, 250 pg/ml
Geneticin and 0.1 pg/ml Puromycin were added to the culture
medium. For R5-MaRBLE cells, 150 pg/ml Hygromycin B,
250 pg/ml Geneticin, and 0.1 pg/ml Puromycin were added to
the culture medium.

Virus preparation and infection

IMCs of CCR5-tropic HIV-1 (strain NLCSIFV3) [40] and its
derivatives were constructed based on pNLCGSI'V3 [40]. To construct
pNLCSFV3-DRMR/AAAA  (pNLCSFV3-44),  pNLCSFV3-
YRHHY/AAAAA (pNLCSFV3-54), and pNLCSTV3duif, the
Agel-EcoRI fragments of pNL4-3-based these mutants [17,38,69]
and pNL4-34vif [70] were subcloned into the Agel-EcoR1 site of
pNLCSFV3 [40]. To construct pNLOSFV3-4A5A, the 5A
mutation was serted into pNLCSFV3-4A  as previously
described [69]. The sequences of these constructed plasmids
were confirmed by sequencing PCR. To prepare the virus
solutions for the experiments using humanized mice, 30 ug of
pNLCSFV3 or its derivatives (pNLCSFV3-4A, pNLCOSFV3-5A,
or pNLCSFV3-4A5A) was transfected into 293T cells by the
calcium-phosphate method as previously described [23,25]. After
48 h postiransfection, the culture supernatant was harvested,
centrifuged, and then filtrated through a 0.45-pm filter (Millipore)
to produce virus solution. The amount of virus particles was
quantified by using an HIV-1 p24 antigen ELISA kit (Zeptome-
trix), and 50% infectious dose (IDsp) was measured by Reed-
Meunch’s method as previously described [25]. Virus solutions
containing 5 ng (Figure 2), 50 ng and 500 ng (Figure S2) of p24
antigen (equivalent to 1,500, 15,000, and 150,000 IDsy,
respectively) were intraperitoneally inoculated into NOG-
hCD34 mice. RPMI 1640 was used for mock infection.

Peripheral blood collection, mononuclear cell isolation,
and quantification of HIV-1 RNA in plasma

Peripheral blood and plasma were collected at 0, 1, 2, 3, 5, and
6 wpi as previously described [22,23,25,26]. The mice were
sacrificed at 6 wpi with anesthesia, and the spleen was crushed,
rubbed, and suspended as previously described [22,23,25,26]. To
obtain splenic human MNGCs, the splenic cell suspension was
separated by wusing Ficoll-Paque (Pharmacia) as previously
described [22,23,25,26]. The amount of HIV-1 RNA in 50 ul
plasma was cuantified by Bio Medical Laboratories, Inc. (the
detection limit of HIV-1 RNA is 800 copies/ml).

Flow cytometry and hematometry

Flow cytometry was performed with a FACS Canto II (BD
biosciences) as previously described [22,23,25,26], and the
obtained data were analyzed with Cell Quest software (BD
biosciences) and FlowJo software (Tree Star, Inc.). For flow
cytometry analysis, anti-CD45-PE (HI30; Biolegend), anti-CD3-
APC-Cy7 (HIT3a; Biolegend), and anti-CD4-APC (RPA-T4;
Biolegend) antibodies were used. Hematometry was performed
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with a Celltac o MEK-6450 (Nihon kohden, Co.) as previously
deseribed [23,25,26].

