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nonlinear least-squares regression (FindMinimum package of Mathema-
tica ver. 7.0 software). Since virion clearance occurs too rapidly to esti-
mate ¢ from the available data in Rhesus macaques, we fixed c=62.1
(determined previously) (Igarashi et al,, 1999), although the change in
¢ did not significantly change in our parameter estimates (data not
shown). To derive the 68% confidence interval for each parameter, we
employed a bootstrap method (Efron, 1979; Efron and Tibshirani,
1986) in which each experiment was simulated 1000 times. Statistical
comparisons for continuously distributed variables between groups
were performed with Welch's test. Nominal P-values <0.05 were consid-
ered statistically significant and all tests were two-sided.

Necropsy and tissue collection

All the animals were subjected to perfusion/euthanasia, as de-
scribed previously (Igarashi et al., 2002), with minor modifications.
Briefly, animals anesthetized with ketamine/xylazine were intrave-
nously administered pentobarbital sodium (50 mg/kg body weight,
Nembutal; Abbott Laboratories) before thoracotomy. The right atrium
was incised and one liter of sterile saline anti-coagulated with hepa-
rin (5 U/ml) was introduced into the left ventricle via a 16G needle at-
tached to infusion tubing. Peripheral blood was collected prior to
perfusion. During the perfusion, tissue collection was conducted. Col-
lected tissues were trimmed and placed into two independent work-
flows: submersion in RNAlater (Qiagen) and stored at — 20 °C until
RNA extraction, and fixation in 4% paraformaldehyde in PBS at 4 °C
overnight, followed by embedding in paraffin wax for histopathologic
analyses. The list of collected tissues is summarized in Table 5.

Isolation, quantification, and statistical analysis of viral RNA from tissues

Tissues submerged in RNAlater and stored at — 20 °C were sub-
jected to total RNA extraction using TRIzol reagent (Invitrogen)
according to the manufacturer’'s recommendations. Briefly,
50-100 mg of each tissue resuspended in 1ml of TRIzol reagent
were homogenized with Lysing Matrix D (MP Biomedicals, Irvine,
CA) using FastPrep FP120 (MP Biomedicals). Chloroform (0.2 ml)
was added to the homogenate, and the aqueous phase was collected
to a new tube after centrifugation at 12,000xg for 15 min at 4°C.
The aqueous phase was mixed with 0.5 ml isopropanol, and the su-
pernatant was removed after centrifugation at 12,000 xg for 10 min
at 4 °C. Then, 1 ml of 75% ethanol was added to the pellet and, after
centrifugation at 7500xg for 5 min at 4°C, the supernatant was
cleared. The total RNA sample was resuspended in RNase-free water
and frozen at — 80 °C until use. The amount of RNA extracted from
each tissue specimen was measured in a UV spectrophotometer
(UV-1600; Shimadzu, Kyoto, Japan). Aliquots (1 pg) of RNA extracted
from the various tissue samples were subjected to RT-PCR, to amplify
the SIV gag region. The amounts of VRNA detected by PCR in a variety
of tissues from treated animals and untreated controls, as described
below, were compared using a Mann-Whitney test and GraphPad
Prism software (GraphPad, La Jolla, CA).

Immunohistochemistry

Viral-protein-producing cells were visualized with an anti-SIV an-
tibody and anti-CD35 antibody, as described previously (Inaba et al.,
2009), with minor modifications. Briefly, tissue sections (4-um thick-
ness) were dewaxed with xylene, rehydrated through an alcohol gra-
dient, submerged in Target Retrieval Solution (DAKO, Glostrup,
Denmark), and processed in an autoclave for 10 min to unmask the
antigens. Subsequently, the tissue sections were washed with Tris-
buffered saline/Tween-20 (TBST), treated with REAL Peroxidase-
Blocking Solution (DAKO) for 5 min, to deactivate endogenous perox-
idase, and washed with TBST. The sections were incubated with an
anti-SIV Nef mouse monoclonal antibody (diluted 1:500, clone 04-

001; FIT Biotech, Tampere, Finland) at 4 °C overnight. After washing
with TBST, the sections were incubated at room temperature for
30 min with the Envision+ kit (a horseradish peroxidase-labeled
anti-mouse immunoglobulin polymer; DAKO), washed with TBST, vi-
sualized using diaminobenzidine (DAB) substrate (DAKO) as the
chromogen, and rinsed in distilled water. Subsequently, the sections
were treated at 95°C for 10 min with Target Retrieval Solution
(DAKOQ), to deactivate the antibody added upstream in the procedure,
washed with TBST, and incubated with the anti-CD35 mouse mono-
clonal antibody (diluted 1:50, clone Ber-MAC-DRC; DAKQ) at 4 °C
overnight. After washing, the slides were incubated with Histofine
Simple Stain AP (an alkaline phosphatase-labeled anti-mouse immu-
noglobulin polymer; Nichirei, Tokyo, Japan) at room temperature for
30 min, and washed with TBST. The specific antigen-antibody reac-
tion was visualized with Blue Alkaline Phosphatase Substrate Kit Iil
(Vector Laboratories, Burlingame, CA). The stained sections were ex-
amined under an Axiophot Universal microscope (Carl Zeiss, Oberko-
chen, Germany), and images were captured with the Nikon Digital
Sight DS-Fi1 camera head and Nikon Digital Sight D5-L2 control unit
(Nikon, Tokyo, Japan).

To identity the Nef-producing cells, slides of the tissue were
stained with the anti-SIV antibody and anti-CD3 antibody. Sections
were subjected to dewaxing and unmasking of antigens, as described
above. Subsequently, the sections were incubated with the anti-SIV
Nef mouse monoclonal antibody (diluted 1:500, clone 04-001; FIT
Biotech) at 4 °C overnight. After washing with TBST, the sections
were incubated at room temperature for 30 min with anti-CD3 rabbit
polyclonal antibody (diluted 1:50; DAKO), and washed with TBST.
The sections were treated with Alexa Fluor 488 (diluted 1:200,
fluorochrome-conjugated goat anti-mouse immunoglobulin G; Mo-
lecular Probes, Eugene, OR) and Alexa Fluor 594 (diluted 1:200;
fluorochrome-conjugated goat anti-rabbit immunoglobulin G; Molec-
ular Probes) for 1 h, to visualize the bound anti-SIV Nef antibody and
anti-CD3 antibody, respectively. The stained sections were examined
using a Leica TCS SP2 AOBS confocal microscope (Leica Microsystems,
Exton, PA) and the Leica image software (Leica Microsystems). Sec-
tions prepared from an SIV-infected monkey (MM521) and unin-
fected monkeys were stained in the same manner as those from
cART and post-cART animals, as controls for the staining (Supplemen-
tal Fig. 3).

Supplementary materials related to this article can be found online
at doi:10.1016/j.virol.2011.11.024.
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( Abstract

Background: Developing a quantitative understanding of viral kinetics is useful for determining the pathogenesis
and transmissibility of the virus, predicting the course of disease, and evaluating the effects of antiviral therapy. The
availability of data in clinical, animal, and cell culture studies, however, has been quite limited. Many studies of
virus infection kinetics have been based solely on measures of total or infectious virus count. Here, we introduce a
new mathematical model which tracks both infectious and total viral load, as well as the fraction of infected and
uninfected cells within a cell culture, and apply it to analyze time-course data of an SHIV infection in vitro.

Results: We infected HSC-F cells with SHIV-KS661 and measured the concentration of Nef-negative (target) and
Nef-positive (infected) HSC-F cells, the total viral load, and the infectious viral load daily for nine days. The
experiments were repeated at four different MOls, and the model was fitted to the full dataset simultaneously. Our
analysis allowed us to extract an infected cell half-life of 14.1 h, a half-life of SHIV-KS661 infectiousness of 179 h, a
virus burst size of 22.1 thousand RNA copies or 0.19 TCIDsq, and a basic reproductive number of 62.8. Furthermore,

produced.

Human immunodeficiency virus

we calculated that SHIV-KS661 virus-infected cells produce at least 1 infectious virion for every 350 virions

Conclusions: Our method, combining in vitro experiments and a mathematical model, provides detailed
quantitative insights into the kinetics of the SHIV infection which could be used to significantly improve the
understanding of SHIV and HIV-1 pathogenesis. The method could also be applied to other viral infections and
used to improve the in vitro determination of the effect and efficacy of antiviral compounds.

Keywords: Viral infectiousness, Quantification of viral dynamics, In vitro experiment, Mathematical model, Simian/

Background

Historically, the study of the highly pathogenic simian/
human immunodeficiency virus (SHIV) has provided
important information for the understanding of human
immunodeficiency virus type-1 (HIV-1) pathogenesis.
For example, it was clarified in an SHIV animal study
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that co-receptor usage determined by the HIV-1 env
gene affects the virus’ cell tropism (preference for speci-
fic target cell populations), and thus its pathogenesis, in
vivo [1-3]. Furthermore, infections with highly patho-
genic SHIV strains in animal models have exhibited
stable clinical manifestations in most infected animals,
similar to an aspect of infection course in human HIV
infections [4,5]. One of the highly pathogenic SHIV
strains, SHIV-KS661, which has the env gene of HIV-1
89.6 and predominantly uses CXCR4 as the secondary
receptor for its infection [2], causes an infection that

© 2012 Iwami et al; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative Commons
Attribution License (http//creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and reproduction in
any medium, provided the original work is properly cited.
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systemically depletes the CD4" T cells of rhesus maca-
ques within 4 weeks after infection [6,7]. In observations
by our group in recent years, the intravenous infection
of rhesus macaques with SHIV-KS661 has consistently
resulted in high viremia and CD4" T cell depletion, fol-
lowed by malignant morbidity as a result of severe
chronic diarrhea and wasting after 6 to 18 months [8].
Despite this well-developed in vivo model, the detailed
kinetics of SHIV-KS661 remain unclear. Quantifying
and understanding viral kinetics will provide us with
novel insights about the pathogenesis of SHIV (and
HIV-1), for example, by enabling the quantitative com-
parison of the replicative capacity of different strains.

