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08] Role of family ties in perception of sexual behavior
and knowledge about STIs among school students
in Sapporo, Japan
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oooofoooooo™oogo®oooogie
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0 Objectived A high percentage of STIs among school students is now a serious
public health problem in Japan. This study focuses on the possible association
between the perception of sexual behavior and knowledge about sex and STIs and
the role of family ties including’ normal" daily life activities among the students.

0 MethodsO An anonymous questionnaire survey was conducted for 2336 junior and
senior high school students in Sapporo, Japan in 2004. Multiple logistic regressions
were used to determine the ellects of family ties on the knowledge and perception
of STI4] response rate = 100%0

O ResultsO The fact that STls are widely spreading among young people was more
common among those from unpleasant family, as well as high school students and
female group. The degree of happiness in a family was also negatively associated
with the STIs prevention, but it was not an indicator of the knowledge of STIs
among the students. On the other hand, normal" daily life activities were poorly
associated with STIs knowledge and perception. There were no significant
relationships between the STIs indices and the regular breakfast taking as well
as fixed time on waking up and going to bed.O Conclusionst Family ties were
somehow associated with STIs knowledge and perception among teenage students.
However; normal” daily life activities did not consistently influence on them. These
results have a significant implication of future implementation of sexual health
programs among school students and their families.
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099 REVERSE TRANSCRIPTASE RESISTANCE
MUTATIONS IN HIV-LINFECTED CHILDREN
IN KENYA
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Objective: The emergence of anti HIV-1 drug resistance remains a major challenge ...,
in the treatment of HIV-1 infected patients. This study was aimed at describing the

incidence and development of antiretroviral drug resistance in HIV-1 non-B subtype

infected children who are on ARV treatment in Kenya.
Subjects and Methods: Blood samples were taken every six months between 2001

and 2004 from 15 HIV-1 infected children in an orphanage who are on ARV 2

NRTI+1 NNRTIO HIV-1 RNA was extracted from the plasma and the RT gen& 697 ~  “rrrmrrrrrrmmmmrrrmmmmememmsmeeeee e
bpOwas amplified using RT- PCR. The PCR products were then cloned, sequenced
and analyzed with known reference sequences from the Los Alamos HIV database.
Results: Based on phylogenetic analysis of the RT gene, the HIV-1 subtype
distribution among the subjects included Al n=100 € n=10 D n=30and CRF02_AG
0 n=10 Primary mutations such as T215Y/FE 33%0 Y1880 600 G190Al 2600 Y181C
0200 K103NI 400 M184V] 4600 V75N 600 V106 600 and 1178MI 13[] and secondary
mutations such as K101Q/El 6% D67G/NI 260 K70RI 200] M410 6] K219E/Q 26L0]
L1000 60 and T2150 6] were observed. Other possible unreported mutations Were oo
noticed such as 1310 6%] K20R! 200 K173E] 600 K219 60 K178\ 60Jand D218E] 601
The K20R and D218E were observed together with known secondary mutations
but not with any primary mutations.

Conclusion: Despite the existence of the known HIV-1 drug resistance associated
mutations, we also found mutations that may cause RTI resistance among these
Kenyan children infected with non-B HIV-1 subtypes.
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CXCR4 is a type | membrane protein of seven membrane-spanning domain and one

of the cellular entry molecules for HIV-1. Understanding the mechanism behind the =~ oo
regulation of cell surface expression of CXCR4 should provide a clue to control the
entry of HIV-1 into cells.

We have previously found that the expression levels of cell surface CXCR4's
carboxyl terminus-deleted mutantd CXCR4 DCUO was substantially higher
than those of the full length CXCR40 CXCR4 FL O Consistent with these data,
expressing CXCR4 DC supported HIV-1 infection more elciently than did CXCR4
FL.

In order to examine the CXCR4 trafficking kinetics, we isolated NP2 cells =~ oo
expressing either CXCR4 FL or CXCR4 DC fused to GFP at its carboxyl terminus.