Transfection, western blotting, TZM-bl assay, and
MaRBLE assay

In witro transfection experiments were performed by using
Lipofectamine 2000 (Life technologies) according to the manu-
facture’s protocol. After 48 h posttransfection, the culture super-
natant was harvested, centrifuged, and then filtrated through a
0.45-um filter (Millipore) to produce virus solution. For the
experiments shown in Figure 1C, 2 ug of pNLCSFV3 or its
derivatives (pNLCSFV3-4A, pNLCSFV3-5A, or pNLCSFV3-
4ASA) was cotransfected with 100 ng of flag-tageed APOBECSD,
APOBECSYF, or APOBEC3G expression plasmid into 2937 cells.
For the experiments shown in Figures 2E and 2F, 500 ng of
pNLCSFV34uif and 500 ng of Vif expression plasmids (see below)
were cotransfected with 50 ng of flag-tagged APOBLECSF or
APOBEC3G expression plasmid [17] into 293T cells. For the
experiments shown in Figure 4G, 2 pg of pNLCSFV34uif was
cotransfected with 100 pg of flag-tagged APOBEC3D, APO-
BEC3F, or APOBEC3G expression plasmid into 293T cells. The
virus solutions were prepared as deseribed above. Then, the virus
solutions were treated with DNase I (50 unit; Takara) at 37°C for
1 h and inoculated into TZM-bl cells. The infected TZM-bl cells
were harvested at 18 h postinfection and DNA was extracted as
described below. Western blotting was performed as previously
described [23,25], and anti-Vif antibody (clone #2221; obtained
through the NIH AIDS Rescarch and Reference Reagent
program) and anti-o-Tubulin (TUBA) monoclonal antibody
(DMI1A; Sigma) were used. To quantify the infectivity of virus
solution, TZM-bl assay was performed as previously described
[23,25]. MaRBLE assay was performed as previously described
[68] with minor modifications. Briefly, the virus solutions
(normalized to the amount of p24 antigen) were inoculated into
X4-MaRBLE or R5-MaRBLE cells (1x10° cells). At 72 h
postinfection, the cells were harvested, and the luciferase activity
was measured as previously described [71].

PCR, RT-PCR, and real-time RT-PCR

DNA and RNA were extracted from the splenic human MNCs
at 6 wpi or infected TZM-Dl cells as previously described [23,25].
¢DNA was prepared by using SuperScript Il reverse transcriptase
(Life technologies) with DNase I (Life technologies), RNaseOUT
(Life technologies), and random primers according to the
manufacture’s procedure. To amplify vif ORF (Figures 2E, 2F,
and S3), RT-PCR was performed by using PrimeSTAR GXL
DNA polymerase (Takara) according to the manufacture’s
protocol, and the following primers were used: Vif-fwd (4929-
4948), 5'-gtt tgg aaa gga cca gea aa-3'; and Vif-rev (5703-5722),
5'-gce caa gta tee ceg taa gt-3'. To analyze the sequence of full-
length proviral DNA (Figures 4B—4E and S6), PCR was
performed by using Pfu Ultra II DNA polymerase (Stratagene)
according to the manufacture’s protocol, and the following
primers were used: 5’ region (475-1698, 1,224 bp), SLTRF#1
(455-474), 5'-ggt ctc tct ggt tag acc ag-3'; and SLTRR#1 (1699—
1718), 5'-gaa gct tge teg get ctt ag-3'; 5'/central region (1342—
3530, 2,189 bp), 5F#7 (1322-1341), 5'-gag cca ccc cac aag att
ta-3"; and 5/cR#7 (3531-3550), 5'-tgc cce tge tte tgt att tc-3';
central/3" region (3420-5888, 2,469 bp), C#3F (3400-3419), 5'-
ggg gaa cca aag cac taa ca-3'; and 5R#1 (5889-5913), 5'-ttt aca ata
gca att ggt aca agc a-3'; 3’ region (5453-9526, 4,074 bp), 3F#2
(5428-5452), 5'-agt cct agg tgt gaa tat caa gca g-3'; and SLTRR#1
(9527-9547), 5'~ctg gtc taa cca gag aga cc-3'. The products of PCR
and RT-PCR were cloned into pCRII-blunt-TOPO by using Zero
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blunt TOPO PCR cloning kit (Life technologies) according to the
manufacture’s protocol. To prepare the expression plasmids of the
Vif mutants (Figures 2E and 2F), the pCRII-blunt-TOPO contain-
ing vif ORFs were digested with EcoRT and blunted. The obtained
DNA fragments containing vif ORF were subcloned into the Hpal
site of pDON-AI (Takara). Real-time RT-PCR was performed as
previously described [23]. Briefly, APOBEC3D, APOBEC3F,
APOBEC3G [43] and IFNB [72] were amplified by using the
primers previously reported. The primers for GAPDH were
purchased from Life technologies. The expression levels of
APOBEC3D, APOBEC3F, and APOBEC3G (Figure 3C) were
standardized as previously described [42,43]. To construct
pINLCSFV3 G24R and E25K (Figure 6C), the DNA sequences
containing env G24R or E25K mutations were digested with Mlul
and Xbal, and the resultant DNA fragments were subcloned into the
MIuI-Xbal site of pNLCSFV3.