In recent years, virological data from clinical patient
studies, animal experiments, and cell culture studies
have frequently been analyzed using mathematical mod-
els. Mathematical analysis of clinical data is an increas-
ingly popular tool for the evaluation of drugs, the
elaboration of diagnostic criteria, and the generation of
recommendations for effective therapies [9-17]. Analyses
of animal and cell culture studies have revealed funda-
mental aspects of viral infections including the specifica-
tion of the half-life of infected cells and virus, the virus
burst size, and the relative contribution of the immune
response [18-29]. Important results have also been
obtained in the analysis of purely in vitro experiments.
For example, in Beauchemin et. 4l. [19], simple mathe-
matical models were employed to analyze the effect of
amantadine treatment on the course of experimental
infections of Madin Darby canine kidney (MDCK) cells
with influenza A/Albany/1/98 (H3N2) in a hollow-fiber
(HF) reactor. Fits of the models to the experimental
data determined that the 50% inhibitory concentration
(ICs0) of amantadine for that particular strain was 0.3-
0.4 pM and found amantadine to be 56-74% effective at
blocking the infection of target cells. Thus, analyses of
experimental data using mathematical models have pro-
vided, and continue to provide, quantitative information
about the kinetics of viral infections - particularly for
HIV-1, the hepatitis C virus (HCV), and the influenza
virus - by estimating infection parameters buried within
experimental data.

Despite these successes, the available virological data,
even for in vitro experiments, have often been limited in
that many modeling analyses have been based only on
total viral load data (e.g., RNA or DNA copies, hemag-
glutination assay (HA)) [9-13,15-17,20,22,23,26,27] or
infectious viral load data (e.g., 50% tissue culture infec-
tion dose (TCIDs,) or plaque forming units (PFU))
[18,19,25]. Thus, while the applied mathematical models
typically depend on the interaction of many components
of the infection - including the populations of suscepti-
ble and infected cells - they are often only confronted
by a single biological quantity: the time-course of the
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viral load. More rarely, diverse data sets including both
virus and cell measurements have been considered
[14,29-37]. Notable examples of the latter case include
the analysis of an influenza infection in a microcarrier
culture by Schulz-Horsel et al. [29], who measured and
modeled the infectious and total viral load, along with
the fraction of infected cells; and the in vivo studies of
HIV-1 dynamics following antiviral therapy by Perelson
and co-workers (e.g., [14,31]), who have considered
measurements of viral load as well as susceptible and
infected cells.

Here, we combined a relatively simple mathematical
model of SHIV infection in HSC-F cells with an in vitro
experimental system which allows for the measurement
of both total and infectious viral load and the concentra-
tion of target and infected cells. We infected HSC-F - a
CD4" T cell line established from cynomolgus monkey -
in vitro with SHIV-KS661 at four different multiplicities
of infection (MOI) and measured the concentration of
Nef-negative (susceptible/target) and Nef-positive
(infected/virus producing) HSC-F cells [cells/ml], and
the total [RNA copies/ml] and infectious [TCIDso/ml]
viral load daily over nine days. With this abundant and
diverse data, we were able to fully parameterize the
dynamic model and determine robust estimates for viral
kinetics parameters, thus quantifying the infection cycle.
Our in vitro quantification system for SHIV-KS661
should be a valuable complement to the well-developed
in vivo model and can be used to significantly improve
the understanding of SHIV and HIV-1 pathogenesis.

Results

Mathematical model

To describe the in vitro kinetics of the SHIV-KS661
viral infection in our experimental system (Table 1), we
expanded a basic mathematical model widely used for
analyzing viral kinetics [13,17-19,27,38,39]. The follow-
ing equations are our extended model:

dx

yrin —Bxvy — dx 1)

Y pr—ay )

d

:;ﬁ = pky — 1jv; — TRNAVI (3)
t

dung

el (1 = p)ky + 11v1 — TRNAVNI (4)

where x and y are the number of target (susceptible)
and infected (virus-producing) cells per ml of medium,
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Table 1 Experimental data for the in vitro experiment
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Mol Measurement day
0 1 2 3 4 5 6 7 8

Concentration of Nef-negative HSC-F cells (cells/ml)

2% 10% 5470829 6044623 2690861 1012828 223584 42130 58470 10386 10270

2% 10% 2333804 4953074 2985268 2201172 811240 621750 60255 19998 4857

2% 10° 2574201 3563431 3434160 2345412 1269216 1345728 264794 71792 127996

2x10% 3357117 2583058 4557411 35074989 1334060 1896048 1022157 307908 153360
Concentration of Nef-positive HSC-F cells (cells/ml)

2x10%  di* dl. 439139 1167172 736416 177870 41530 19614 9730

2x 10%  dl, dl 84732 158828 548760 878250 89745 40002 5143

2x10°%  dl. dl. dl 64588 170784 574272 165206 88208 92004

2x10%  dl. dl - dl dl. 65940 383952 347843 232092 86640
Total viral load of SHIV-KS661 (RNA copies/ml)

2% 10° 9180000 331000000 2840000000 4050000000 3140000000 1120000000 154000000 20200000 5650000

2x10% 1030000 26200000 256000000 1670000000 2110000000 1740000000 609000000 134000000 19400000

2% 10% 126744 4370000 51200000 489000000 1280000000 1940000000 1230000000 570000000 130000000

2% 10% 10170 800536 4600000 54200000 322000000 1300000000 1210000000 603000000 275000000
Infectious viral load of SHIV-KS661 (TCIDso/ml)

2%x10% 40 4064 40960 81920 163840 20480 2560 160 dl

2x10%  dl 0 403 5120 16255 40960 1280 101 40

2x 107 dl 64 640 4064 20480 25803 5120 1280 640

2x10% 40 40 80 640 5120 1280 1280 640 1280

“d.l.” designates samples in which the concentration was below the detection limit.

vy and vyy are the number of RNA copies of infectious
and non-infectious virus per ml of medium, respectively.
Parameters d, @, rgna, and B represent the death rate of
target cells, the death rate of infected cells, the degrada-
tion rate of viral RNA, and the rate constant for infec-
tion of target cells by virus, respectively. We assume
that each infected cell releases k virus particles per day
(i.e., k is the viral production rate of an infected cell), of
which a fraction p are infectious and I-p are non-infec-
tious. Infectious virions lose infectivity at rate r;, becom-
ing non-infectious. Implicit in Egs.(1)-(4) is the
assumption that once a cell is infected by infectious
virus it immediately begins producing progeny virus.
We also tested a variant of the model which incorpo-
rates an “eclipse” phase of infection to represent the
cell’s period of latency prior to virus production. We
found, however, that including this phase did not signifi-
cantly improve the fit of the model to the data and led
to very similar extracted parameter values (see Addi-
tional files 1, 2, 3). Therefore, in all further analyses, this
phase was omitted in favor of the simpler model formu-
lation. A schematic of our mathematical model is shown
in Figure 1.

To fit the observed viral load data - consisting of RNA
copies/ml and TCIDsp/ml - and to account for the par-
tial removal of cells and virus due to sampling, we
transformed Egs.(1)-(4) into the following scaled model:

dx

—_—= —ﬂ50x1/50 —dx — 8x (5)

dt
~

Target cells I Infected cells Y
d \ Infection rate
-« =
Ceath rate Death rate

s A
- ® ®

.
Infectious virus Uy 14 Replication rate
1-p

Loss rate of r
infectivity

® Ratio of non-
Degradation rate @ @ infectious virus

Non-infectious vius V7 1

Figure 1 A schematic representation of the mathematical
model. The variables x and y are the number of target and infected
cells; v, and vy are the number of RNA copies of infectious and
non-infectious virus, respectively. Parameters d, g, rgna, and
represent the death rate of target cells, the death rate of infected
cells, the degradation rate of viral RNA, and the rate constant for
infection of cells by infectious virus, respectively. It is assumed that
infected cells release virus particles at a rate k, that a fraction p of
these particles are infectious (7-p are non-infectious) but lose
infectivity at a rate r, becoming non-infectious.
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dy
— = —ay—§
I Bsoxvsg — ay — 8y
dv,
S;\IA = ky — TRNAVRNA — TcURNA (7)
dv
—:i%q = ksgy — T[Vs0 — TRNAV50 — TcUs0 (8)

where vgpn4 = vy+vyy is the total concentration of viral
RNA copies, vsp = av; is the infectious viral load
expressed in TCIDso/ml, and « is the conversion factor
from infectious viral RNA copies to TCIDs5q. Since the
measure of 1 TCIDs, corresponds to an average of 0.68
infection events (by Poisson statistics), we have 0
<@£1.47 TCIDs, per RNA copies of infectious virus.
Parameters 85y = B/ and ksy = apk are the converted
infection rate constant and production rate of infectious
virus, respectively. At each sampling time, the concen-
tration of Nef-negative and Nef-positive HSC-F cells
must be reduced in our model by 5.5% and the viral
loads (RNA copies and TCID5g) by 99.93% to account
for the experimental harvesting of cells and virus. These
losses were modeled in Egs.(5)-(8) by approximating the
sampling of cells and virus as a continuous exponential
decay, yielding a rate of § = 0.057 per day for cell har-
vest and r, = 7.31 per day for virus harvest. We found
that a model which implements the sampling explicitly,
as a punctual reduction at each sampling time, similar
to the model in [19], did not significantly improve the
quality of the fit (data not shown).
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Of the seven free model parameters remaining, three
of them (d, rj, rrnya) were determined by direct measure-
ments in separate experiments described below. The
remaining four parameters (Bso, 4, k, ksp) along with 16
initial (¢ = 0) values for the variables (four at each of the
four MOI values) were determined by fitting the model
to the data as described in Methods (Tables 2 and 3).