CXCR4 FL-GFP localized at the cell margin but the substantial amount of CXCR4

FL-GFP signaled from the intracellular vesicular compartments at the perinuclear

regions. In contrast, the majority of CXCR4 DC-GFP distributed homogeneously

throughout the cell surface. The series of cytoplasmic tail deletion mutants revealed ...
that an non-tyrosin-based diacidic motif appeared to play a key role in determining

CXCR4's distribution. These data suggested that this motif conferred either the

slow cell surface targeting from ER/golgi or the fast downmodulation from the cell =~ oo
surface into the cytoplasmic compartment.

Our data point that a genetic variant of the cytoplasmic tail of CXCR4, if present at
all, may contribute to the progression of AIDS in HIV-1 infected individuals.
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after co-culture with MOLT-4 cells
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Reservoirs of latently infected HIV-1 pose one of the major obstacles that hamper
ultimate eradication of HIV-1 from infected patients. However, the precise mechanism
of reactivation of HIV-1 in latently infected cells has been largely unknown. In this
study, we used HIV-1 latently infected Jz-HL-60 cell line, which contains one copy of
monocytotropic HIV-Lrr. strain. The HIV-1 expression was dramatically induced in Jz-
HL-60 cells two days after co-culture with MOLT-4 cells as indicated by measurement
of p24 in supernatant. We analyzed several candidate cytokines in this co-culture
conditions using RT-PCR, our results showed that TNF-a, IL-13 and M-CSF were
increased in J»-HL-60 cells after activation by co-culture, among them only TNF-a
could induce HIV-1 replication in J»-HL-60 cells. In addition, in vitro neutralization of
TNFa has been shown to partially inhibit HIV-1 expression induced by co-cultivation.
The induction of HIV-1 in J»-HL-60 cells was almost completely abrogated when co-
cultured with inactivated MOLT-4 cells or separated from MOLT-4 cells by trans-well.
The co-cultivation of J2-HL-60 cells and MOLT-4 cells led to the rapid phosphorylation
and degradation of Ik Ba, while the reactivation of HIV-1 expression was evidently
decreased when super-repressor Ik Ba was introduced to Ja-HL-60 cells. The induction
of HIV-1 in J22-HL-60 was also observed when co-cultured with phytohemagglutinin
0 PHAGGstimulated PBL. These results defined a mechanism for NFk B mediated HIV-1
replication by cell-to-cell contact in latently infected cells.
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Infection at Multiple Steps: Implications in
Mother-to-Child Transmissiond MTCTO
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0 Backgroundd Perinatal and postnatal transmissions account for the majority of MTCT
of HIV-1. Even if pregnant women have high viral load, prenatal infection is relatively
rare. AFP is an oncofetal glycoprotein, and considered to be an immunomodulatory
factor.

O Objectivel To investigate AFP ellects on HIV-1 infection.

0 Methodsl In acute infection assays, peripheral blood lymphocytesd PBLO that had
been stimulated with anti-CD3 and anti-CD28 or monocyte-derived macrophages

0O MDMOfrom healthy donors were infected with AD8] R5-HIV-10or NL4-30 X4-HIV-10
in the presence or absence of AFP. In endogenous infection assays, PBMC from HIV-1-
infeted individuals were cultured in the presence or absence of AFP. Single round viral
replication assays were performed using replication-incompetent luciferase reporter
molecular clone. E[Iciency of HIV-1 entry into cells was assessed by real time PCR of
proviral DNA 24 h after infection. Cell surface expression of CD4, CCR5, CXCR4 or
CD69 was assessed by flow cytometry. Transient expression assays were performed in
PBMC transfected with pGL-HIV-1-LTR and pSV2-Tat.

O Resultsd AFP suppressed HIV-1 infection of PBL or MDM at physiologically relevant
concentrationsd 0.1 0 10pg/mlO AFP had little eCects on cell viability or expression
of CD4, CXCR4 or CD69, but downregulated CCR5 expression modestly. AFP
inhibited HIV-1 entry into MDM, but not into PBL. AFP downregulated Tat-mediated
transactivation of HIV-1 LTR in PBL or MDM.