SGS assay

SGS assay was performed as previously described [50]. Briefly,
viral RNA was extracted from the plasma (100 pl) of infected mice
at 6 wpi by using QIAamp viral RNA mini kit (Qiagen), and
c¢DNA was prepared as previously described [50].

Sequencing PCR

Sequencing PCR was performed as previously described [23],
and the sequence data were analyzed by Segscape software v2.5
(Applied Biosystems) and Sequencher software (Hitachi). To
analyze the sequence of vif (Figures 2E, 2F and S3), M13 primers
were used. To analyze the sequence of full-length proviral DNA
(Figures 4B—4G and S6), M13 primers and the following primers
were used: 5#6 (1609-1633), 5'-gta aga atg tat agc cct acc agc a-
3’; Cl#1 (2178-2197), 5'-cag gtt tgg gga aga gac aa-3'; C#2
(2700-2719), 5'-ggg cct gaa aat cca tac aa-3'; C#4 (4004-4023),
5'-ttt gca gga tic ggg att ag-3'; C#5 (4499-4518), 5'-age aga gac
agg gea aga aa-3'; C#6 (5058-5077), 5'-ggt gat gat tgt gtg gea ag-
3'; 341 (5960-5979), 5'-gca tct cct atg gea gga ag-3'; 3#2 (6651
6660), 5'-gcg gga gaa tga taa tgg ag-3"; 3#3 (7315-7334), 5'-ccc
aga aat tgt aac gca ca-3'; 3#4 (7947-7966), 5'-gaa tcc tgg ctg tgg
aaa ga-3'; 3#5 (8511-8530), 5'-gct acc acc get tga gag ac-3'; and
346 (8969-8988), 5'-gga gga aga ggt ggg ttt tc-3'. For SGS assay
(Figure 5), direct sequencing was performed by using the primers
used in the 2nd SGS PCR and the primers 3#2 and 3#3.

Semiquantitative 3D-PCR

Semiquantitative 3D-PCR  (Figure 4A) was performed as
previously described [48]. Briefly, we used the following primers
according to the previous report [48]: 1st-fwd (2723-2746), 5'-tcc
art att trc cat aaa raa aaa-3'; Ist-rev (3575-3598), 5'-tty aga ttt tta
aat ggy tyt tga-3’; 2nd-fwd (3023-3049), 5'-aat att cca rtr tar cat
rac aaa aat-3'; and 2nd-rev (3561-3586), 5'-aat ggy tyt tga taa att
tga tat gt-3’. The 1st PCR products were quantified, and constant
amounts were used for secondary PCR over 87.5 to 77.0°C range
of denaturation temperatures. The 2nd PCR products were run on
agarose gels and were visualized by staining with ethidium
bromide.