In vitro half-lives of the SHIV-KS661 virus and HSC-F cells
The rates at which SHIV-KS661 virions lose infectivity,
7 and the rate at which their viral RNA degrades, rgaa,
were each estimated directly in separate experiments
(Figure 2). Linear regressions were performed to fit
logvrna(t) = logvrna(0)-rrnat and logvse(t) = logvse(0)-rit
to those data, yielding values of rpy4 = 0.039 per day
(95% confidence interval (95%CI): 0.013-0.065 per day)
and r; = 0.93 per day (95%CI: 0.44-1.4 per day). These
correspond to an infectious virion half-life of 77.9 h and
an RNA viability half-life of 17.7 d. The death rate of
target cells, d, was also estimated directly, in a mock
infection experiment where Nef-negative (target) HSC-F
cells were exposed to the culture conditions of the
experiment without virus (data not shown). A linear
regression was performed to fit logx(t) = logx(0)-(d+d)t
to the time course data, yielding d = 0.21 per day (95%
CI: 0.18-0.27), corresponding to an average target cell
lifespan of 4.76 d (half-life of 3.30 d).

Time-course in vitro data
Time-course in vitro experimental data were collected
over nine days, consisting of the concentrations of Nef-

Table 2 Parameters values and derived quantities for the in vitro experiment

Parameter Name Symbol Unit Value 95%Cl
Calculated parameters for the continuous approximation of cell and virus harvest

Harvest rate of target and infected cells J day” 0.057 -

Harvest rate of total and infectious virus re day 731 -

Fitted parameters from separate experiments

Decay rate of uninfected cells d day™ 0.21 0.17-0.26

Rate of virion infectivity loss 7 day™ 093 0.44-14
Degradation rate of virion RNA TRNA day’ 0.039 0.013-0.065
Parameters obtained from simultaneous fit to full in vitro dataset

Rate constant for infections Bso (TCIDso/ml-day)” 495 x 107 (2.35-9.59) x 107
Decay rate of infected cells a day” 118 0.85-1.26
Production rate of total virus k RNA copies-day” 261 x 10 (1.55-3.70) x 10*
Production rate of infectious virus kso TCIDsoday™ 022 0.12-040
Quantities derived from fitted values

Viral burst size (total) ka RNA copies 221 % 10* (1.74-2.96) x 10*
Viral burst size (infectious) kso/a TCDsg 0.19 0.11-0.33

Basic reproductive number (without removal) Ro - 62.8 51.1-76.8

Basic reproductive number (with removal) Ro* - 7.01 5.70-845
Minimum fraction of infectious virus kso/k TCIDso/RNA copies 863 x 10° (453-169) x 10°¢
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Table 3 Fitted initial (t = 0) values for the in vitro experiment

Variable Unit Fitted initial value at MOI of

2x10° 2x 10" 2 x 107 2 x10°
x(0) cells/ml 655 x 10° 650 x 10° 582 x 10° 494 x 10°
¥(0) cells/ml 647 x 10 160 x 107 6.89 x 10 0254
Vana(0) RNA copies/mi 9.15 x 10° 105 x 10° 158 x 10° 821 x 10°
Vsg(0) TCIDse/ml 431 0162 292 299

negative and Nef-positive HSC-F cells [cells/ml], the
total SHIV-KS661 viral load [RNA copies/ml], and the
infectious viral load [TCIDso/ml]. At each daily mea-
surement, almost all of the culture supernatant (99.93%)
was removed for viral counting; a small percentage of
cells (5.5%) were removed for counting and FACS analy-
sis, and the remaining cells were thoroughly washed and
replaced in fresh medium. The experiment was repeated
for four different values of the initial viral inoculum
(MOI). In total, we obtained 130 data points for quanti-
fying SHIV-KS661 viral kinetics in vitro (Table 1 and
Figure 3).

In examining the MOI = 2 x 10°% data, one can see
that the target cell population remains high (near its
initial value of approximately 6.46 x 10° cells/ml) until
just before the peak of the virus concentration, at which
point the target cell population decreases rapidly. The
total infected cell population, the total virus count
(RNA/ml), and the infectious virus count (TCIDs/ml)
all peak around ¢ = 3 days. Moreover, the rate of expo-
nential decay (downward slope) of the total virus and
the infected cell population after their respective peaks
are quite similar. This behavior is expected: since the

®: TCIDso/ml @ RNA copies/ml

1011

POIRILALLED STLEL SELEL TICR SUTEE.
107

105 | 0--~.~.~--.. .,...a“"v.

108 N ]

0 1 2 3 4 bl
Time of incubation (day)
Figure 2 Rates of RNA degradation and loss of infectivity for
SHIV-KS661. Stock virus was incubated under the same conditions
as the infection experiments, but in the absence of cells, then
sampled every day and stored at -80°C. After the sampling, the RNA
copy number (gray circles) and 50% tissue culture infectious dose
(black circles) of the samples were measured. Linear regressions

yielded a rate of RNA degradation of rgya = 0.039 per day and a
rate of loss of viral infectivity of r, = 0.93 per day.

—

virus is being almost completely removed from the cul-
ture on a daily basis due to sampling and the RNA
degradation rate is very small (rgya = 0.039 per day);
the measured RNA count of virus is nearly equal to the
total number of virus produced over the preceding day
which should be proportional to the number of cells
producing virus. Similar reasoning should apply to the
decay of infectious virus - the net infectious virus mea-
sured after one day should also be approximately pro-
portional to the number of infected cells - but the rates
appear much less closely aligned in this case, perhaps
due to larger errors in the TCIDsy measurement techni-
que. Alternatively, the observed more rapid than
expected decrease of infectious virus could have a biolo-
gical cause. For instance, the co-infection of cells by
competent and defective interfering viruses at late stages
in the experiment could lead to an enhanced production
of the latter [40], thus successively reducing the fraction
of infectious particles. An increase in cell-death by-pro-
ducts could also contribute to the decline in virus infec-
tivity. In SIV and SHIV infections in vivo, a decreasing
viral infectiousness has been observed over time
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Figure 3 Fits of the mathematical model to experimental data
of SHIV-KS661 in vitro. HSC-F cells were inoculated with SHIV-
KS661 24 h before t = 0, and each in vitro experimental quantity
was measured daily from t = 0 d to 8 d. The curves show the best-
fit of the model (Egs.(5)-(8), lines) to the experimental data (points)
for the target cells, infected cells, and the total and infectious viral
load for the four different experiments conducted at different MOls.
All data were fitted simultaneously as described in the text. The

fitted t = 0 values of each quantity are given in Table 3.
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[7,41,42], but the timescale of this decay is longer than
that observed here and likely has an in-host origin.

A comparison of the experiments at the four different
MOI values shows that a decrease in the initial viral
inoculum serves primarily to delay the course of the
infection. The target cell populations drop to approxi-
mately half of their original values at ¢t ~ 1.9, 2.6, 3.5
and 4.1 days, respectively, for the four experiments in
order of decreasing MOI. Similarly the peaks of the
total viral RNA occur at ¢ = 3.0, 4.0, 5.0 and 5.5 days,
respectively. The experiments at lower MOI have
slightly lower viral and infected cell peaks, but differ
from those of the experiment at MOI = 2 x 10 by less
than a factor of three.

Relevant SHIV-KS661 viral kinetics measures

Having fixed the values of the rates of virion decay (r;
and rpa4) and the target cell death rate (d) using sepa-
rate experiments, we estimated the values and 95% CI
of the four remaining unknown parameters (85, a, &,
kso) by fitting the model in Egs.(5)-(8) to the full in
vitro dataset simultaneously (Table 2). The death rate of
infected cells was determined to be 4 = 1.18 per day
(95%ClL: 0.85-1.26 per day) which implies that the half-
life of infected cells (i.e., log2/a) is 14.1 h. Infected HSC-
F cells were found to produce k = 2.61 x 10* RNA
copies of virus per day.