O Discussiond Anti-HIV-1 activity of AFP may partly contribute to protection of fetus
from MTCT of HIV-1.
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0 Backgroundd Despite the fact that babies drink huge amount of HIV-contaminated
breast milk everyday for a long period, milk-borne transmission ratel] 0.064% per 1 L
breast milk[Ois surprisingly low.

0 MethodsO Milk wheyO MW O was prepared from healthy lactating mothers. LPO
and SL were purified from cow milk. PBL and MDM were propagated from healthy
volunteers. PBL, MDM or mammary MCF-7 cells were infected with ADAC R50 or
NL4-30 X40 Single-round viral replication assays were performed using NL4-3Luc-R-E-
vectors. EOciency of HIV-1 entry into cells was assessed by real time PCR of proviral
DNA at 24 h after infection following pretreatment of either virus stocks or target cells
with MW, LPO or SL. Cell surface expression of CD4, CCR5 or CXCR4 was assessed
by flow cytometry. Transient expression assays were performed in PBMC transfected
with pGL-HIV-1-LTR along with or without pSV2-Tat.

O ResultsO MWO 5% 0 as well as LPOO 1-100 pg/mi0or SLO 1-100 p g/mlC suppressed
HIV-1 infection of MDM or PBL, and inhibited HIV-1 entry into MDM, PBL or MCF-7
cells, although expression of CD4, CCR5 or CXCR4 was not changed. Pretreatment of
virus stock, not of target cells, with LPO or SL electively inhibited HIV-1 entry. LPO
or SL also modestly downregulated basal activity of HIV-1 LTR promoter, but Tat
counteracted such LPO- or SL-mediated downregulation.

O Discussion Milk constituents such as LPO or SL appear to be inhibitory to HIV-1
infection, and such milk-derived anti-HIV-1 activity may partly contribute to protection
of infants from milk-borne infection.

] 22 Regulation of HIV-1 viron protein expression by Vpr
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Vpr of HIV-1 plays multiple roles in its life cycle, including nuclear transport of
the viral pre-integration complex, activation of viral transcription, induction of
cell cycle G2/M arrest, apoptosis of the host cells, as well as cellular pre-mRNA
splicingD) Kuramitsu M, et al. 20050 . Here, we also report that Vpr alters the
expression of the viral proteins which incorporated into virons, and subsequently
alect the viral infectivity. By transient expression system, we first transfected
Gag-pol deleted HIV-1 NL4-3 derivative plasmid pA PSP or pA PSPA Vpr which
further genetically knocked out the Vpr coding frame, to HelLa cells in the
presence/absence of co-transfected Vpr expressing plasmid, pME18neo Fvpr.
The expression of viral proteins were analyzed by immunoblotting. The
expression level of Env protein in pA PSP is obviously higher than that in
pA PSPA Vpr. Increasing amount of expressed Vpr enhanced the expression of
Env in a dose dependent manner. Similarly, the expression of Vif protein was
also enhanced by Vpr. In contrast, expression of Nef in pA PSP is lower than
that in pA PSPA Vpr. Furthermore, we constructed an NL432 derived mutant
virus which is deficient in Vpr, then infected this mutant virus to activated
PBMC, and evaluated the virus production by p24 HIV-1 Gag ELISA. Compared
with wild type NL432, mutant A vprNL432 yielded only 1/5-1/10 of the p24. Our
data combined with previous report indicate that Vpr may play an important
role in viron synthesis and virus infectivity via regulation of expression of viron
proteins.
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'| 25 Cellular Protein Nafl Inhibits HIV-1 Replication
Through Functional Inhibition of HIV-1 Nef

