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Abstract

AIDS vaccine and pathogenesis research will benefit from a more diverse array of cloned SIV challenge stocks
from which to choose. Toward this end, 20 envelope genes were cloned from an extensively used, primary stock
of uncloned SIVmac251. Each of the 20 clones had a unique sequence. Their translated sequences differed by as
many as 26 amino acids from one another and by as many as 45 amino acids from the commonly used clone
SIVmac239. Envelope sequences up to and including the membrane-spanning domain were exchanged into the
infectious pathogenic SIVmac239 clone and virus stocks were produced by HEK293T cell transfection. Seventeen
of the 20 recombinants were replication competent. The infectivities per ng p27 of the 17 new replication-
competent recombinants in C8166-SEAP cells and in TZM-bl cells ranged from minus 32-fold to plus 7.6-fold
relative to SIVmac239. A range of sensitivities to neutralization by sCD4 and by sera from SIV-infected macaques
was observed but none was as sensitive to these neutralizing agents as SIVmac316, the highly macrophage-
competent derivative of SIVmac239. Four strains that were most sensitive to sCD4 inhibition were also among
the most sensitive to antibody-mediated neutralization. None of the new recombinant viruses replicated as well
as SIVmac316 in primary alveolar macrophage cultures from rhesus monkeys but three of the strains did exhibit
significant levels of delayed replication in these primary macrophages, reaching peak levels of virus production
of >50ng/ml p27 compared to 600-800 ng/ml p27 with SIVmac316. These new SIV clones are being contributed

to the NIH AIDS Reagent Repository and are available to the scientific community.

Introduction

AN IMPORTANT FEATURE OF RETOOLED EFFORTS TO
DEVELOP AN EFFECTIVE AIDS VACCINE is greater reliance
on monkey models." Significant advantages accrue to the use
of molecularly cloned SIV stocks of defined sequence pro-
duced by HEK293T cell transfection. When virus stocks are
produced by transfection of cloned DNA into HEK293T cells,
there is no virus replication. Consequently, such virus stocks
contain no sequence heterogeneity and the sequence of the
virus exactly reflects the sequence present in the cloned
plasmid DNA that was used for transfection. Use of cloned
virus allows for greater definition of assay conditions and for
greater precision in the interpretation of results. For example,
interpretation of neutralizing antibody assays can be ambig-
uous when a complex mix of sequences present in an un-
cloned virus stock is used for infection. Production of cloned
virus stocks in a carefully controlled manner facilitates re-
producibility in the properties of virus stocks prepared one
time to the next or one laboratory to another. Finally, and
perhaps most importantly, use of cloned virus produced by

transient transfection can eliminate concerns over the pres-
ence of adventitious agents, a major concern when peripheral
blood mononuclear cells (PBMCs) from rhesus monkeys are
used to produce virus.

Only two infectious, pathogenic, molecular clones of SIV
have been used to any significant extent for monkey studies:
SIVmac239 and SIVsmE543.>® Both typically result in peak
viral loads around 3x 107 copies of viral RNA per ml of plasma
10-20 days following infection, viral load set points of 10°-10°,
and a reasonably consistent disease course in outbred Indian-
origin rhesus monkeys.*” SIVmac316 is a derivative of SIV-
mac239 with eight amino acid changes in Env that impart high
affinity for CD4, extreme sensitivity to inhibition by soluble
CD4 (sCD4), sensitivity to neutralization by a wide range of
monoclonal and polyclonal antibodies, and the ability to rep-
licate efficiently in primary, differentiated, alveolar macro-
phage cultures from rhesus monkeys.®® It is generally believed
that these four properties go hand in hand. The ability of SIV-
mac316 to use low concentrations of CD4 for efficient entry is
likely responsible for its efficient tropism for alveolar macro-
phages, which express very low levels of CD4 on their surface.®
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Stocks of uncloned SIVmac251 have been extensively used
for a wide variety of AIDS vaccine studies.”'® Individual
stocks have been titered by both intravenous and mucosal
routes.”*>1® Here we describe the derivation and character-
ization of recombinant cloned SIV stocks containing SIV-
mac251 envelope sequences.

Materials and Methods
Preparation of virus samples and cell culture

HEK-293T cells and C8166-45 SIV- SEAP cells were main-
tained as previously described.”"” Virus was prepared by the
transient transfection of HEK-293T cells with plasmids con-
taining the full-length SIV proviral genomes. Cells were see-
ded at 1.5x10° cells per 75-cm? flask the day before tranfection
and each flask was transfected with 5ug of each plasmid
using the calcium phosphate method according to the man-
ufacturer’s instructions (Promega, Madison, WI). The culture
medium was changed on day 2 posttransfection, and the su-
pernatants were harvested on day 3. Virus was quantified by
determining the concentration of p27 capsid in the superna-
tant by an antigen capture assay (Advanced BioScience La-
boratories, Inc., Kensington, MD).

Sequence amplification and cloning

Primers were purchased from Sigma-Genosys Biotechnol-
ogies, Inc. (The Woodlands, TX). All plasmids were se-
quenced using a Beckman Coulter CEQ8000 apparatus.

SIV RNA was isolated from the 1991 animal-titered stock of
uncloned SIV251'° by affinity column purification using a
High Pure viral RNA kit (Roche Applied Science, In-
dianapolis, IN) according to the manufacturer’s protocol.
Viral RNA was amplified by RT-PCR using a SuperScript III
One-Step RT-PCR System with Platinum Taq High Fidelity kit
(Invitrogen, Carlsbad, CA) with primers 412EYu (5'-GGC
CTTCGAATGGCTAAACAG-3') and 413EYd (5'-CCTGCC
TTAACT TAGCTAGC-3'). The 2.8-kb PCR product was gel
purified and used for cloning into the 239-FL plasmid using
the restriction sites BstBI and Nhel. Fragments were ligated
using a Rapid DNA Ligation kit (Roche Applied Science, In-
dianapolis, IN). After the transformation of Escherichia
coli Stb12 cells (Invitrogen, Carlsbad, CA), single ampicillin-re-
sistant colonies were grown overnight at 30°C for plasmid
preparations, which were sequenced as described above.