From the directly fitted parameters, we also calculated
a number of important derived quantities and their 95%
CI, determined from the bootstrap fits (Table 2). One
key measurement of viral kinetics is the viral burst size,
which is the total number of virus produced by an
infected cell during its lifetime [18-20]. The total burst
size of SHIV-KS661 (including non-infectious and infec-
tious virus) is given in our model by k/a and was esti-
mated from our in vitro experiment to be 2.21 x 10*
RNA copies. The burst size of infectious SHIV-KS661,
kso/a, was 0.19 TCIDs.

To broadly characterize viral kinetics, it is instructive
to calculate the basic reproductive number for the sys-
tem, which has the form Ry = Bsoksoxo/(a(ri+rans)) and
is interpreted as the number of newly infected cells
intrinsically generated by a single infectious cell at the
start of the infection [15-19,27]. The initial number of
HSC-F cells, x,, was approximately 6.46 x 10° cells/ml,
which, together with the values of the five estimated
parameters, yields an estimate for the basic reproductive
number of 62.8. This large value (62.8»1) implies that,
given a small initiating infected cell population, the
infection is overwhelmingly likely to spread to the entire
population of cells.

After the repetitive removal of cells and virus begins,
the basic reproductive number is effectively reduced,
much like the effect of quarantine on the
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epidemiological measure of R;. When the effects of
removal are included in the calculation of the basic
reproductive number it has the form Ry* = Bsoksoxo/((a
+d)(ri+rpna+rc)) which yields a smaller value of 7.01.
This value better characterizes the course of the infec-
tion in our system, for example, through the recursive
relation for the approximate fraction of eventually
infected cells, f; = 1- exp(-Ry* f7) [43]. Using this expres-
sion, we find that the fraction of target cells at the end
of the infection (I-f;) should be 9.01 x 10°*, which
implies an approximately final target cell concentration
is 5.87 x 107 cells/ml. This value agrees well with the
asymptotic concentration of Nef-negative HSC-F cells in
the MOI = 2 x 10 experiment, ~1.03 x 10* cells/ml.
The delay of the infection precludes an estimate of the
final target cell value at smaller MOI values.

Our model formulation also enables us to determine,
albiet not fully, two interesting quantities related to the
infectiousness of SHIV-KS66 virions. Parameter p
(where 0 <p=£1) is the fraction of SHIV-KS66 virions
which are infectious at the time of production: the lar-
ger the value of p, the fewer defective virus particles are
produced by infectious cells. Parameter o is approxi-
mately the fraction of infectious virions which are mea-
sured in the TCIDs, assay, i.e., it is the ratio of TCIDs,
viral titer (v5o) to the RNA count of infectious virions
(vp). It follows from Poisson statistics that 0 <aS1.47
TCIDs, per infectious RNA copies of infectious virions.
While we cannot determine p and ¢ individually in our
analysis, their product is given by kso/k = (apk)/k = op
= 863 x 10°® TCIDg, per infectious RNA copies.
Because of the upper bounds on p and ¢, the value of
their product imposes a minimum condition on each:
587 x 10° < p £ I and 8.63 x 10°® <aS1.47 TCIDs;, per
RNA copies.

We can constrain these parameters further by consid-
ering the basic reproductive number R, = 62.8, which
implies that one infectious cell will infect 62.8 other
cells over the course of its infectious lifespan. Thus, one
infectious cell must produce at least 62.8 infectious vir-
ions over its lifespan, i.e., have a burst size of at least
62.8 infectious RNA copies. The burst size in infectious
virions is given by pk/a, so this requirement can be writ-
ten as pk/a = Ry infectious RNA copies (or, equivalently,
p 2 aRy/k infectious RNA copies) which, based on the
values of these quantities from Table 2 implies that p >
2.84 x 107, Thus 2.84 x 10°SpS1, which means that at
least one in every 350 virions produced is infectious.
Since ap = 8.63 x 10° TCIDs, per infectious RNA
copies, it follows that 8.63 x 10°° <aS3.04 x 1072
TCIDsp per infectious RNA copies, which means that 1
TCIDs, corresponds to at least 330 (1/3.04 x 107%) infec-
tiOlélS virus, but perhaps as many as 120, 000 (1/8.63 x
107°).
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Discussion

We have applied a simple mathematical model to quan-
titatively characterize the in vitro kinetics of SHIV-
KS661 virus infection in HSC-F cell cultures, leveraging
experimental data for total and infectious viral load,
along with target and infected cell dynamics, to fully
parameterize the system. Specifically, we determined
values for the rate of loss of infectivity and the RNA
degradation rate of SHIV-KS661, the target and infected
HSC-F cell half-life, the rate constant for infection of
target cells and the infectious and total viral production
rates of infected cells. From these fundamental quanti-
ties, we also estimated a number of important derived
quantities, including the burst size of an infected cell
and the basic reproductive number. Additionally, by
measuring both the total and infectious viral load within
the context of a mathematical model we were able to
provide a lower bound for the proportion of infectious
virions produced by infected cells.

We estimated the half-life of SHIV-infected HSC-F
cells to be 74.1 h. In clinical studies of patients or ani-
mals, it is extremely difficult to continuously measure
the number of infected cells during infection. This is
because the amount of infected cells in peripheral blood
(PB) is very small. For example, in HIV-1 infected
patients, there are only about 10* infected cells per 10°
peripheral blood mononuclear cells at their set point
[14]. Thus, measuring the number of infected cells in
PB during the early phase of infection is technically dif-
ficult. In HIV-1 humanized mice, infected cells in PB
are not detectable even during the acute phase when
80-90% of target cells in the spleen and lymph nodes
are infected (K. Sato and S. Iwami, unpublished data).
For this reason, the death rate of infected cells in vivo
has primarily been estimated from the viral load decay
(or the decay of infectious virus) after the peak of an
acute infection [11,16,17,20,27] or after antiviral drug
administration [10,14,15,22]. The maximum half-lives of
HIV-1 and SIV-infected cells were both initially esti-
mated - by analysis of in vivo viral decay under antiviral
therapy - to be ~24 h [14,27], but drug combinations
with higher efficacy have reduced the estimates to ~17
and ~11 h, respectively [12,22,44]. Our in vitro estimate
of the half-life, based on direct observations of Nef-posi-
tive cell decay, agrees well with these indirect in vivo
measures, despite the absence of immune effects.

We determined an SHIV-KS661 viral burst size of
2.21 x 10* RNA or 0.19 TCIDs, for HSC-F cells. Cur-
rent estimates of viral burst size in the literature rely on
inhibiting multiple rounds of infection by antiviral
drugs, washouts of infected cells, serial dilutions of
infected cells, or infection by single-cycle virus
[11,20,21,45,46]. The inhibition of the multiple rounds
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of infection, however, can introduce additional con-
founding factors on the viral burst size as discussed in
[20]. Here, we have calculated the burst size of SHIV-
KS661 in HSC-F cells indirectly by estimating the viral
production rate and the average lifespan of infected cells
over the course of a typical infection. Our estimate is
quite close to the ~5 x 10* RNA value determined in
recent SIV single-cycle virion experiments in vivo [20],
which, notably, was 10-100 times higher than most pre-
viously measured values. We also calculated a basic
reproductive number for SHIV-KS661 in HSC-F cell
cultures as approximately 62.8 for the initial stages of
the infection and approximately 7.01 for the entire
course, when the effects of manual removal of virus and
cells are included. The latter value implies that reducing
viral growth by about 85.7% for the entire course with
antiviral intervention, for example, would prevent viral
spread in vitro given the daily sampling.

It is widely believed that retroviruses are predomi-
nantly defective, with less than 0.1% of virions in plasma
or culture media being infectious [47-49]. On the other
hand, it has recently been suggested that HIV-1 virions,
for example, are inherently highly infectious, but that
slow viral diffusion in liquid media and rapid dissocia-
tion of virions from cells severely limit infections in cul-
tures (i.e., in assays measuring infectivity) [50,51]. On
both sides of this debate, however, studies have often
relied on measurements of the proportion of infectious
virus in stock samples, or on measurements of the infec-
tious/non-infectious ratio over the course of an in vitro
experiment. These direct measurements of the infectiv-
ity ratio in a virus sample are necessarily confounded by
a continuous loss of infectious virus, driven by thermal
deactivation and RNA degradation and, as such, these
analyses cannot address the question of what fraction of
virus are infectious at the time of production. Here, we
have estimated the production rates of both infectious
and non-infectious virus, allowing for a novel quantita-
tive specification of the fraction of newly generated
virus that is infectious. This fundamental quantity is
important in understanding the role and influence of
defective virus particles [48-50,52]; and, to our knowl-
edge, this has not been measured before for any virus
strain. We determined the theoretical minimum value
for the proportion of infectious virions among newly
produced virus, p, to be 8.62 x 105, by calculating the
ratio of the infectious to total viral production rates ksp/
k. The ratio of the production rates, however, is actually
p multiplied by &, where « is the conversion factor
from RNA count of infectious virions to TCIDsq (i.e.,
roughly the fraction of infectious virions that are actu-
ally measured in a TCIDs, titration assay). Therefore,
since ¢ is likely much less than one, the proportion of
infectious virus is likely much higher. In fact, using the
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measured basic reproductive number, we estimate that
the minimum value of p is approximately 2.84 x 107,
meaning that at least 1 of every 350 virions produced is
infectious. Determining this quantity is particularly
important in determining the true efficiency of infec-
tious virus replication. In previous publications [53,54],
it was reported that vif-deficient HIV-1 showed
decreased production of infectious virus due to the inhi-
bition of the viral replication process by host factors
such as APOBEC3 protein. Our method suggests a
novel and more reliable way to determine the effect of
the host-viral protein interaction on infectious viral
replication.