Chang Myint Oo"”0 Yamamoto Norio"” ] Yamamoto Naoki”"
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The human immunodeficiency virus type 1 Nef is a potential factor in the
pathogenesis of AIDS, by enhancing viral replication through the several
phenomenas. Nef increases HIV-1 LTR activity via NF-k B activation leading
to increased viral transcription and replication of HIV. Nef down-regulates cell
surface expression levels of CD4 and MHC-1. Nef also increases ERK-MAP
kinase to stimulate T cell activity. Cellular protein Nafl interacts with Nef and
inhibits Nef induced activation of NF- k B. We investigated the association of
Nafl with Nef by immunofluorescence and immunoprecipitation assays and
we measured the HIV-1 LTR promoter activity using luciferase assay by co-
transfecting varying levels of Nafl and Nef together with LTR-luc or I« B-luc
in 293 cells. These investigations showed the association between Nafl and Nef,
and counteraction of each other’s function in HIV infection.
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'I 34 Inactivation of murine APOBEC3G by murine
leukemia virus protease.
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0 Backgroundd APOBEC3GC A3GUOis an antiviral host factor on a wide variety
of retroviruses. Human APOBEC3GO hA3GO s specifically incorporated into
HIV-1 particles through an interaction with Gag protein and inhibit the infectivity
of HIV-1. HIV-1 Vif antagonizes hA3G by a ubiquitin-proteasome pathway. We
previously reported that murine APOBEC3O0 mA3O inhibits the infectivity of
HIV-1 but not that of murine leukemia virusd MLV while hA3G shows a broad
antiviral activity on both viruses, suggesting the target virus specificity of A3G.
This is attributed to non-incorporation of mA3 into MLV virion. In this study, we
further examined the mechanism by which MLV inactivates mA3 even without
Vif proteinO Methods & ResultsO] An immunoprecipitation assay revealed that both
hA3G and mA3 could bind to MLV Gag precursor protein. We also found that
mA3 could be incorporated into MLV virions in some conditions and that it was
accompanied with a smaller product with 30kd MW. Experiments using mA3 with
dilerent tags, human/murine chimeras, and A Exon5 mutant revealed that this was
a cleaved product of mA3 and its cleavage site was located in the linker region
encoded by Exon5. Furthermore, we tested the involvement of viral protease] ProlJ
in this cleavage by experiments using expression vectors for MLV pol mutants or
several Pls. We found the clear correlation of the existence of this cleaved product
with Pro activity. Finally, A Exon5 mutant showed more antiviral activity on MLV,
because it was not cleaved by viral Prod Conclusiond MLV inactivates mA3 by its
cleavage with viral Pro.
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'| 38 Rapid propagation of low-fitness drug resistant
mutants of HIV-1 by a-1 frameshift enhancer
sparsomycin
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We aimed to demonstrate a metabolite from Storeptomyces sparsogens
sparsomycin being a positive modulator of HIV-1 replication in tissue culture and
quite useful in the drug resistance testing of HIV-1 isolates from AIDS patients.
Sparsomycin enhanced the replication of HIV-1 in multiple human T cell lines
including H9, Jurkat, SupTl, and HPB-Ma cells at concentration of 400nM. Not
only the wild type HIV-1, sparsomycin also accelerated the replication of low-
fitness drug resistant mutants carrying either D30N or L90M within HIV-1's
pro, a frequently found mutation in AIDS patients on HAART. Of note, the
replication enhancement appeared profound when HIV-1 displayed relatively
slower replication kinetics such as L90M. The presence of sparsomycin did not
immediately select the fast-replicating HIV-1 mutants in culture. In addition,
sparsomycin did not alter the 50 O inhibitory concentrationC 1C500 of anti-
retrovirals directed against HIV-1. The frameshift reporter assay and Western
blot analysis revealed that the replication-boosting effect was partly due to
the sparsomycin's ability to increase the -1 frameshift efficiency required to
produce the Gag-Pol. These data implied that HIV-1 has evolved to carry a
"suboptimal" -1 frameshift e(Iciency. It is assumed that HIV-1 was pressured to
retain the elciency of the -1 frameshift at suboptimum. In conclusion, the use
of sparsomycin should be able to facilitate the drug resistance profiling of the
clinical isolates and the study on the low-fitness viruses.
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] 46 Dual infection of multiple lineages of HIV-1 strains
in the unique geographical recombination hotSPots v
in Asia
Li Xiao-Jie” "0 Hoshina Yoshimi” ™ Yokota Yuko” ™0 Aye Kay Thi"™ Thwe MIinTT oo
Xia Xueshan"] Kusagawa Shigeru” ] Takebe Yutaka""
1 AIDS Research Center, National Institute of Infectious Diseases ...