Phylogenetic analysis

Nucleotide sequences were aligned using the HIValign tool
as implemented on the Los Alamos National Laboratory
HIV Sequence Database website (http://www .hiv.lanl.gov/
content/sequence/ HMM/HmmAlign.html), using the HIV-
2/SIV. Hidden Markov Model setting, and designating
SIVmac239 (GenBank accession no. M33262) as a reference
sequence. For comparison with sequences reported by Keele
et al'® 61 SIVmac251 env sequences corresponding to
GenBank accession numbers FJ578007-F]J578067 were down-
loaded and incorporated prior to alignment. Aligned
sequences were converted to Nexus format and neighbor-
joining trees were generated using PAUP v4.0al09 for
Macintosh. The sequences described in this study have been
deposited in GenBank and are available under the accession
numbers HM165237-HM165256.
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Infectivity assays

Viral infectivity was measured using two cell lines: C8166-
45 SIV-SEAP and TZM-bl. C8166-45 SIV-SEAP cells harbor a
Tat-inducible, secreted alkaline phosphatase (SEAP) reporter
construct enabling SIV infection to be measured by SEAP
production in the culture supernatant.'® TZM-bl cells are a
HeLa cell line with luciferase expression driven by the HIV-1
LTR on infection of the cells with HIV-1 or SIV.***! For in-
fectivity assays in the SEAP cell line, aliquots of virus stocks
were subjected to serial twofold dilutions and SEAP activity
from the supernatant was measured at day 3 postinfection
using the Phospha-Light kit (Applied Biosystems, Inc., Foster
City, CA) according to the manufacturer’s recommendations,
with the modifications as described previously.' For infec-
tivity assays in the TZM-bl cells, a 96-well plate was set up
with each row containing an uninfected well and a set of nine
serial twofold dilutions of virus. To these wells, 1 x10* TZM-bl
cells were added and the plate was transferred to a humidified
CO, incubator at 37°C. After 3 days, luciferase activity was
measured in triplicate using the Britelite Plus kit (Perkin
Elmer, Shelton, CT).

Neutralization

The neutralization sensitivity of each virus was tested using
an SEAP reporter assay as previously described."” Virus
equivalents to 5ng of p27 capsid protein for SIVmac316 and
2ng of p27 capsid protein for all other viruses were chosen as
inputs. SEAP activity was measured on day 4 when levels were
sufficiently over background to give reliable measurements (at
least 10-fold). To perform neutralization assays, 96-well plates
were set up as follows: 25 ul of medium (RPMI, 10% fetal bo-
vine serum) was added to the first three columns and 25-ul
aliquots of successive twofold or fourfold dilutions of test sera
in medium were added to each of the other columns. All sera
were heat inactivated at 56°C for 30 min before use in neu-
tralization assays. Each virus in a total volume of 75 ul was then
added to each well in columns 3 through 12. Virus-free me-
dium was added to columns 1 and 2 (mock). The plate was
incubated for 1h at 37°C. After incubation, 5000 target cells
(C8166-45 SIV-SEAP) in a volume of 100 ul were added to each
well. The plate was placed into a humidified chamber within a
CO; incubator at 37°C. SEAP activity was measured using the
chemiluminescent Phosphalight SEAP assay system (Applied
Biosystems, Inc., Foster City, CA) according to the manufac-
turer’s recommendations, with modifications as described
previously.' Neutralization activity for all antibodies and
plasma samples was measured in triplicate using a Victor V
multilabel counter (Perkin Elmer, Shelton, CT) and reported as
a percentage of SEAP activity or percentage neutralization.
Inhibition of infectivity by sCD4 was measured in the same
way as antibody-mediated neutralization assays. Soluble CD4
was obtained from the NIH AIDS Research and Reference
Reagent Program (Germantown, MD).

SIV-positive sera

A pool of sera from SIVmac239 infected monkeys was
available from a previous study performed at the New Eng-
land Primate Research Center. Sera from rhesus monkeys 184-
99 and 309-01 were obtained 48 weeks postinfection with the
1991 animal-titered stock of uncloned SIV251, and were a gift
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from Dr. Paul Johnson at the New England Primate Research
Center.

Assays of virus replication

We generated growth curves in rhesus PBMCs and macro-
phages from bronchoalveolar lavage (BAL) of rhesus ma-
caques. PBMCs were isolated from fresh citrate blood of rhesus
macaques by density gradient centrifugation (LSM Lympho-
cyte Separation Medium, MP Biomedicals, LCC, Solon, OH).
For analysis of viral replication in culture, PMBCs were re-
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suspended at 1x10° cells per ml in R20 (RPMI 1640 + 20% fetal
bovine serum) and were activated for 72 h with 1 ug of phy-
tohemmaglutinin (Sigma, St. Louis, MO) per ml R20. Cells
were then washed and resuspended in R20 supplemented
with 10% interleukin-2. In each well of a 24-well plate, 1x 10°
PBMCs in 2 ml were infected with 10 ng of p27 capsid protein.
One milliliter of supernatant was replaced every 3—4 days and
the concentration of p27 capsid protein in the supernatant was
measured using an SIV p27 antigen capture assay (Advanced
BioScience Laboratories, Inc., Kensington, MD).