Sequence data analysis and bioinformatics

To analyze the diversity of vif in HIV-1 group M (Figure 1A),
we obtained 7,118 vif ORF sequences registered in Los Alamos
HIV sequence database (http://www.hivlanl.gov). The 7,118
datasets were aligned by using ClustalW [73] implemented in
MEGA 5.1 software [74], and the logo plot shown in Figure 1A
was generated by using WebLogo 3 (http://weblogo.threeplusone.
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com/). To analyze the effect of G-to-A mutation in proviral DNA
(Figures 4D and 4E), the sequences of all viral genes (gag, pol, vif,
upr, tat, rev, vpu, env, and nef) were obtained from the sequence
of full-length proviral DNA (Figure 4B), and the codon-based
alignments were constructed using a Gene Cutter tool from the
Los Alamos HIV sequence database (http://www.hivlanl.gov/
content/sequence/ GENE_CUTTER/cutter.html). The effect of
G-to-A mutation in env ORF of viral RNA (Figure 5B) was also
analyzed as descried above. To analyze APOBECS3-mediated
mutations (Figures 4F and 4G), hypermut 2.0 (http://www.hiv.
lanl.gov/content/sequence/ HYPERMUT/hypermut.html)  was
used. The env ORF sequences obtained by SGS (see above) were
aligned by using ClustalW [73] implemented in MEGA 5.1
software [74]. The sequence of WT' NLCSFV3 env was used as
outgroup. The best fitting substitution model was determined
using jModelTest 2.1.3. [75]. The Akaike information criterion
(AIC) implemented in jmodeltest-2.1.3 selected GTR+I+G as the
best-fit. Since this model is not available in MEGA 5.1 software,
the TrN+I+G [76], the second best-fit model, was used in further
analyses. Genetic distances among env ORF sequences (Fig-
ure 5D) were calculated with MEGA 5.1 software under the
Tamura-Nei model [76]. ML phylogenetic trees (Figure 5C) were
reconstructed using PhyML-3.1 under TN93 model [76] with
1,000 bootstrap resamplings [77]. The env V3 sequences
determined by SGS were used for the genotypic coreceptor usage
prediction based on an algorithm, geno2pheno coreceptor [54].
The original g2p coreceptor model was selected, and the
sequences below the 10% false-positive rate cutoff were defined
as putative CXCR4-tropic viruses (Figure 6B). The major drug
resistance sites, which are potentially induced by APOBEC3D and
APOBECSF (Table S1), were determined based on the current
TAS-USA lists [78]. The sequence of HIV-1 strain HXB2
(Genbank accession number: FB707281) were used as reference.

3D structure of Vif

The 3D structure of Vif (Figure 1B) was generated on PyMOL
v1.6 (http://www.pymol.org/) with the crystal structure of Vif-
CBFB-CUL5-ELOB-ELOC complex (PDB code: 4N9F) [79].

Calculation of AUC of VL

The AUC (Figure 2C) was calculated from the VL data using
the trapezoidal rule. For example, let us define that V(%) is a VL at
time £. Then the AUC from 0 to 6 wpi is calculated as follows:

J: V(s)ds= J: V(s)ds+ le V(s)ds+ ...

6
+ J6 V(s)dsa Z{w_(w—l)}w

5 w=1

_ 26: V(w—1;+ V(w)

w=1

Estimation of virus replication rate

To quantify the dynamics during acute virus infection
(Figure 2D), we used a recently developed model describing the
loss of target cells phenomenologically as follows:

T(t)=T(0)exp(A1), for t<tx*, (1)
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T(t)=T(0)exp(A t+)exp{Ay(t—tx)}, for t>1+,  (2)

dI(f)

0 = BT()V(t)~I(1),

av(n
di

=pl(t)—cV(1).