2 National AIDS Programme, Ministry of Health, Yangon, Myanmar
3 Kunming University of Science and Technology, Yunnan, China

Background: Coinfection of different lineages of HIV-1 strains is a prerequisite for

the generation of new forms of recombinants. HIV-1 coinfections were searched

among high-risk populations in Myanmar and Yunnan Province of China, where new — crrrrrrremserrssrresenesnneesse e
recombinant strains appear to be generating continually.

Methods: Coinfection cases were identified by discordant sequence results obtained by

diClerent PCR/sequence primers. The genetic structure of HIV-1 quasispecies involving

coinfections was characterized by clonal sequence analysis of independent PCR-clones

generated by TA cloning method, and their phylogeny and recombinant structure were ...
examined.

Results: Multiple cases of coinfections were identified relatively frequently in these

two study sites: 2 of 2600 7.7%0 from Yunnan; 5 of 590 85%0 from Central Myanmar. oo
Two cases from Yunnan IDU were the coinfections between CRFO1_AE and either

CRF07_BC or CRF08_BC. Two cases from Myanmar IDU harbored the mixtures of

complex forms of recombinants comprised of various combinations of subtypes B'

0 Thai-BO and C and CRFO01_AE. Three cases from Myanmar heterosexuals were the

coinfections between CRFO1_AE and subtype B'.
Conclusions: Co-infections of various lineages of HIV-1 strains are taking place in real

time and provide the basis for rapid generation of new recombinant strains in these

unique geographical regions in Asia.
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1 AIDS Research Center, National Institute of Infectious Diseases
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Background: We previously detected novel CRF01_AE/B recombinants, based on partial
nucleotide sequences of protease and reverse transcriptasel] RT U genes, prevailing
among newly diagnosed and antiretroviral-naive HIV-1 patients in Kuala Lumpur,
Malaysia.

Objective: To investigate the detailed subtype structure of CRF01_AE/B recombinants.
Methods: 2.6-kb gag-RT and 340-bp env C2/V3 regions were PCR-amplified and
sequenced from plasma HIV-1 RNA, manually aligned and phylogenetically analyzed
from 15 plasma of selected patients from different risk groups, collected between
2003 and 2005. Bootscan and informative site analyses were used to estimate the
distributions of recombination breakpoinfl sCJ Sub-region neighbor joining tree analyses
were performed to confirm the subtype structure.

Results: Twelve strains formed the monophyletic cluster with the bootstrap value
of 100%. Bootscanning and informative site analyses detected four recombination
breakpoints in 2.6-kb gag-RT region. The subtype structure was confirmed by
sub-region tree analyses. We designated this major form of recombinants as major RF.
Three other forms of CRF01_AE/B recombinant were also detected, with two isolates
showing close recombination lineages with the major CRF01_AE/B recombinants,
suggesting an ongoing recombination process occurring in Kuala Lumpur.