In another aspect of viral infectivity, we found that the
SHIV-KS661 virion infectious half-life at 37°C was 17.9
h. While this quantity is vital for understanding viral
dynamics in vitro, and represents an important, strain-
specific physical property of the virion, it is unlikely to
strongly influence in vivo dynamics, due to the extre-
mely high physical clearance rate in the blood (virion
half-lives are on the order of minutes) [23].

Conclusions

To conclude, by using a simple mathematical model for
SHIV-KS661 infection on HSC-F cells and an abundant,
diverse experimental dataset, we have been able to reli-
ably estimate the parameters characterizing cell-virus
interactions in vitro. Based on these estimated para-
meters, we have provided a quantitative description of
SHIV-KS661 kinetics in HSC-F cell cultures which is
consistent with previous studies of lentiviruses and pro-
vides a number of novel quantities. Most notably, our
analysis provides an estimate of the minimum fraction
of infectious virus produced by an infected cell. Our
improved method for quantifying viral kinetics in vitro -
which depends crucially on detailed time-course infor-
mation about the infection of cells in addition to that of
virus (both total particle count and infectious titer) -
could be applied to other viral infections. The method
could likely improve the understanding of the differ-
ences in replication across different strains [25,55] or
between complete and protein-deficient viruses [53,54];
the differences in viral pathogenesis [6]; and the effects
of anti-viral therapies [9,13]. Quantifying the in vitro
viral kinetics for viruses such as HCV [56,57], for which
a convenient animal experimental model has not been
established, is of particular interest. Since the method
presented here allows for the complete resolution of all
viral kinetic parameters, it also enables the identification
of the mechanisms of action for new antiviral com-
pounds. Indeed, repeating the experimental infection
under various antiviral concentrations would distinctly
reveal which parameters (e.g., half-life of infected cells,
infectious viral burst size) are affected by the antiviral
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and to what extent. Furthermore, the inhibitory concen-
tration of the compound could be independently deter-
mined for each parameter. Thus, our synergistic
approach, combining experiments and mathematical
models, has broad potential applications in virology.

Methods

Virus and cell culture

The virus stock of SHIV-KS661 [5] was prepared in a
CD4" human T lymphoid cell line, M8166 (a subclone
of C8166) [58]. The stock was stored in liquid nitrogen
until use. Establishment of the HSC-F cell line has been
previously described {59]. This is a cynomolgous mon-
key CD4" T-cell line from fetal splenocytes that were
immortalized by infection with Herpesvirus saimiri sub-
type C. The cells were cultured in RPMI-1640 medium
supplemented with 10% fetal calf serum at 37°C and 5%
CQ, in humidified condition.

In vitro experiment

Each experiment was performed using 2 wells of a 24-
well plate with a total suspension volume of 2 ml (1 ml
per well) and an initial cell concentration of 6.46 x 10°
cells/ml in each well. Because the initial cell concentra-
tion is close to the carrying capacity of 24-well plates
and the doubling time of HSC-F cells is not short, the
population of target cells, in the absence of SHIV-KS661
infection, changes very little on the timescale of our
experiment. We therefore neglected the effects of poten-
tial regeneration of HSC-F cells when constructing the
mathematical model.

Cultures of HSC-F cells were inoculated at different
MOIs (2.0 x 10°% 2.0 x 10% 2.0 x 10°°, 2.0 x 10°% MOI
= TCID50/cell) of SHIV-KS661 and incubated for 4 h at
37°C. After inoculation, cells were washed three times to
remove the infection medium and placed in fresh media.
Subsequently, the culture supernatant was harvested
daily for 9 d, along with a small fraction of the cells
(5.5%) for counting of viable and infected cells. The
remaining cells were then gently washed three times
and placed in a fresh, virus-free, medium. Separate
experiments (not shown) determined that free virus was
not completely removed, but that virus concentration in
the supernatant dropped to 0.066% of its value prior to
this sampling and washing procedure. Harvested culture
supernatants were frozen and stored at -80°C until they
were assayed via RT-PCR and TCIDs, titration, as
described below.

Count of viable and infected cells

Virus infection of the HSC-F cells was measured by
FACS analysis using markers for intracellular SIV Nef
antigen expression. The counts of total and viable cells
were first determined using a cell counting chamber

- 189 —



Iwami et al. Retrovirology 2012, 9:18
http://www.retrovirology.com/content/9/1/18

(Burker-turk, Erma, Tokyo, Japan) with trypan blue
staining. Viable HSC-F cells (gated by forward- and
side-scatter results) were examined by flow cytometry to
measure the intracellular SIV Nef antigen expression
(see Figure 4). Cells were permeabilized with detergent-
containing buffer (Permeabilizing Solution 2, BD Bios-
ciences, San Jose, CA). The permeabilized cells were
stained with anti-SIV Nef monoclonal antibody (04-001,
Santa Cruz Biotechnology, Santa Cruz, CA) labeled by
Zenon Alexa Fluor 488 (Invitrogen, Carlsbad, CA), and
analyzed on FACSCalibur (BD Biosciences, San Jose,
CA).

Total and infectious viral load quantification

We followed the kinetics of both the total and infectious
SHIV-KS661 viral load. The total viral load was mea-
sured with a real-time PCR quantification assay, as
described previously [5], with minor modifications.
Briefly, total RNA was isolated from the culture super-
natants (140 pl) of virus-infected HSC-F cells with a
QIAamp Viral RNA Mini kit (QIAGEN, Hilden, Ger-
many). RT reactions and PCR were performed by a
QuantiTect probe RT-PCR Kit (QIAGEN, Hilden, Ger-
many) using the following primers for the gag region;
SIV2-696F (5'-GGA AAT TAC CCA GTA CAA CAA
ATAGG-3’) and SIV2-784R (5-TCT ATC AAT TTT
ACC CAGGCA TTT A-3). A labeled probe, SIV2-731T
(5’-Fam-TGTCCA CCT GCC ATT AAG CCC G-
Tamra-3’), was used for detection of the PCR products.
These reactions were performed with a Prism 7500
Sequence Detector (Applied Biosystems, Foster City,
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Figure 4 Flow cytometry analysis of HSC-F cells stained with
Nef antigen. Representative data at 1 day (i and ii) and 5 days (iii
and iv) post-inoculation with SHIV-KS661 at an MO of 2 x 10 are
shown. The viable cell population, gated by the data of forward
(FSC) and side scatter (SSC) (region surrounded with a solid line in
() and (iii), respectively), was fractionated by Alexa-488-labeled Nef
staining in (i) and (iv). The counts within the M1 regions and the
remaining parts of the total counts are defined as the fraction of

Nef- positive (infected) and Nef-negative (target) cells, respective!y.J
AN
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CA) and analyzed using the manufacturer’s software.
For each run, a standard curve was generated from dilu-
tions whose copy numbers were known, and the RNA
in the culture supernatant samples was quantified based
on the standard curve. The infectious viral load was
measured by TCIDs;, assay in HFC-S cell cultures using
96-well flat bottom plates at cell concentrations of 1.0 x
10° cells/ml. The titer of the virus was determined as
described by Reed and Muench [60].

Rate of RNA degradation and loss of infectivity for SHIV-
KS661 in the culture condition

The RNA degradation and thermal deactivation of
SHIV-KS661 was measured by incubating 4 ml of stock
virus, without cells, in a 35 mm Petri dish under the
same conditions as the infection experiments (in RPMI-
1640 medium supplemented with 10% fetal calf serum
at 37°C and 5% CO, in humidified condition). Aliquots
of the stock (500 pul) were sampled every day from day 0
to day 5 and stored at -80°C (see Figure 2). The RNA
copy number and 50% tissue culture infectious dose of
the samples were measured as described above.

Mathematical model and fitting

We simultaneously fit Egs.(5)-(8) to the concentration of
Nef-negative and Nef-positive HSC-F cells and the
infectious and total viral loads at four different MOIs
(Figure 3) using nonlinear least-squares regression
(FindMinimum package of Mathematica7.0) which
minimizes the following objective function:

4 9 9
ssR=Y" [Z [1og (1) - 1ogx;’(z,-)}2+ [10gy(0) - logy;?(:,-)]2
j=1 i=1 =1
9 ] 2 9
) {logURNAj(ti) - IOgVRNAf(ti)} +
i=1

i=1 i

2
{]08 vsg;(1i) — log Usof(ii)} ]

where x(t), yi(t), vrnaj(t), and vsgi(t;) are the model-
predicted values for Nef-negative cells, Nef-positive
cells, total RNA viral load and infectious (TCIDsg) viral
load, given by the solution of Egs.(5)-(8) at measure-
ment time ¢; (¢; = 0, 1, 2, ..., 8 d). Index j is a label for
the MOI of the four experiments (i.e., for MOI: 2.0 x
107, 2.0 x 10%, 2.0 x 10°®°, and 2.0 x 10°°). The variables
with superscript “e“ are the corresponding experimental
measurements of those quantities. Note that the HSC-F
cells were inoculated with SHIV-KS661 24 h before ¢ =
0. Experimental measurements below the detection limit
(marked “d.l.” in Table 1) were excluded when comput-
ing the SSR. Alternative fits with various weights on the
infectious viral load to account for larger errors in the
TCIDs value [61], were also performed, but these did
not significantly alter the extracted parameter values
(Additional files 4, 5, 6, 7, 8, 9). To derive the 95% con-
fidence interval for each parameter, we employed the
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bootstrap method [62,63], estimating parameter values
using 256 replicates of the four data sets and calculating
the 2.5 and 97.5 percentiles.