Modecling HIV infection it is well accepted to make the quasi-
steacdy assumption, dV({)/dt=0, and to write that V{)=p*[{t),
where p* is a scaled production parameter (p* = p/c). Because we
are fitting VLs, V/({), rather than number of infected cells, 1(t), we
substitute {t) = V{l)/p* into Lq. (3) to obtain

dv(r)

= T =8V (),

©)

where % = p*[§ is the viral replication rate per target cell, and d
remains the death rate of infected cells. Because the number of
target cells scems to decrease exponentially in phases during the
acute phase of several virus infections, we approximated the
dynamics of target cells by a piece-wise exponential function. The
parameters Ay and Ay represent the two daily loss rates of target
cells, and #* represents the time at which the function switches
slope. Because Egs. (1), (2), and (5) define a non-autonomous linear
differential equation, we derived the following analytical solution
describing the acute phase of virus infections:

rx T(0)jexp(Arf) —1]
A

V(= V(O)QXP{ —5(t)}, fort<t#, (6)

rin= (7)

r o T(tx)[exp(Aa(t— 1)) —1]
Ay

V(t*)exp{

We employed the solution of Egs. (1), (2), (6), and (7) to fit the 6-
week time courses of VLs and target cells as shown in Figures 2
and S2 (using the FindMinimum package of Mathematica 9.0 to
minimize the sum of squared residuals). This model has 6
parameters: 7(0), A;, Ag, V(0), 7*, and 6. The first 3 parameters,
T(0), A}, and Ay, are estimated from the observed number of
peripheral CD4" T cells per ml of blood. For the latter 3
parameters, V(0), r*, and &, we fix 6 =1 per day [80,81], because
this is general estimate for the death rate of productively infected
cells. The initial value of VL, V(0), was set to the detection limit of
the assay (800 copies/ml plasma). The replication rate, r*, was
estimated from the data.

Statistical analysis

Data were presented as averages = SEMs or SDs. Statistical
differences were determined by Student’s ¢ test (Figures 1G, 2A~
2D, 3C, and 6C), Chi-square test for independence (Figures 4D—
4G, 5B, 6B, and S5), and Fisher’s exact test (Figure 5C). To
determine statistically significant correlation (Figures 3D and S4),
Pearson correlation coefficient (r) was applied.
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-—(5(t~t*)}, fort>1x«.

Accession numbers

The GenBank (http://www.ncbinlm.nih.gov/genbank/) acces-
sion numbers for the genes mentioned in the text are as follows:
APOBEC3D (NM_152426), APOBEC3F (NM_145298), APO-
BEC3G (NM_021822), IFNB (NM_002176), and GAPDH
(NM_002046).

Online supplemental material

Figure 81 shows the anti-viral activity of WT' and catalytically
inactive APOBEC3 proteins i wvitro. TFigure S2 shows the
dynamics of WT' HIV-1 and HIV-1 vif mutants infection in
humanized mice at higher doses. Figure S3 shows the summary of
mutations in vif ORI. Figure S4 shows the correlation of
APOBEC3 and IFNB expressions. Figure S5 shows the statistical
analyses on the preferential G-to-A mutation sites. Figure S6
shows the summary of mutations in the proviral DNA of infected
humanized mice. Figure 87 shows the raw data of SGS assay.
Figure S8 shows the extent of mutation in each amplicon of viral
enu. Table S1 shows putative drug-resistance mutations potentially
induced by APOBECSD and APOBECSE. Table S2 shows the list
of humanized mice used in this study.

Supporting Information

Figure S1 Anti-viral activity of WT and mutated APO-
BECS3 proteins in vitro. Two micrograms of pNLCSFV34uif
was cotransfected with 100 ng of flag-tagged APOBECS expres-
sion plasmid into 29371 cells. (A) Western blotting. The input of
cell lysate was standardized to o-Tubulin (TUBA), and represen-
tative results are shown. (B) TZM-bl assay. The infectivity of
released virus was determined by using TZM-bl cells. The
infectivity of each virus is normalized to the value of no
APOBEC3. The assay was performed in triplicate. The data
represents average with SD.