Conclusion: A novel candidate of circulating recombinant form CRF[ has been
identified in Kuala Lumpur, Malaysia.
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The SMART Study is an international, randomised, clinical endpoint trial studying
the long-term elects of two strategies for ART in patients with CD4 T-cell counts
0 350 cells/mm? at enrolment. The two strategies are Viral Suppressiond VST
aimed at suppressing viral load through the use of continuous ART irrespective of
CD4 countd and Drug Conservationl DC aimed at conserving drugs by using
ART episodically to maintain a CD4 count O 250. Through June 2005, 3788 patients
have been enrolled into the study. Of these 50 were ART naive and the median
time on ART for the remainder is 6 years. 24 [ of patients have a prior AIDS
notification and 410 had an HIV-RNA O 50 copies/mL. The median baseline CD4
T-cell count is 594 with the median CD4 nadir of 258 At baseline, cardiovascular
disease risk factors included 4190 of patients were smokers, 800 had history
of DM, 190 history of MI, 1.60 a prior stroke, 1.60 history of peripheral vascular
disease, 3.10 of patients had coronary artery disease, 1.00 had a diagnosis of CHF,
8.30 had a major ECG abnormality, 21.500 were taking antihypertensive drug and
24.20 either had a cholesterol level of O 6 mmol/L or were receiving lipid lowering
drugs.Of the 1840 patients randomised to the VS, 193 patientsd 100 O have stopped
ART various reasons. Of the 1827 patients randomised to the DC, 6890 380 O have
restarted ART and of these 1247 180 Ohave done so for non-protocol specified reasons.
For patients that have restarted ART, the median time to the first initiation is 4.9
months.
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222 Anti HIV-1 activity of synthetic polyoxotungstates

Matsui Kiyohiko” ™ Yamase Toshihiro” 0 Kobiyama Kouji” ™0 Sukumar Saha™ ™M oo
Ke-Qin Xin“J Takeshita Fumihiko"J Toda Sumako"”J Okuda Keniji“"

1 Department of Bacteriology, Yokohama City University School of Medicine. ...,
2 Chemical Resources Laboratory, Tokyo Institute of Technology.

0 Back ground Polyoxotungstates are polynuclear tungsten-oxide-cluster anions ...,
0 HeteropolyanionsO and expected their antiviral activity by inhibition of viral

adsorption. In this study, we examined the anti-HIV activity of three different

polyoxotungstate compounds, PM 5230 Keggin-peroxo polyanionfand PM 1208 and PIM  rrrrerrrrrrsrmsmmsmmssmssse e
1002 in vitro and in vivo .

0 MethodsO In vitro assay: Dillerent types of human viruses, HI\Z LAIO Adeno virus

O type 10 polio virusO sabin 10 and influenza virusd H3N10 were incubated with each

pol yoxotungstate, and then the mixtures were added to MAGIC-5, Hela, Vero, and

MDCK cells, respectively. The number of CPE was enumerated cell staining. In Vivo ...
anti-viral activity: Recombinant vaccinia virusestl rVV[] vVPE16 expressing HIV-1 env

genell vPE16-env(] vP1206 expressing HIV- O B gag/pol genell vP1206-gag/pol and

WR strainC WR, control rvVVOwere used for pseudovirus assay. BALB/C mice were —  croorrrrrrssrssmssmsssmsseess e
intraperionerally challenged with 50x 10°® PFU of vPE16-env, vP1206-gag/pol or WR.

Five days after challenge, ovaries were removed and virus titer was measured.

O Result and Discussionl In vitro neutralization assay demonstrated that the above

three polyanions inhibited the entry of HIV into host cells but not that of adenovirus,

poliovirus, or influenza virus. Of note, all the polyanions suppressed the viral activity of ...
both vPE16-env, vP1206-gag/pol in vivo as ellective as AZT did. Our results suggested

that the polyanion might interact with HIV antigen, which elicited suppression of viral

replication.
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229 AAV 5 Serotype Induces Strong HIV-1-specific
Immune Responses Compared toOther AAV
Serotypes