A

SIV239 WT  MGCLGNQLLIAILLLSVYGIYCTLYVTVFYGVPAWRNATIPLFCATKNRDTWGTTQCLPDNGDYSEVALNVTESFDAWNN 80
SIV239/251a ..o Qe ) N 80
SIV239/251b ... P Qe E..o.o.Loooooiin, E. 80
SIV239/251C v Qe Loooooooat E. 80
SIV239/251d vvvviiiii i Qe e Looooooat E. 80
SIV239/251e ..o Qe Looooooiat E. 80
SIV239/251f ... P Qe E..o.o.Loooooaoi, E. 80
SIV239/251g ........... Vo Qe Loooooooat E. 80
SIV239/251h v Qe e Looooooat, E. 80
SIV239/2511 ......... T Qe Looooooat E. 80
SIV239/2517 vvvvviiiiii e Qe Looooooiat E. 80
SIV239/251K v Qe e Loooooooat E. 80
SIV239/2511 ovvvviiii i Qe Looooooat, E. 80
SIVZ239/251Im oo Qe Lot E. 80
SIVZ239/251In oo Qe LV.o..oooooat E. 80
SIV239/2510 .o Qe Looooooat, E. 80
SIV239/251p wovvii i Qe Looooooat, E. 80
SIV239/251Q oo Qe Looooooont, E. 80
SIV239/251r ...P..oiii Qe Goovvvniint D 80
SIV239/251s ..o Qe P Looooooont E. 80
SIV239/251t ... .. il Qe Lot E. 80
SIV239 WT  TVTEQAIEDVWQLFETSIKPCVKLSPLCITMRCNKSETDRWGLTKSITTTASTTST---TASAKVDMVNETSSCIAQDNC 157
SIVZ239/251a ..o Koooooooooooot e TH... 157
SIV239/251b .. Kooooo. S....TPAP.IPMNT...I.......... TH... 160
SIV239/251c ...l Roooooiiiiiiit, AK...... S..A...SAPTSAPT...I.......... TH... 160
SIVZ239/251d ..o e L....AP.PMN---T...T.......... TH... 157
SIVZ239/251e .. Koo, Soooo. T.-—-..P..Tooooiais TH... 157
SIV239/251F it e Kooooo. S....TPAP.IPMNT...I............ N.. 160
SIV239/251g ...t Rovoioiiiiiiit Kooooo. SI..TAP.TPN-T.STKPI........... H... 159
SIVZ239/251h . Koo, Soooa T.-—-..P..Tooooiais TH... 157
SIV239/2511 vvvviiii i Voo, Koo, Soooo To-——- P T TH... 157
SIV239/2517 ittt e Koo, -L..TAP.AP---. AS.T.......... TH... 156
SIVZ239/251K it e SI..TAP.TPN-T.STRPI.......... TH... 159
SIVZ239/2511 e Koo, S..ITP.---TST.T...IT........... H... 157
SIV239/251Im ... Rovoii i, Koo, SI.A.P.SAPTSAPT...I.......... TH... 160
SIV239/251n ... Voo, Koo, Soooo To-——-. P T TH... 157
SIVZ239/2510 it L....AP.PMN---T. .. IT.......... TH... 157
SIV239/251p ... Revooi i, Koo, L...TAA .. ——-.T...T. ... TH... 157
SIVZ239/251Q v vi i Koo, S...TT..AA-——-PT.IS.......... TH... 156
SIVZ239/ 25dr ot e e 157
SIVZ239/251s it Koo, -L.. TAP.AP---. AS.T.......... TH... 156
SIVZ239/251t e SI..TAP.TPN-T.STRPI.......... TH... 159

FIG. 1. Alignments of SIV envelope sequences. (A-E) The alignments of SIV envelope sequences of 20 clones of SIV239/
Env251 viruses. SIV239/Env251 clones are aligned to the first 716 amino acids of STVmac239. The alignment includes only the
sequences cloned from the virus stock; the remaining sequences are identical to SIVmac239. Periods indicate conservation

with the SIVmac239 sequence. Dashes indicate deletions.
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B

SIV239 WT  TGLEQEQMISCKFNMTGLKRDKKKEYNETWYSADLVCEQGNNTGNESRCYMNHCNTSVIQESCDKHYWDAIRFRYCAPPG 237
SIv239/251a ......... Govvvnvn Toooooo. LI SDeveoiii Iooooooooi. Tooooooon 237
SIV239/251b ......... Govvvnvn Toooooo. LI SDeveiiiii Ioo.ooooooi. Toooooooas 240
SIV239/251c ......... Govvvnvn Toooooo. LI SDeveiiii ] Toooooooi 240
SIvV239/251d ......... Govvvnvn Toooooo. LI SDeveiiii P Tooooooont 237
SIV239/251e ......... Govvvnvn Toooooo LI SDeveiiii P Toooooooee 237
SIV239/251f ... i Toooooo. LI S Toooooooee 240
SIV239/251g ......... Govvvnvn Toooooo. LI SDeveiiii ] Toooooooet 239
SIV239/251h ......... Govvvnnn Toooooo. LI SDeveiii ] Toooooooa 237
SIV239/251i ......... Govvvenvn Toooooo. LI SDevooiii ] Toooooooen 237
SIV239/251] ......... Govvvnin Toooooo. LI SDevie Toooooooa 236
SIV239/251k ......... Govvvvnnn Toooooo LI SDeveviiii ] Tooooooot 239
SIV239/2511 ......... Govvvnnn Toooooo. LI SDeveviiii | Toooooooat 237
SIV239/251m ......... Govvvnvn Toooooo. Tooooo... SDeveii ] Toooooooat 240
SIV239/251n ......... Govvvnnn Toooooo. LI SDeveiiii Ioo.ooooooi. Tooooooos 237
SIV239/2510 ......... Govvvnvn Toooooo LI SDeveiii ] Toooooooat 237
SIV239/251p ......... L Toooooo. LI SDeveoiiii ] Toooooooee 237
SIV239/251q ......... L Toooooo LI S Toooooooa 236
SIV239/251r ... ... .. L Toooooo LI SDeooiii ] Toooooooa 237
SIV239/251s ......... L Toooooo. LI S Toooooooa. 236
SIV239/251t ......... L Toooooo. LI, SDeooiii Ioooooooit. Toooooooat 239
SIV239 WT  YALLRCNDTNYSGFMPKCSKVVVSSCTRMMETQTSTWFGFNGTRAENRTYIYWHGRDNRTIISLNKYYNLTMKCRRPGNK 317
SIVZ239/2510 .o e e, 317
SIVZ30/250b e e e 320
SIVZ239/ 2500 ot e e, 320
SIV239/251d ... ...l N e 317
SIVZ239/250e o e e e, 317
R A 1 74 320
SIVZ239/250g it e e, 319
SIV 230/ 250N e e e e e 317
SIVZ30/2500 ittt e e e e i 317
R A 1 74 By 316
R 1 74 319
SIVZ30/ 250 ittt e e e e et e 317
STIVZ239/250IM e e 320
SIVZ239/ 250N o e e 317
SIV239/2510 ...l N e 317
SIVZ239/ 250D et e e 317
SIVZ239/250Q0 it e e 316
R S 1S 4 N 317
SIVZ230/ 250 e e 316
STV 230/ 25t i 319