Additional material

-
Additional file 1: Fit of a mathematical model which includes an
eclipse phase of infection to experimental data of SHIV-KS661 in
vitro. Testing a variant of the model which incorporates an "eclipse”
phase of infection to represent the cell’s period of latency prior to virus
production (see Additional file 2 for more detailed information).

Additional file 2: Additional documentation for Additional files 1.
Detailed explanation of mathematical models used in Additional files 1.

Additional file 3: Table for estimated parameters in Additional files
1. Parameters values, initial values and derived quantities for the in vitro
experiment with eclipse model.

Additional file 4: Fit of the mathematical model with SSRY (W =
0.0007) to experimental data of SHIV-KS661 in vitro (a). Fitting with
weight of W = 0.0007 on the infectious viral load to account for larger
errors in the TCIDso value (see Additional file 8 for more detailed
information).

Additional file 5: Fit of the mathematical model with SSRY (W =
0.17) to experimental data of SHIV-KS661 in vitro (b). Fitting with
weight of W = 0.7 on the infectious viral load to account for larger errors
in the TCIDs, value (see Additional file 8 for more detailed information).

Additional file 6: Fit of the mathematical model with SSRY (W = 10)
to experimental data of SHIV-KS661 in vitro (c). Fitting with weight of
W = 10 on the infectious viral load to account for larger errors in the
TCIDso value (see Additional file 8 for more detailed information).

Additional file 7: Fit of the mathematical model with SSRY (W =
10000) to experimental data of SHIV-KS661 in vitro (d). Fitting with
weight of W = 70000 on the infectious viral load to account for larger
errors in the TCIDsg value (see Additional file 8 for more detailed
information).

Additional file 8: Additional documentation for Additional files 4, 5,
6, 7. Detailed explanation of mathematical models used in Additional
files 4,5,6, 7.

Additional file 9: Table for estimated parameters in Additional files
4, 5, 6, 7. Parameters values and derived quantities for the in vitro

experiment with various SSR™s.

List of abbreviations

SHIV: simian/human immunodeficiency virus; HIV-1: human
immunodeficiency virus type-1; MDCK: Madin Darby canine kidney; HF:
hollow-fiber; ICso: 50% inhibitory concentration; HCV: hepatitis C virus; HA:
hemagglutination assay; TCIDso: 50% tissue culture infection dose; PFU:
plaque forming units; MOI: multiplicities of infection; PB: peripheral blood.
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Molecular Requirements for T Cell Recognition of N-Myristoylated
Peptides Derived from the Simian Immunodeficiency Virus Nef
Protein
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We have recently isolated a rhesus macaque cytotoxic T cell line, 2N5.1, that specifically recognizes an N-myristoylated 5-mer
peptide (C,,-Gly-Gly-Ala-Ile-Ser [Cl4nef5]) derived from the simian immunodeficiency virus (SIV) Nef protein. Such Cl4nef5-
specific T cells expand in the circulation of SIV-infected monkeys, underscoring the capacity of T cells to recognize viral lipopep-
tides; however, the molecular basis for the lipopeptide antigen presentation remains to be elucidated. Here, functional studies
indicated that the putative antigen-presenting molecule for 2N5.1 was likely to have two separate antigen-binding sites, one for
interaction with a C,-saturated acyl chain and the other for anchorage of the C-terminal serine residue. Mutants with alanine
substitutions for the second glycine residue and the fourth isoleucine residue were not recognized by 2N5.1 but interfered with
the presentation of Cl4nef5 to 2N5.1, indicating that these structural analogues retained the ability to interact with the antigen-
presenting molecules. In contrast to the highly specific recognition of C14nef5 by 2N5.1, an additional cytotoxic T cell line, SN45,
established independently from a Cl4nef5-stimulated T cell culture, showed superb reactivity to both C14nef5 and an N-myris-

toylated Nef 4-mer peptide, and therefore, the C-terminal serine residue was dispensable for the recognition of lipopeptides by
the SN45 T cells. Furthermore, the mutants with alanine substitutions were indeed recognized by the SN45 T cells. Given that
N-myristoylation of the Nef protein occurs in the conserved motifs and is critical for viral pathogenesis, these observations pre-
dict that the lipopeptide-specific T cell response is difficult for viruses to avoid by simply introducing amino acid mutations.

Modern immunology has established a central paradigm for
antigen (Ag) presentation that major histocompatibility
complex (MHC) class I and class II molecules bind peptide Ags
and present them to CD8 " and CD4™ T cells, respectively (1). The
important role of MHC-restricted T cells in various aspects of
acquired immunity has been noted, and effective protein vaccines
have been developed to control many infectious diseases. Subse-
quently, the repertoire of Ags recognized by T cells has been ex-
panded to include not only proteins, but also lipidic molecules.
Human group 1 CDI molecules (CDla, -b, and -c) are capable of
binding glycolipids and presenting them to T cells. Such glycolip-
id-specific group 1 CDl1-restricted T cells have been shown to
expand significantly in response to mycobacterial infections, and a
role for them in controlling intracellular microbes has been sug-
gested (2-5).

Unlike bacteria, viruses do not possess their own lipids, and
thus, lipid-specific adaptive immunity may not function effi-
ciently against viral infections. However, viruses can indeed bio-
synthesize their own lipopeptides by utilizing the host cellular
machinery. Human (HIV) and simian (SIV) immunodeficiency
viruses borrow the host-derived N-myristoyl-transferase and its
substrate, myristoyl-coenzyme A (CoA), for coupling a saturated
C, 4 fatty acid (myristic acid) to the N-terminal glycine residue of
the Nefprotein (6). Thislipidation reaction, referred to as N-myris-
toylation, is a key modification for anchoring the Nef protein to
the plasma membrane, thereby assisting its immunosuppressive
activity (7). Interestingly, our previous study indicated that the
host-acquired immunity was equipped with cytotoxic T cells ca-
pable of monitoring the N-myristoylation of the Nef protein (8).
A rhesus macaque CD8™ T cellline, 2N5.1, specifically recognized
an N-myristoylated, but not unmodified, 5-mer peptide of the SIV
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Nef protein. Furthermore, the number of N-myristoylated Nef
peptide-specific T cells was increased significantly in the circula-
tion of SIV-infected monkeys, and the plasma viral load in in-
fected monkeys was found to correlate reciprocally with the num-
ber of lipopeptide-specific T cells (8). Taken together, these results
point to an intriguing possibility that, in addition to peptides and
lipids, viral lipopeptides may comprise a new repertoire of Ags
recognized by host T cells.

To gain insight into the molecular basis for lipopeptide Ag
presentation, we established an additional CD8* T cell line, SN45,
independent of 2N5.1, that recognized the same N-myristoylated
5-mer peptide. A comparative study of the two T cell lines detected
different molecular patterns for the recognition of lipopeptide
Ags. Strikingly, the mutant with a C-terminal serine deletion and
the mutants with alanine substitutions of the N-myristoylated
5-mer peptide were recognized by the SN45 T cells, suggesting that
pathogenic viruses may find difficulties in escaping from the lipo-
peptide-specific T cell responses by simply introducing amino
acid mutations.
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C14nef3 G1dnefd Ct4nef5 C14nef6
§GGA gcsm gesms gecm SM
413.30 526.38 613.42 74446
(414.3) (527.4) (614.4) (745.5)
C14GAAIS  C14GGAAS
%—GAAIS gGGAAS
627.43 571.37
(628.5) (572.4)

Conef5 G10nefs C18netd G22nef5
é—GGAIS %—GGAIS GGAIS GGRIS
501.29 557.36 669.48 725.54
(502.4) (558.4) (670.5) (726.6)

FIG 1 Synthetic lipopeptides used in this study. The names and the chemical
structures are shown. The monoisotopic mass of each compound, as well as the
observed m/z of the [M + H]™ (in parentheses), are also shown.

MATERIALS AND METHODS

Synthesis of lipopeptide Ags. Chemical reagents were purchased from
Nacalai Tesque (Kyoto, Japan) unless otherwise indicated. The lipopep-
tide Ags listed in Fig. 1 were synthesized as described previously (8).
Briefly, peptides were synthesized by a manual 9-fluorenylmethoxy car-
bonyl (Fmoc) solid-phase peptide synthesis technique using Wang resin
precoupled with a relevant C-terminal amino acid (EMD Chemicals,
Gibbstown, NJ). Acylation was carried out by reacting the N-terminal
amino acid group with acid anhydrides prepared with N,N’-diisopropyl-
carbodiimide, followed by the release of the acylated peptides in 95%
trifluoroacetic acid. Purification of the crude samples was performed by
high-performance liquid chromatography (HPLC) with a gradient elu-
tion based on water and methanol with 0.1% trifluoroacetic acid. After
freeze-drying, the purified samples were subjected to liquid chromatog-
raphy (LC)-mass spectrometry, using a C,5 column (GL Sciences, Tor-
rance, CA) with a solvent system of water and methanol with 0.1% formic
acid. The observed m/z of the [M + H]™ for each purified sample was
consistent with the monoisotopic mass (Fig. 1), thus confirming the iden-
tity of the synthesized lipopeptides.