Ke-Qin XinDOOOOOOOOOOOOOOOOOOO
00000000o0oooooooo

The ability of adeno-associated virusdl AAV O serotypel] 1-5, 7-80 vectors expressing
the HIV-1 Env gp1600 AAV-HIVOto induce an immune response was evaluated
in BALB/c mice. The AAV5 vector showed a higher dendritic cell-tropism
than the AAV2 vector however, other AAV serotype vectors poorly infected
dendritic cells. AAV1, AAV5, AAV7, and AAV8 were more highly expressed
in muscular cells than AAV2. An immunogenicity study of AAV serotypes
indicates that AAV 1, 5, 7, 8 vectors expressing the HIV gene induced higher
HIV-specific humoral and cell-mediated immune responses than the AAV2
vector, with the AAVS vector producing the best responses. Furthermore,
AAYV vectors produced by HEK293 cells and insect cells induced similar levels
of antigen-specific immune responses. The AAV5-HIV vector induced response
significantly reduced the viral load after challenge with are combinant vaccinia
virus expressing the HIV Env gpl60. These results demonstrate that the
immunogenicity of the AAV vectors depends on their tropism to both antigen-
presenting cellsO such as dendritic cellsT and non-antigen-presenting cellsC such
as muscular cells] and that among the AAV serotypes, AAV5 is one of the
best vectors for vaccination. Our study may aid in the development of AAV-
based vaccine and gene therapy.

230 Induction of HIV-1 specific immunoresponses by
HIV-1 antigen-loaded biodegradable nanoparticles
and its mechanism

WANG XINO Uto Tomofumill Baba Masanori

Division of Antiviral Chemotherapyl Center for Chronic Viral
DiseaseslGraduate School of Medical and Dental Sciencesl
Kagoshima University and CREST

We previously reported that inactivated HIV-1-capturing polystyrene
nanoparticlesd NPO were capable of inducing HIV-1-specific immune responses
through their interaction with bone marrow-derived dendritic cells DCO. Here,
we show polyOy -glutamic acidO NPOy -PGA NP, novel and biodegradable
NP, are also an elcient antigen delivery system to DC. y -PGA NP were taken
up into murine DC in a dose-dependent fashion, and confocal laser microscopy
with fluorescent dye-labeled y -PGA NP proved their intracellular localization.
Furthermore, ovalbuminCl OVAQO carried by y -PGA NPO OVA-NPOwere more
elciently taken up into DC than NP-free OVA. Consequently, OVA-NP-pulsed
DC activated antigen-specific T cells much more strongly than OVA-pulsed
DC in vitro. When mice were intranasally immunized with HIV-1 p24 antigen-
loaded y -PGA NP, the antigen-specific T-cell response was induced in the
spleen. Mechanism studies demonstrated that y -PGA NP enhanced the immune
responses through not only the increase of antigen uptake by DC but also the
improvement of DC maturation. These results suggest that HIV-1 antigen-
loaded y -PGA NP may have potential for elective anti-AIDS vaccines.
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30] HIV-1 Nef down-regulates surface expression of CD1a
molecules in immature dendritic cells: analysis of interaction
between CD1a cytoplasmic tail and HIV-1 Nef

gooooobooboboobobooooooooboooobbbbbbooooaa
gooo
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The CD1 molecules are now well recognized as a third distinct family of antigen-
presenting molecules that present lipids/glycolipids antigens. We have recently
reported that HIV-1 Nef down-regulates not only the surface expression of class
I MHC but also that of CD1a, a member of group 1 CD1, in immature dendritic
cells and also shown that Nef was co-localized with CD1a and was redistributed
to LAMP-1+ late endosome/lysosomel] Virology, 326:79-89, 20040. We also found
that such CDla molecule has a very short cytoplasmic tailJ RKRCFCO without
any known "motif " like tyrosine motif found in the cytoplasmic tail of the other
CD1s and class | MHC, and the deletion of C-terminal 3 amino acids, CFC,
completely abolished the co-localization of CD1a and Nef. In this study, based on
the above findings, the interaction between CD1la cytoplasmic tail and Nef was
further examined using yeast two-hybrid analysis. Whole Nef gene, 5' half or 3'
half of nef gene was inserted in the pPGBKT7 plasmid to express proteins fused
to GAL4 binding domaind GBDUO On the other hand, CD1a cytoplasmic tail gene
was fused to GAL4 activation domainl GADO The Saccharomyces cervisiae
strain AH109 was transformed with combinations of those chimeric genes
and N-terminal half Nef-GAD and CD1a cytoplasmic tail-GBD yielded positive
colonies. The result indicated the direct interaction between CDla cytoplasmic
tail and Nef, supporting the notion that HIV-1 Nef might interfere with the
presentation of lipid/glycolipids antigen specific to HIV-1 or HIV-1-infected cells,
by CDla.
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3] 2 HLA molecules restricting common Gag CTL
epitopes may diller between subtype B and
CRFO1_AE infection

