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P A VA {5 KRH-3955 (3, NRTI. NNRTI,
P1iittE, MDR (NRTI, NNRTI, PI fitf$). T-20
RO W hicxt L T 6 #Ek T 5 HXB2,
NL4-3 LIZIZRBEOH VA Vv AFEKE LR
it
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ICPREs L7z, EEEPRLARF OEFIMEIL EC,
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SYEFRES® 4. Darunavir IHIEHOTFZE

Darunavir £ & M4T
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AUWETSH, MM EROUMAE
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DFERN S LPV/r, APV, ATV IoXF L T M
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oA V2D L DHaFGE EiCitE T 4
LABHBL, TOEKDEVETTDHL
FLWEAICEETHLENNTL 5, 16
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A=A NAFE2 Lb—3a FHTF
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L, RT-PCREPCRICLE 2 TOANVARTOTT
— & &Er 590 bp DNA WP 287,
FLT, 2O NLRTaTT—EEEE
AICHYI-1 F 2 o—> NL4-3 [CHEAL
s TS, MoNEDGANRFALTFY
—ik. FOHA XH >100,000TH 7=, 7
ANARTATZU—DNAZR L. 203THIRY
ICbFRA7x/al, 24 hEZFODO L
WoEEnd2T A NAREFEILL, -B0TIzH
ﬁ[dto

3) VANAETuTFT—¥HERGFELET
T MT2RMRIC R, HEEL, BIRLED
ANAZEU L7, RT-PCREPCRICE->TY
ANAT T T —EH#EAE&ir 590 bp DNA
Brh&E®, — 2R %o

(fwER i~ BLRE)
EFHEOEEHEELLEVWSDTEOR
VICHEMLOERL -7, REIZIELT
B o EHFEEL 57, REFOKEE
LG AR — DRI DT-,

C. #R

AR 19 4EAENE, TEY AV ARHET S
DR TFRTEENE I ERFRDBDIC,
ETNERDBEEMT O 74— VERFE
L., HIV-1 i F CEEICDE - THIET
FEA, 7oF7—CHEACLS LA B
HIEMEToTWERFT—F b, Kiff
FENB LT EWMEELE, VANAOERT —
FRHEBBRAL, 9524 0BREDEIE
OEERTOMAE Mm% AT, RT-PCR {2k
") protease FEMEZHI®E L. HIV-1y,., IC#
HAH, FOEMBELATOREVANART
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Fig 1. Cytotoxic activity of CTL clones. Primary CD4" cells isolated from an HIV-negative donor were
pulsed with various concentrations of VY8 or RYI1 peptide (panel A4), infected with recombinant
vaccinia virus expressing Nefsy, (panel B) or infected with HIV-1 (panel C) were mixed with the
indicated CTL clones. To obtain relative specific lysis values, the cytotoxic activity toward the same
target cells but pulsed with no peptide, infected with vaccinia virus alone (i.e.; lacking nef expression) or
infected with HIV-1 Anef variant was determined in parallel. Data presented are means of duplicate
assays, and an additional set of experiments using another PBMC donor showed similar results.
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Fig 2. TCR-pMHC interactions on TCR-transduced TG40 cells. (A) TG40 cells alone (shaded areas)
or those expressing TCR-139 and -231 (solid lines) were stained with anti-CD3e mAb and their cognate
HLA-B35 tetramers and then analyzed by flow cytometry. The mean fluorescence intensity is indicated in
each histogram. (B) IL-2 secretion of TG40 cells transduced with mock, TCR-139 or TCR-231 in
response to stimulation with CD3e mAb. Data are means + SD of quadruplicate assays. (C) IL-2 secretion
of TG40 cells transduced with TCR-139 and TCR-231 in response to various concentrations of VY8 and
RY11, respectively. TG40 cells, CIR-B3501 cells, and the peptide were co-incubated for the duration of
the assay. Amounts of IL-2 obtained for the mock-transduced TG40 cells were always <5.0, Data are
means + SD of quadruplicate assays. (D) Functional avidity of TG40-139 and -231 cells were dependent
on assay conditions. C1R-B3501 cells, the peptide, and TG40 cells were co-incubated for the duration of
the assay (no wash). CIR-B3501 cells and the peptide were incubated, washed, and subsequently mixed
with the TG40-139 or 231 cells (+ wash). p’lsge ECs; values (means + SD) were obtained from
quadruplicate assays. Statistical analysis was performed by using the two-tailed r-test. (E) Kinetic
analysis of the peptide dissociation from pMHC. CIR-B3501 cells were pulsed with the VY8 or RY11
peptide (100 uM) and washed. A portion of the resultant peptide-loaded cells was taken at each indicated
time point and then mixed with TG40-139 or -231 cells for the [L-2 secretion assay. Values presented are
means + SD of triplicate assays expressed relative to the maximum response that was arbitrarily set to
100%. The lines shown are based on a single exponential decay.

Fig 3. Effect of an amino acid substitution on

A B _  CTL killing of Nef-expressing cells. Primary CD4"
VE(BTZ) 1 | NOPPVRGRVELMTIIONL .. 1 I ] cells isolated from an n!ﬂ'v-nl:gative donor
e R i . fal ey (HLA-B 3501") were transfected with a genes
r & o encoding GFP alone or wt or Ala-82 mutant of

vis-sn vemery i"- e Nefse;-GFP fusion proteins, and then mixed with
aspmpye v Wl 7 CTL 19-139 and 01-231 at the indicated E/T ratios.

= - P Transfection efficiency was 60 + 5 % as determined

w goncerps "y by GFP expression. Cytotoxic activity toward cells

e b § j— expressing GFP alone was always <10%. Data are

v o o L means of duplicate assays, and an i

experiment using another PBMC donor and another
set of CTL clones gave similar results.
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