Establishment of lipopeptide-specific rhesus macaque T cell lines
and flow cytometric analysis. The C,,-Gly-Gly-Ala-Ile-Ser (Cl4nef5)-
specific T cell line 2N5.1 was described previously (8). Another Cl4nef5-
specific T cell line, SN45, was obtained independently from a SIV-infected
monkey (MM521). Peripheral blood mononuclear cells (PBMCs) (1.2 X
107/well) were cultured with Cl4nef5 at a concentration of 5 pg/ml, and
antigenic stimulation was repeated every 2 weeks in the presence of irra-
diated autologous PBMCs. Interleukin 2 (IL-2) was added at 0.3 nM after
the second stimulation, and the concentration was gradually increased to
3 nM by the fourth stimulation. RPMI 1640 medium (Invitrogen, Carls-
bad, CA) supplemented with 10% heat-inactivated fetal calf serum (FCS)
(HyClone, Logan, UT), 2-mercaptoethanol (Invitrogen), penicillin, and
streptomycin was used for T cell culture. The expression of T cell
markers on the T cell line was analyzed by flow cytometry, as described
previously (8).

T cell assays. T cells (5 X 10%/well) were incubated with each synthetic
lipopeptide (5 pg/ml) in the presence of irradiated autologous or alloge-
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FIG 2 Specific recognition of C14nef5 by SN45. (A) The surface expression of
T cell markers was analyzed for SN45 by flow cytometry (filled histograms). A
dashed line in each panel indicates a negative-control histogram. (B) SN45 T
cells (5 X 10*well) were stimulated with the indicated Ags (5 pg/ml) in the
presence of irradiated autologous PBMCs (3 X 10°/well), and the amount of
IFN-+ released into the culture medium was measured. Assays were performed
in triplicate, and mean values and standard deviations (SD) are shown.

neic PBMCs (3 X 10°/well), using 96-well flat-bottom microtiter plates.
In some experiments, irradiated allogeneic PBMCs (2 X 10°/well) were
preincubated for 30 min with test competitors (0.5 pg/ml or 5 pg/ml),
and then, responder T cells (5 X 10*/well) and Cl4nef5 (50 ng/ml) were
added. After 24 h, aliquots of the culture supernatants were collected, and
the amount of either gamma interferon (IFN-y) or granulocyte-mac-
rophage colony-stimulating factor (GM-CSF) released into the medium
was measured using Mabtech ELISA kits (Nacka Strand, Sweden). To
examine if the T cell response might be mediated by MHC or CD1 mole-
cules, PBMCs (3 X 10%/well) were incubated with saturating amounts (5
pg/ml) of monoclonal antibodies (Abs) to CD1a (10H3), CD1b (b3.1),
CD1c (M241), MHC class I (W6/32), and MHC class II (1243) or nega-
tive-control Ab (P3) for 20 min before the addition of responder T cells
(5 X 10*/well) and the Cl4nef5 Ag (5 pg/ml). Alternatively, the LLC-MK2
rhesus macaque kidney epithelial cell line was transiently transfected with
rhesus macaque group 1 CD1 genes (CDIA, CDI1B, and CDIC) (9) or
MM521-derived MHC class I genes (Mamu-A1*02, Mamu-AI1*110, and
Mamu-B*56) and used as Ag-presenting cells (2.5 X 10%/well) in the T cell
assays described above.

TCR cloning. T-cell receptor (TCR) cloning was performed by the
inverse-PCR method (10, 11). Briefly, total RNA was extracted from 1 X
10° T cells, and oligo(dT)-primed double-stranded cDNA was synthe-
sized from 0.25 pg of the total RNA using PrimeScript reverse transcrip-
tase (TaKaRa Bio, Inc., Otsu, Japan), RNase H (New England BioLabs,
Inc., Ipswich, MA), Escherichia coli DNA polymerase I (New England
BioLabs, Inc.), and E. coli DNA ligase (New England BioLabs, Inc.), fol-
lowed by treatment with T4 DNA polymerase (New England BioLabs,
Inc.) for blunt-end formation. The blunt-ended DNA was then circular-
ized with T4 DNA ligase (New England BioLabs, Inc.) and used as a tem-
plate for inverse PCR with a pair of Coi- or CB-specific primers oriented in
opposite directions. The primers used were as follows: TCRa forward,
5'-GGG TCG ACG ACC TCA TGT CTA GCA CAG T-3'; TCRa reverse,
5'-GCA TGC GGC CGC CCT GCT ATG CTG TGT ATC-3'; TCRP for-
ward, 5'-GGG TCG ACA CAG CGA CCT TGG GTG GG-3’; TCRB re-
verse, 5'-GCA TGC GGC CGC GGT CAA GAG AAA GGA TTC-3'. The
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TABLE 1 TCR usage of 2N5.1 and SN45

Sequence®
T cell line Genes Va VB Junction Ja 1B
TCRa
2N5.1 TRAV35-TRAJ54 GTYFCAG QNW GAQKLVFG
SN45 TRAV4-TRAJ6 VYYCLVG GGGYVLTEG
TCRB
2N5.1 TRBV27-TRBJ27 YLCASSY SGQA YEQYEGP
SN45 TRBV3-TRBJ27 YFCASSQ DLGAGEV YEQYFGP

“ The TCR usage of the two T cell lines was determined by inverse PCR, and the deduced amino acid sequences of the junctional regions are shown.

amplified TCR genes were cloned into pBlueScript II (Stratagene, La Jolla,
CA). More than 10 clones were sequenced, using the BigDye Terminator
v3.1 Cycle Sequencing Kit (Applied Biosystems, Carlsbad, CA).

Animals. The rhesus macaques (Macaca mulatta) used in this study
were treated humanely in accordance with institutional regulations, and
the experimental protocols were approved by the Committee for Experi-
mental Use of Non-Human Primates at the Institute for Virus Research,
Kyoto University. For infection, STVmac239 (12) was inoculated intrave-
nously at a dose of 2,000 50% tissue culture-infective doses (TCID5,).

Nucleotide sequence accession numbers. Sequences were deposited
in the DDBJ/GenBank/EMBL databases under the following accession
numbers: AB701289 (2N5.1 « chain), AB701290 (2N5.1 8 chain),
AB701291 (SN45 o chain), and AB701292 (SN45 B chain).

RESULTS

Establishment of an additional C14nef-specific T cell line, SN45.
We had previously isolated a rhesus monkey T cell line, 2N5.1,

that specifically recognized the N-myristoylated 5-mer lipopep-
tide (Cl4nef5) derived from the SIV Nef protein (8). Another
Cl4nef5-specific T cell line, termed SN45, was obtained indepen-
dently by repeated stimulation of rhesus macaque PBMCs with
Cl4nef5. As for 2N5.1 (8), the SN45 T cells were CD4™ and
CD8a™ (Fig. 2A), and produced IFN-v in response to Cl4nef5,
but no response was observed when myristic acid and the 5-mer
peptide were added as a free form (Fig. 2B). Therefore, the SN45 T
cells specifically recognized the 5-mer peptide that was conjugated
covalently with myristic acid.

The TCR usage of 2N5.1 and SN45 was determined by inverse
PCR, in which the TCR genes were randomly cloned and se-
quenced. For both T cell lines, a single pair of TCR o and 3 chains
was detected, suggesting that the cell lines were clonal. Both T cell
lines expressed distinct Voo and VB families and exhibited clono-

A 2N5.1 B 2N5.1 D . N5
24 10
= 15+
= = %
£
5 S g
£ £ 3 104
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FIG 3 Involvement of MHC and CD1 molecules in the recognition of Cl4nef5 by 2N5.1 and SN45. Autologous PBMCs (3 X 10°/well) were preincubated with
a saturating amount (5 p.g/mi) of the indicated Abs and cultured with 2N5.1 (A and B) and SN45 (C) T cells (5 X 10%/well) in the presence (+) or absence (—)
of Cl4nef5 (5 pg/ml). Note that these Abs were used to block relevant human T cell responses specifically and are known to recognize the corresponding monkey
molecules efficiently (9, 23-26). nega. cont., negative control. (D and E) The LLC-MK2 rhesus macaque cell line was transiently transfected by lipofection with

rhesus macaque CD1 genes or MM521-derived MHC class I genes (Mamu-AI*

02, Mamu-A1*110, and Mamu-B*56) and tested for the ability to present Cl4nef5

to 2N5.1 (D) and SN45 (E). The transfection efficiency was approximately 50%, as determined by flow cytometric analysis of CD1-transfected cells labeled with

relevant anti-CD1 Abs. The error bars indicate standard deviation (SD).
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typic variations in the junctional region, except for the SN45
TCRa chain, which was germ line encoded without N additions
(Table 1). Therefore, the recognition of the C14nef5 lipopeptide
by 2N5.1 is unlikely to be mediated by invariant-type TCRs. It
remains to be addressed whether SN45 may represent a new subset
of semi-invariant TCR-expressing cells, but obviously, the cells
are distinct from the CD1d-restricted, Va24™ natural killer (NK)
T cells (13). Ab-blocking experiments suggested that none of the
classical MHC molecules and group 1 CD1 molecules could me-
diate the lipopeptide Ag presentation to 2N5.1 (Fig. 3A and B) and
SN45 (Fig. 3C). Furthermore, rhesus macaque cell transfectants
expressing rhesus macaque group 1 CD1 molecules (CD1a, CD1b,
and CD1c) and those expressing MM521-derived MHC class 1
molecules (Mamu-A1*02, Mamu-A1*110, and Mamu-B*56)
failed to present C14nef5 to the T cell lines (Fig. 3D and E). There-
fore, the molecular identity of the Ag-presenting molecules for the
Cl4nef5 lipopeptide has not yet been determined, but as shown
below, functional studies predicted that two discernible molecules
exist in rhesus macaques that are capable of presenting N-myris-
toylated peptides to T cells.