FIG. 1. (Continued).

Rhesus macrophages were obtained from BAL. Approxi- to each well on a 96-well plate and allowed to incubate at
mately 20ml of saline was used to collect cells from BAL. 37°C in a CO, incubator for 2h until macrophages adhered
The cells were pelleted by centrifugation at 1000rpm for to the plate. The remaining lymphocytes were washed out
10 min, resuspended in 5ml of ACK lysing buffer, and left to by extensive flushing of the medium. A total of 250 ul of
stand at room temperature for 3min. Then 20ml of HBSS fresh medium was added to each well and the plate was
with 2% fetal bovine serum was added and the cells were incubated for 48h at 37°C in a CO, incubator before in-
again pelleted. The cells were washed two more times before  fecting with 4.3ng p27 capsid protein per well. Then 100 zl
being resuspended at 0.43x10° cells per ml in macrophage of supernatant was collected and replaced with fresh media
culture medium (IMDM supplemented with 10% human every 2-3 days and the concentration of p27 capsid protein
serum type AB, 5% fetal bovine serum, 100 ug/ml strepto- in the supernatant was measured using an SIV p27 antigen
mycin, 100U/ml penicillin, 20 ug/ml gentamycin, and capture assay (Advanced BioScience Laboratories, Inc.,
0.25 pg/ml amphotericin B). Then 0.25ml of cells was added =~ Kensington, MD).
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C

SIV239 WT  TVLPVTIMSGLVFHSQPINDRPKQAWCWFGGKWKDAIKEVKQTIVKHPRYTGTNNTDKINLTAPGGGDPEVTFMWTNCRG 397
SIV239/251a ..., V.E..N........ N Rovoooiiiii, 397
SIV239/251b ... ...l Vooo.NoLo L N Rovoooiiii, 400
SIV239/251c ..o V.E..N........ N R, 400
SIV239/251d ....... ..ol Vooo.NoL L N Rovoooiiiii, 397
SIV239/251e ..., VB, N e Rovoooiiiii, 397
SIV239/251f ... ...l Vooo.NoL L N e 400
SIV239/251g ..o vvviiiii Vooo.NoLoL L N Rovoooiiii, 399
SIV239/251h .. ... ...l V.E..N........ N Rovoooiiii 397
SIV239/2511 ....oiiiiiil. V.E..N........ N Rovoooiiiii, 397
SIV239/2515 ..o V.E..N........ N Rovoooiiii 396
SIV239/251k ...l V.E..N........ N Rovoooiiii, 399
SIV239/2511 ..., VoooNoo L N Rovoooiiiii, 397
SIV239/25Im .. ... .. ...l Vooo.NooL L N Ro..... Rovoooiiii, 400
SIV239/251n .. ...l V.E..N........ N R, 397
SIV239/2510 ..., Vooo.NoLoL N Rovoooiiii, 397
SIV239/251p ..o V.E..N........ N Rovoooiiiii 397
SIV239/251q ..ovviiiiii V.E..N........ N R, 3%
SIV239/251r i VoooNcoL L N Rovoooiiiii, 397
SIV239/251s v.viiiiiii V.E..N........ N Rovoooiiiii, 3%
SIV239/251t ..ol V.E..N........ N Rovoooiiii, 399
SIVZ239 WT  EFLYCKMNWFLNWVEDRNTANQKPKEQHKRNYVPCHIRQIINTWHKVGKNVYLPPREGDLTCNSTVTSLIANIDWIDGNQ 477
SIV239/251a ..., DLTT. R, . R R i T.... 477
SIV239/251b .. ... ...l DLTT. R, . R R i T.... 480
SIV239/251c voviiiiiiia, DLTT. R, . R R i T.... 480
SIV239/251d ...l LT...... R R e T.... 477
SIV239/251e ...l DLTT. R, . R R i T.... 477
SIV239/251f ... .l T e T.... 480
SIV239/251g ovviviiiii DLTT. R, . R R i T.... 479
SIV239/251h ... ...l DLTT. R, . R R i T.... 477
SIV239/2511 ..., DLTT. R, . R R i T.... 477
SIV239/251] ..o, DVT. R RYR. T.... 476
SIV239/251k ...l DVT. R R R T.... 479
SIV239/2511 ..., DVTT. R, . R R T.... 477
SIV239/25Im ...l DVT . R R R T.... 480
SIV239/251n ..ot DLTT.R. . R R i T.... 477
SIV239/2510 ..viiiiiiiiii LT...... R R e T.... 477
SIV239/251p v DLTT.R. . R R i T.... 477
SIV239/251q ..vvviiiiii DVT . R R R T.... 476
SIV239/251r .o DLTT.R. . R R T.... 477
SIV239/251s ..o DLTT.R. . R R T.... 476
SIV239/251t ... ...l DVT. . R. . R R T.... 479

FIG. 1. (Continued).