(TIF)

Figure $2 Dynamics of WT HIV-1 and HIV-1 vif mutants
infection in humanized mice at higher deses. (A and B)
Virus solutions containing 50 ng (A; 4A HIV-1 [n=8], 5A HIV-1
[n=8], and 4A5A HIV-1 [n=6]) or 500 ng (B; 4A HIV-1 [n=5],
5A HIV-1 [n=8], and 4A5A HIV-1 [n=6]) p24 antigens were
intraperitoneally inoculated into humanized mice. The amount of
viral RNA in plasma ({op) and the level of peripheral CD4” T cells
(CD45" CD3" CD4" cells) (bottom) were analyzed at 0, 1, 2, 3, 5,
and 6 wpl. The averages are shown in circles with SEMs, and the
values from each mouse are shown by line. In panel A, the detection
limit of HIV-1 RNA is 800 copies/ml plasma.

(TIE)

Figure $3 Mutations in vif ORF. The vif ORTs (5041-5619,
579 bases) of viral RNA in the spleen of infected mice (WT, n=82
from 3 mice; 4A, n = 320 from 7 mice; 5A, n = 132 from 3 mice; and
4A5A, n=59 from 1 mouse) were sequenced. (A) The mutation
matrix (left) and the pie chart of G-to-A mutation (right) are shown.
In the 7ight panel, the diameters of pie charts represent the
percentage of G-to-A mutations in total mutations. (B) The extent of
mutation in each amplicon of vif ORF sequences. The numbers of
total mutations (top, gray), G-to-A mutations (upper middle, black),
GA-to-AA mutations (lower middle, red), and GG-to-AG mutations
(bottom, blue) within each amplicon are respectively shown. (C) The
vif amplicons harboring nonsynonymous mutations are summa-
rized. “X” means stop codon mutation. The vif ORFs indicated by
asterisks were used for the functional assay, and the results are
shown in Figures 2E and 2F. In the panel of 4A5A, the amplicon
harboring both R132K and 1124M mutations (indicated by double
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daggers) were frequently detected and were used for the functional
assay (Figures 2E and 2F).

(TIF)

Figure S4 Correlation of APOBEC3 and IFNB expres-
sions. The mRNA expression levels of APOBEC3D, APO-
BEEC3F, APOBEC3G, and IFNB in the splenic human CD4" T
cells of humanize mice (n=73) were measured by real-time RT-
PCR. The expression level of each gene was normalized to that of
GAPDH and was shown as relative expression. The correlation
between each APOBEC3 (A) and between APOBEC3 (x-axes) and
IFNB (y-axes) (B) are respectively shown. The lines represent
exponential approximation. Pearson correlation coeflicient (r) was
adopted to determine statistically significant correlation between
each value.

(TIF)

Figure S5 Statistical analyses on the preferential G-to-A
mutation sites. The detected G-to-A mutation sites in the proviral
DNA of vif-mutated HIV-l-infected mice (A) and in vitro
experiments (B) were classified according to the nucleotides
positioned between —5 to +5 from the detected G-to-A mutation
sites (position 0; see also Figures 4F and 4G). Statistical differences at
each position were determined by Chi-square test for independence,
and the P values at each position is shown in y-axes. Statistically
significant differences (P<<0.001) are shown with asterisks.

(TIE)
Figure $6 Mutations in the proviral DNA of infected

humanized mice. The percentages of mutations in each site are
summarized.

(TTF)

Figure S7 Raw data of SGS assay. The env ORF (6221-
8782, 2,562 bases) of viral RNA in the plasma of infected mice
(WT, n=73 from 2 mice; 4A, n =91 from 3 mice; 5A, n = 68 from
2 mice; and 4A5A, n = 33 from 1 mouse) were analyzed by SGS
assay, and the raw data are shown.

(TIF)
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Table 81 Putative drug-resistance mutations potential-
ly induced by APOBEC3D and APOBEC3F. The table
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(PDF)

Table S2 Humanized mice used in this study. A full list of
the 82 humanized mice used in this study.

(PDEF)
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