2N5.1, but not SN45, was stimulated by all the donors tested.
While the presentation of peptide Ags to T cells is mediated by
highly polymorphic MHC molecules, the activation of glycolipid-
specific T cells depends on non-MHC-encoded molecules of the
CD1 family that are virtually monomorphic. To gain insight into
the yet unidentified Ag-presenting molecules for the Cl4nef5 li-
popeptide, we wished to determine if the restriction elements for
the two lipopeptide-specific T cell lines might be shared function-
ally among individuals. Allogeneic PBMCs derived from all 9 do-
nor rhesus macaques tested could present the C14nef5 lipopeptide
Ag to 2N5.1 (Fig. 4A). In sharp contrast, only a single donor
(MM460), and not the other 2 donors (MM450 and MM499), was
capable of presenting Cl4nef5 to SN45 (Fig. 4B). The superb ca-
pacity of MM450- and MM499-derived PBMCs to present Agto T
cells was confirmed by demonstrating that the two donors were
able to present C14nef5 to 2N5.1 (Fig. 4A). Studies of 8 additional
monkeys revealed that two donors (MM1774 and MM1795), but
not the other 6, could present the Ag to SN45 (Fig. 4C), indicating
that the capacity to activate SN45 was not shared broadly among
the subjects. Thus, these results suggested that the Ag-presenting
molecules for 2N5.1 and SN45 were different.

Distinct patterns of Ag recognition by 2N5.1 and SN45. We
then compared the two Cl4nef5-specific T cell lines in terms of
their abilities to recognize an array of related compounds. We first
examined whether the T cell lines might differentially recognize
Ags with altered peptide lengths and amino acid compositions.
Both cell lines were obtained by repeated stimulation with
Cl4nef5 in an in vitro culture, and the 2N5.1 T cells faithfully
recognized Cl4nef5, but not N-myristoylated 3-mer (Cl4nef3;
C,4-GGA), 4-mer (Cl4nefd; C,,-GGAI), and 6-mer (Cl4nef6;
C,4-GGAISM) peptides of the Nef protein (Fig. 54, left) (8). Fur-
thermore, an alanine substitution (underlined) for either the sec-
ond glycine residue (C,,~-GAAIS) or the isoleucine residue (C,4-
GGAAS) of Cl4nef5 resulted in total abrogation of the antigenic
activity (Fig. 5B, left) (8). In sharp contrast, the SN45 T cells rec-
ognized Cl4nef4, as well as Cl4nef5 (Fig. 5A, right), and were
capable of reacting to the mutated Ags, albeit less efficiently to
C,4-GGAAS (Fig. 5B, right).

We next addressed whether the length of the acyl chain impacts
the efficiency of T cell activation. Pentamer Nef peptides conju-
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FIG 4 Responses of 2N5.1 and SN45 to Cl4nef5 in the presence of either
autologous or allogeneic PBMCs. MM450-derived 2N5.1 T cells (A) and
MM521-derived SN45 T cells (B) were stimulated with Cl4nef5 (+) or un-
stimulated (—) in the presence of irradiated autologous or allogeneic PBMCs.
The amount of IFN-+y released into the medium was measured as for Fig. 2B.
(C) For SN45, additional studies were performed with 8 allogeneic donors, and
the amount of GM-CSF released into the medium was measured. The error
bars indicate SD.

gated with either shorter saturated fatty acids (Cénef5 and
C10nef5) or longer saturated fatty acids (C18nef5 and C22nef5)
were synthesized and tested for the ability to stimulate the T cell
lines. As shown in Fig. 5C, both 2N5.1 (top) and SN45 (bottom)
exhibited the highest reactivity to the authentic Ag with a satu-
rated C,, fatty acid. It was also noted that, whereas SN45 failed to
respond to any of the altered Ags tested (Fig. 5C, bottom), 2N5.1
showed moderate reactivity to C10nef5 (Fig. 5C, top).
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FIG 5 Responses of 2N5.1 and SN45 to an array of synthetic lipopeptides. (A) 2N5.1 (left) and SN45 (right) T cells were stimulated with either the N-
myristoylated Nef 3-mer (Cl4nef3), 4-mer (Cl4nef4), 5-mer (Cl4nef5), or 6-mer (Cl4nef6) peptide, and the IFN-+y response of the T cells was measured. (B)
T cells were stimulated with Cl4nef5 (C,,~-GGAIS) or each of the mutants with alanine substitutions (C,,-GAAIS and C,,-GGAAS), and the IFN-+y response of
the T cells was measured. The error bars indicate SD. (C) 2N5.1 (top) and SN45 (bottom) T cells were stimulated with a Nef 5-mer peptide that was either
unconjugated (C,) or conjugated with a saturated Cg, C,4, Cy4, C;, Or C,, fatty acid, and the IFN-y response of the T cells was assessed. The ratio of each response

to the response to Cl4nef5 is shown as the antigenic activity.

A role for the C14nef5 serine residue in lipopeptide Ag pre-
sentation. SN45 recognized both C14nef4 and C14nef5 (Fig. 5A),
suggesting that the C-terminal serine residue of C14nef5 was dis-
pensable for the activation of the T cells. On the other hand, 2N5.1
recognized Cl4nef5, but not C14nef4 (Fig. 5A), which pointed to
a critical role for the serine residue either as an anchoring residue,
as part of the T cell epitope, or both. We favored the hypothesis
that the serine residue of C14nef5 functions as an anchoring resi-
due because it was shared among many N-myristoylated proteins.
We reasoned that if this was the case, even an excess amount of
Cl4nef4 could not replace Cl4nef5 at the Ag-binding site. To
address this directly, Ag-presenting cells were preincubated with
excess amounts of Cl4nef4, and then the 2N5.1 T cells and the
authentic Cl4nef5 Ag were added to the culture. As predicted,
Cl4nef4 (C,;,-GGAI) failed to interfere with the 2N5.1 T cell re-
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FIG 6 Inhibition of the response of 2N5.1 to Cl4nef5 by competitors. Irradi-
ated autologous PBMCs were preincubated with excess amounts of the indi-
cated blockers, for which mutated residues are underlined, and then the 2N5.1
responder cells and the C14nef5 Ag were added to the culture as described in
Materials and Methods. After 24 h, the culture supernatants were collected,
and the amount of IFN-y released into the medium was measured. The error
bars indicate SD.
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sponse to Cl4nef5 (Fig. 6A). In sharp contrast, preincubation
with excess amounts of the mutants with alanine substitutions
(underlined) (C,,-GAAIS and C,,-GGAAS) resulted in dose-de-
pendent inhibition of the 2N5.1 cell response to C14nef5 (Fig. 6B
and C, respectively). Therefore, the C-terminal serine residue
played a critical role in the activation of 2N5.1 cells and likely
mediated an anchoring function. Furthermore, we found that ex-
cess amounts of the 5-mer peptide with a short acyl chain (Cé6-
GGALIS) failed to block the response of 2N5.1 and SN45 T cells to
Cl4nef5 (Fig. 6D and data not shown). Taken together, these re-
sults, obtained from inhibition experiments with an array of
blockers, indicated that, whereas the attached myristic acid was
important for the activation of both T cell lines, the C-terminal
serine residue played a different role.

DISCUSSION

The analysis of the two CD8" T cell lines, 2N5.1 and SN45, that
recognized the same lipopeptide Ag, Cl4nef5, revealed their
shared and unshared properties, allowing us to grasp the molecu-
lar basis for lipopeptide Ag presentation and T cell activation (Fig.
7). One of the most remarkable similarities is that the optimal
length of the attached acyl chain is C,, (Fig. 5C). Both T cell lines
failed to recognize Ags with alonger saturated acyl chain (C18nef5
and C22nef5), suggesting that the putative Ag-presenting mole-
cules, tentatively termed LP1 for 2N5.1 and LP2 for SN45, may
form a hydrophobic pocket with a depth suitable for accommo-
dating the attached myristic acid. It should also be noted that the
Ag with a C,q acyl chain (C10nef5) was able to stimulate 2N5.1,
but not SN45 (Fig. 5C), pointing to the possibility that the reduced
hydrophobic interaction of the short acyl chain with the LP1 Ag-
presenting molecules might be compensated for by an additional
interaction, such as that mediated by an anchoring amino acid
residue of the peptide, as discussed below. Such additional modes
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