Results Env and 8742 at the end of the membrane spanning domain

according to the sequence of Regier and Desrosiers.” Twenty

The derivation of the PBMC-grown stock of uncloned
SIVmac251 that was used here for env cDNA cloning has been
described.® Its infectivity titer by the intravenous route'® and
by the rectal route’ (unpublished data) is known. Vaccine
studies that have used this particular stock include refer-
ences”'** and other vaccine studies have used SIVmac251
stocks derived from it. cDNA was prepared from virion RNA
and amplified using primers that allowed easy insertional
cloning into the unique BstBI and Nkel sites of the SITVmac239
full-length infectious clone. These sites are located at nucleo-
tide number 5875 just upstream of the initiating methionine of

independent clones were selected for analysis.

Sequencing of these 20 clones revealed that all of the clones
differed from one another and differed from SIVmac239
(Fig. 1). Clones d and o had an identical predicted amino acid
sequence but they differed from each other at one nucleotide
position. Predicted amino acid differences ranged from 0 to 27
among the 20 clones and from 28 to 45 when each of the 20
clones was compared to SIVmac239 (Fig. 1). Some of the se-
quences did cluster with SIVmac239 or with other SIVmac251
clones on phylogenetic analysis (Fig. 2). Recently, Keele ef al.'®
described the envelope sequences in a stock of STVmac251 that
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D

SIV239 WT  TNITMSAEVAELYRLELGDYKLVEITPIGLAPTDVKRYTTGGTSRNKRGVFVLGFLGFLATAGSAMGAASLTLTAQSRTL 557
N TR 1 74 1 e L 557
SIV 230/ 25 dD .. e e e e e e 560
STV 230 25 0T ittt e e e e e 560
SIV 230/ 250 .. e e et e e e 557
SIV 230/ 250 e e e e e e 557
STV 230 2 L ottt e e e e e 560
STV 230 250G vttt et e e et e e e e 559
SIV 230/ 25 dN e e e e e e 557
STV 230 2 di vttt e e e e e 557
N A G e 3 i PP 556
STV 230 25 dK et e e e e e 559
SIV 230 25 d L e e e e e e 557
STV 230 2 M e e e e e 560
STV 230 2 AN e e e e e 557
STV 230/ 2500 vttt e e e e e e 557
STV 230 2 A ottt e e e e 557
SIV 230 250G v vttt e e e e e e 556
STV 230 2D Al et e e e e e 557
STV 230/ 2508 ittt e e e e e e 556
SIV 239/ 25 dt ot e e e e e e Ao 559
SIV239 WT  LAGIVQQQQQLLDVVKRQQELLRLTVWGTKNLQTRVTAIEKYLKDQAQLNAWGCAFRQVCHTTVPWPNASLTPKWNNETW 637
SIV 230/ 250 vt i e e e e N...D.. 637
SIV 230/ 25 dD .t e e e e e N...D.. 640
STV 230/ 25 0T vt e e e e e D...D.. 640
SIV239/ 250 . e e e e e e e T...N...... 637
SIV 239/ 2508 i e e e e e N...D.. 637
SIV 230/ 2 At it e e e e e V...D.. 640
N A S e 3 o D...D.. 639
SIV 239/ 25 dN e e e e e D...D.. 637
STV 230/ 2 di vt e e e e D...D.. 637
N R S o 2 3 5 N D...D.. 636
STV 230 25 dK et e e e e e e 639
SIV 230/ 25 d L e e e e D...D.. 637
STV 230 2 dM e e e e e e e N...D.. 640
STV 230 2 AN e e e e D...D.. 637
SIV 239/ 2500 vttt e e e e e e T...N...... 637
N A o 3 o R Teeeoo... 637
N R S S 3 o P 636
SIV239/251r ... P et e e e N...D.. 637
STV 239/ 2508 it e e e e e e N...D.. 636
STV 230/ 25 dt e e 639

FIG. 1. (Continued).

had been separately passaged from the SIVmac251 stock that
we used here. These sequences from Keele et al.'® showed
much less diversity than the envelopes sequences present
in our 1991 stock and clustered with one branch of our
phylogenetic tree (Fig. 2).

Infectivity

Virus stocks were produced by transfection of cloned DNA
into HEK293T cells. All 20 plasmids yielded p27 capsid anti-
gen in similar amounts. Seventeen of the 20 clones were in-
fectious when scored on C8166-SEAP cells' and on TZM-bl
cells?** (Fig. 3). The three noninfectious clones (c, r, and s)

were noninfectious for both cell lines. The use of normalized
inputs based on p27 content allowed us to evaluate the rela-
tive infectivity of the different stocks. They ranged from
minus 32-fold to plus 0-fold in C8166-SEAP cells relative to
SIVmac239 and minus 1.7-fold to plus 7.6-fold in TZM-bl cells
relative to SIVmac239. The highest infectivities were observed
for clones a, e, and i in C8166-SEAP cells (Fig. 3A) and for
clonesa, b, j, m, 0, k, and 1in TZM-bl cells (Fig. 3B). The lowest
infectivities were observed for clones f and t in C8166-SEAP
cells (Fig 3A) and for clones f and t in TZM-bl cells (Fig. 3B).
Infectivity for TZM-bl cells likely reflects use of CCR5 for
entry into cells. The rank orders of infectivities are summa-
rized in Table 1.
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E SIV239 WT  QEWERKVDFLEENITALLEEAQIQQEKNMYELQKLNSWDVFGNWFDLASWIKYIQYGVYIVVGVILLRIVIYIVQMLA 715
STV 239/ 2500 vttt et e e e P 715
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FIG. 1. (Continued).

= 0.0005 substitutions/site

SVmac239

FIG. 2. SIVmac251-derived env clones represent a diverse
array of sequences. The unrooted neighbor-joining tree shows
nucleotide diversity among the 20 cloned SIVmac251 enve-
lope sequences characterized in this study (branches are
labeled a through t). The red cluster depicts SIVmac251
sequences from an expanded SIVmac251 challenge stock
characterized by Keele et al.'® The env sequence of SIVmac239
was included as a reference.

Replication in rhesus PBMCs

Cloned SIVs ¢, 1, and s, which did not score in C8166-SEAP
or TZM-bl cells above, also did not replicate detectably in
primary rhesus PBMC cultures. The underlying basis for the
lack of infectivity in cell lines and the failure to replicate in
rhesus PBMCs for these three recombinant cloned viruses is
not obvious from inspection of their sequences (Fig. 1). The 17
remaining SIVmac239/Env251 viruses replicated well in
rhesus PBMCs. Although substantial differences were noted
in the general ability of PBMCs from one animal to another to
support SIV replication, only minor differences were noted
among the 17 different SIVmac239/Env251 strains when
tested head to head in cells from the same animal. Figure 4
shows representative replication curves to illustrate these
points. SIVmac239/Env251 clone m replicated most poorly of
the 17 replication-competent strains (Fig. 4C) and PBMCs
from monkey Mm159-05 were the poorest of the monkeys
tested in supporting replication of the recombinant SIVs
(Fig. 4D).

Sensitivity to soluble CD4

The ICs¢s for sCD4 against the 17 replication-competent
recombinant clones were determined using C8166-SEAP
cells. Controls for this experiment, SIV239 and SIV316, gave
ICsps similar to what our laboratory has reported previous-
ly.%** SIV316 has a high affinity for CD4 and consequently
requires much lower concentrations of sCD4 for inhibi-
tion.*?*® Consistent with this, SIV239 control yielded an
ICsp of 3 ug/ml sCD4 and SIV316 control yielded an ICs of
0.1 ug/ml. The 17 recombinant viruses had a sensitivity to
sCD4 that was more similar to SIV239. The majority of the
recombinant clones required somewhat higher concentra-
tions of sCD4 for 50% inhibition than SIV239 (Fig. 5 and
Table 2). Clones a, b, and f required 1 ug/ml for 50% inhi-
bition and clones d, i, and n required 3 ug/ml for 50% inhi-
bition by sCD4.
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FIG. 3. Comparative infectivity of SIVmac239 and 20 clones of SIV239/Env251. Virus stocks were obtained from trans-
fection of HEK 293T cells. Stocks were normalized for the amount of p27 and used to infect the C8166-45 SIV-SEAP cell line or
the TZM-bl cell line. (A) C8166-45 SIV-SEAP cells were infected and SEAP activity was measured on day 3 postinfection. The 20
SIV239/Env251 virus clones were divided into three sets. SIV239 was run as a control in each set. All viruses were assayed in
triplicate. The SEAP counts were normalized to the values obtained for 1.25ng of SIVmac239 virus per well. The relative
standard deviation for the triplicate results with 1.25ng input was calculated, and ranged from 3% to 42%, with an average
relative standard deviation of 17%. Clones SIV239/251c, SIV239/251r, and SIV239/251s were not infectious in SEAP cells and
were not included in this calculation. (B) TZM-bl cells were infected and luciferase activity was measured on day 3 postinfection.
The graph shows RLU versus input of p27 in ng/well. The viruses were all assayed in triplicate. The relative standard deviation
for the triplicate results with 1.25ng input was calculated, and ranged from 1% to 21%, with an average relative standard
deviation of 10%. Clones SIV239/251c, SIV239/251r, and SIV239/251s were not infectious in TZM-bl cells and were not
included in this calculation.
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TABLE 1. RANK ORDERS OF INFECTIVITIES

Infectivity Infectivity
Rank? in TZB-ml cells in C8166-SEAP cells
1 SIV239/251a SIV239
2 SIV239/251j SIV239/251a
3 SIV239/251b SIV239/251e
4 SIV239/251m SIV239/251i
5 SIV239/2511 SIV239/251h
6 SIV239/2510 SIV239/251q
7 SIV239/251k SIV239/251b
8 SIV239/251q SIV239/2511
9 SIV239/251g SIV239/251g
10 SIV239/251i SIV239/251p
11 SIV239/251d SIV239/251m
12 SIV239/251e SIV239/251j
13 SIV239/251h SIV239/2510
14 SIV239/251n SIV239/251n
15 SIV239 SIV239/251d
16 SIV239/251p SIV239/251k
17 SIV239/251f SIV239/251t
18 SIV239/251t SIV239/251f
19 SIV239/251s SIV239/251c¢
20 SIV239/251c SIV239/251s
21 SIV239/251r SIV239/251r

“Based on infectivity at 1.25ng p27 per well. Viruses are ranked
from most infectious to least infectious. Line spaces separate viruses
that clustered separately from the others.

Sensitivity to neutralization by sera
from infected monkeys

The sensitivity of these 17 recombinant viruses to neutral-
ization by sera from SIV-infected monkeys was evaluated.
Three different sera were used. First, we used a pool of sera
from SIV239-infected monkeys. We have many vials of this
pool stored and we usually use it as our positive control in
neutralization assays to gauge the consistency of performance
against SIV239 (relatively neutralization resistant) and SIV316
(neutralization sensitive) as controls in each assay. We also
used sera from rhesus monkeys 184-99 and 309-01 obtained
9 months after infection with the 1991 animal-titered stock of
uncloned SIV251, the same stock that was used for the env
cloning. We used SEAP activity from C8166-SEAP cells as the
readout for the neutralization assay. Sera from uninfected
SPF rhesus monkeys exhibited no neutralizing activity (not
shown).

One curious feature of the neutralization profiles of the 17
new viruses was a “flattening” effect with the curves (see Figs.
5,6,and 7). SIV infection (measured by SEAP activity) initially
increased with increasing dilutions of sera at a typical rate, but
extreme serum dilutions were required to eventually take the
activity up to 100%. We have seen this curious effect with all
17 viruses using sCD4 and using each of the three positive
monkey sera. We have seen it with independent virus stock
preparations of these 17 viruses. We have seen the effect on
both C8166-SEAP cells and TZM-bl cells. We never see it with
SIV239 or with SIV316. Because of this, neutralization titers
are reported as 70% neutralization values.

Neutralization curves with the SIV239-positive pool are
shown in Fig. 6 and the 70% neutralization titers are given in
Table 2. The 70% neutralization titer of this serum against
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SIV239 was 1:50 and against SIV316 was 1:100,000. These are
similar to and consistent with all previous measurements of
these combinations. 70% neutralization titers with this serum
ranged from 1:20 to 1:200 against the 17 new viruses. We
conclude that the neutralization sensitivity of these 17 new
viruses with this particular serum pool is similar to or slightly
greater than the sensitivity of SIV239. Strains b, n, and j were
neutralized to the greatest extent by this serum pool.

Because these new viruses have env sequences derived
from uncloned SIV251, it was important that we characterize
the sensitivity to neutralization by sera from monkeys in-
fected with this stock of uncloned SIV251. Neutralization
curves with the SIV251-positive monkey serum 184-99 are
shown in Fig. 7 and the 70% neutralization titers are given in
Table 2. The 70% neutralization titers with this serum were
1:60 against SIV239 and 1:100,000 against SIV316. The 70%
neutralization titers with this serum against the 17 new
viruses ranged from 1:40 to 1:800. Nine of the 17 viruses ex-
hibited 70% neutralization titers of 1:100 or greater. Thus,
these new cloned viruses appear somewhat more sensitive on
average to neutralization by this SIV251-positve serum than
SIV239. Strains b, f, and n were neutralized to the greatest
extent by this positive serum.

The same patterns and trends for neutralization that were
observed with 184-99 serum were also observed with serum
from 309-01, except the titers were lower (data not shown). As
with serum from 184-99, the b, f, and n cloned viruses were the
ones most sensitive to neutralization by serum from 309-01.
This suggests that either these three cloned viruses are the
most sensitive to antibody-mediated neutralization of the lot
or that sequences in these cloned viruses are the most heavily
represented in what grew out in these two animals.

Sensitivity to neutralization by selected
monoclonal antibodies

We also tested the sensitivity of these 17 recombinant
viruses to neutralization by selected monoclonal antibodies.
The monoclonal antibodies that were used are 3.11H, 1.11A,
19C, and 1.10A. These antibodies represent competition
groups IV, V, VI, and VIL2%2” We also included SIV239 and
SIV316 as controls for these neutralization assays. None of the
four mABs neutralized SIV239 detectably (ICso > 10 pug/ml),
consistent with previous analyses described in Johnson et al.?®
All four monoclonal antibodies neutralized SIV316 at con-
centrations similar to what was reported previously by
Johnson et al.;? the ICsos were all less than 1 ug/ml with
SIV316. The majority of mAB-SIV239/Env251 combinations
showed no neutralization (ICsps >10ug/ml). Four of the
SIV239/Env251 recombinant strains did appear to be weakly
neutralized by the 1.10A mAB (ICsps of 1-5 ug/ml) (data not
shown); these four strains were a, b, f, and n.

Replication in rhesus monkey alveolar macrophages

The recombinant viruses were tested for their relative
ability to replicate in differentiated alveolar macrophages
from rhesus monkey lung lavage as we have described pre-
Viously.g’28 As controls, we included SIV316, SIV316TMstop,
and SIV239. The TMstop derivative of SIV316 has a truncating
mutation in the cytoplasmic domain of env that results in in-
creased Env content in virions and increased infectivity.** The
SIV316 strains replicate extremely well in these CD4-low
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FIG. 4. Replication kinetics of SIV239/Env251 virus clones in rhesus PBMC cultures. (A) Viruses SIV239/251a, SIV239/251b,
SIV239/251c, and SIV239/251d grown in PBMCs from animal Mm 180-05; (B) viruses SIV239/251e, SIV239/251f, SIV239/251g,
and SIV239/251r grown in PBMCs from animal Mm 311-00; (C) viruses SIV239/251k, SIV239/2511, SIV239/251m, and SIV239/
251s grown in PBMCs from animal Mm 359-98; (D) viruses SIV239/251k, SIV239/2511, SIV239/251m, and SIV239/251s grown in
PBMCs from animal Mm 159-05. Clones SIV239/251h, SIV239/251i, SIV239/251j, SIV239/251n, SIV239/2510, and SIV239/251p
were also tested and exhibited similar growth kinetics (data not shown).
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FIG. 5. Comparative inhibition of SIV239, SIV316, and SIV239/Env251 clones by soluble CD4. Virus was incubated with
sCD4 and then C8166-45 SIV-SEAP cells were added. SEAP activity was measured 3 days postinfection. The viruses were
assayed in triplicate. The relative standard deviation for the 17 recombinant cloned viruses was calculated, and ranged from
1% to 56%, with an average relative standard deviation of 13%. Clones SIV239/251c, SIV239/251r, and SIV239/251s were not
infectious in SEAP cells and were not included in this assay.

macrophages whereas SIV239 replicates poorly. Because en-
ough cells were not obtained from a single monkey to test all
TABLE 2. NEUTRALIZATION TITERS recombinant strains, some strains were tested in macrophages
from one monkey and the remainder of the strains were tested

C brati t7 01% ‘i t7 Ol% i in macrophages from another monkey. The control SIV strains
Ochesiélrgélwn nteibtle:g Z:iriz,n nfibtle:: :f;,i;n were used in both sets of cultures. Input inocula were nor-
(ug/ml) reducing a pool of SIV239+ SIV251+ mgnkgy malized to contain the same amounts of p27. None of the
Virus infectivity by 50%"  monkey sera® sera 184-99 recombinant SIV239/Env251 strains replicated as well as the
SIV239 3 50 60 SIV316 strains in these alveolar macrophage cultures. How-
SIV316 01 100,000 100,000 ever, some of the recombinant strains exhibited significant
SIV239/251a 1 50 100 levels of delayed replication well above the levels observed
SIV239/251b 1 100 800 with SIV239 (Fig. 8). Recombinant strains b, e, and n achieved
ggigg; %gig g gg 188 supernatant levels in excess of 50 ng/ml p27 and strains jand 1
SIV239/251f 1 20 800 achieved levels in excess of 20ng/ml p27.
SIV239/251g 9 30 100
SIV239/251h 9 50 40
SIV239/251i 3 50 200 Discussion
SIV239/251j 5 100 200 . . .
SIV239/251k 5 50 200 The range of envelope sequence diversity in the primary
SIV239/2511 5 60 100 stock of SIVmac251 appears to be similar to what has been
SIV239/251m >12.5 25 40 often observed with primary isolates of HIV-1.2>"' SIV had
gggggggig 3 228 428 been in rhesus monkey #251 for several years prior to iti
SIV239/251p >12.5 40 60 isolation and consequently had ample time to diversify.>*™
SIV239/251q >12.5 30 60 SIVmac239 was derived from uncloned SIVmac251 by pas-
SIV239/251t 5 90 60 sage in monkeys.>>* Consequently, the modest extent of

a - . envelope sequence differences between SIVmac239 and the
50% SEAP activity determined based on results from day 3 sCD4 . ..
inhibition curves. parental SIVmac251 is not surprising. Nonetheless, SIV-

PValues represent the reciprocal dilution of sera needed to reduce mac239 has quite clearly diverged beyond the range of di-
infectivity by 70%. Results are based on day 4 neutralization curves. ~ versity present in the STVmac251 stock that we describe here.
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FIG. 7. Comparative neutralization of SIV239, SIV316, and SIV239/Env251 clones by sera from SIV251 + rhesus monkey 184-
99. Virus was incubated with serial 4-fold dilutions of sera and then C8166-45 SIV-SEAP cells were added. SEAP activity was
measured 4 days postinfection. The viruses were assayed in triplicate. The relative standard deviation for the 17 recombinant
cloned viruses was calculated, and ranged from 3% to 64%, with an average relative standard deviation of 19%. Similar results
were obtained using sera from SIV251 + monkey 309-01 (data not shown). Clones SIV239/251c, SIV239/251r, and SIV239/251s
were not infectious in SEAP cells and were not included in this assay.
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FIG. 8. Replication kinetics of SIV239, SIV316open, 316TMstop, and SIV239/Env251 virus clones in rhesus macrophage
cultures. Rhesus monkey macrophages were obtained from bronchoalveolar lavage and were infected with viruses after
being cultured for 48h. The p27 content in the supernatant was measured using an antigen capture assay. (A and C)
Macrophages from Mm 222-06 were infected with SIV239, SIV316open, SIV316TMstop, and SIV239/251a—j and p27 amounts
graphed with (A) and without (C) SIV316open and SIV316TMstop. (B and D) Macrophages from Mm 280-06 were infected
with SIV239, SIV316open, SIV316TMstop, and SIV239/251k-t and p27 amounts graphed with (B) and without (D) SI-
V316open and SIV316TMstop.
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Sequence differences among clones not surprisingly oc-
curred predominantly in previously defined variable re-
gions, particularly in V1 (amino acids 110-150).%® The extent
of envelope sequence diversity present in the 1991 SIV-
mac251 stock analyzed here appears to be considerably
greater than that observed for a separately passaged stock of
SIVmac251 analyzed recently by Keele et al.'® This obser-
vation has important implications for pathogenesis studies
directed at the analysis of transmitted variants and for vac-
cine studies directed at protection against a heterogeneous
swarm of viruses.

Seventeen of the 20 randomly selected envelope clones
were compatible with replication competence. The three
clones that were not replication competent (c, r, and s) are a bit
of a curiosity as there is nothing obvious in their sequences to
suggest what may be the cause. There are no stop codons or
frame shifts in these clones. However, clone ¢ does have a
unique A at position 118, clone r a unique G at position 49, and
clone s a unique P at position 42 that could potentially be
responsible for their lack of function.

Some of the analyzed properties seemed to be linked.
Clones a, b, f, and n showed the greatest sensitivity to inhi-
bition by sCD4 and these same four cloned viruses were the
only ones for which some level of neutralization by mono-
clonal antibodies was observed. Cloned viruses b, f, and n
were also most sensitive to neutralization by sera from mon-
keys infected with the uncloned SIVmac251 stock. Sera from
monkey 184-99 neutralized these three cloned viruses with
70% neutralization titers of 1:800, 1:800, and 1:400. Cloned
viruses b and n, together with e, also exhibited the best rep-
lication of the 17 in primary rhesus monkey alveolar macro-
phages. These were the same trends in properties that we
noted previously for SIVmac239 vs. SIVmac316,%2° except
that in the case of SIVmac316 the differences in properties are
considerably more extreme.

Although the range of differences among clones was in
some cases modest, the differences in characteristics may
prove useful for some applications, for example in selecting a
clone or clones for a particular study or for comparing dif-
ferent clones for biological outcomes. Relative infectivity
varied over more than a 200-fold range and sensitivity to
neutralization varied by as much as 20-fold. Mixtures of
clones could be used for some applications, for example, for
examining whether there is selective transmission of some
strains on mucosal exposure. Although we do not yet know
how these recombinant cloned viruses will perform in mon-
keys, they will almost certainly be helpful in continuing use of
the SIV model.
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