Tanaka Mari"”J Sriwanthana Busawaran" ] Jitjuk Bongkod" '
Pathipvanich Panita” "0 Sawanpanyalert Pathom®J Ariyoshi Koya"”"

1 National Institute of HealthOThailandO
2 Institute of Tropical Medicine[Nagasaki University

0 Background The objective of this study was to identify HIV-1 Gag CTL epitopes

that were recognized by CRFO01_AE infected individuals in northern Thailand.
0 Material and methodO Sixty-five HIV infected individuals were recruited from a
government referral hospital in northern Thailand. None received antiretroviral
drugs as their CD4+ cell count was over 200/ul. CRF01_AE Gag CTL epitopes
were predicted based on published data of subtype B Gag CTL epitopes and
CRF01_AE Gag sequences. Fifteen peptidesd 9 or 10-mer were synthesized.
Cellular responses to these peptides were evaluated by gamma interferon Elispots
assay in all individuals, regardless their HLA alleles. 51Cr release assay was used
for confirmation.O ResultsO Significant cellular responses were detected in 28
0 43%0 individuals where 17 showed responses to multiple peptides. In total, we
observed 86 cellular responses. Interestingly, 470 54.7%0 responses were detected
in individuals not carrying an expected HLA allele, which has been reported
as restricting in subtype B infection. The 51Cr release assay confirmed 9 CTL
epitopes: 5 epitopes have not been previously reported in CRF01_AE infection.
Of these, 3 epitopes were found restricted by HLA alleles which were different
from ones reported in subtype B infection.d Discussiond We identified several
new CRF01_AE Gag CTL epitopes by predicting the regions based on subtype B
epitope information. Gag CTL epitopes were often common between CRF01_AE
and subtype B but some epitopes were recognized by dilerent HLA alleles.
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3] 3 Epitope Recognition of CRFO1_AE subtype EO
Gag protein by T-lymphocyte Interferon Gamma
Production

Sriwanthana Busarawan" "0 Jitjuk Bongkod" ] Rojanawiwat Archawin® ]
Tanaka Mari” T Pathipvanich Panita”J Sawanpanyalert Pathom"™JAriyoshi Koya“"

1 National Institute of HealthOThailand
2 Institute of Tropical MedicineNagasaki University

0 Backgroundd Identification of HIV-1 Cytotoxic T lymphocyted CTLO epitopes is
essential for the design and evaluation of candidate HIV vaccines in Thailand.

[ Methods[] 116 untreated HIV-infected individuals with a high CD4 count of over
200/ul and a viral load ranging from 1,000 to 600,000 RNA copies/ml were recruited
from a HIV Cohort in northern Thailand. Fresh PBMCs were examined for HIV-1
Gag specific T-lymphocyte interferon gamma production in ELISpot using 10 amino-
acid overlapping 15-mer peptides, designed based on the most common CRF01_AE
Gag sequences among 99 gag clones isolated from 45 cohort patients. Ten peptides
were pooled in a Matrix way. Responses with 4 times over the background in
triplicate experiments were considered positive. 51Cr release assay was conducted
to confirrh CTL’ epitopes.l] Resultst Cellular responses were detected in 690 59% /[
individuals. High frequencies of recognition regions were found in p17 and p24. The
number of the peptides recognized was mainly in the p24 region. Using the Matrix
approach, we have identified 6 peptides potentially convey CRF01_AE Gag E CTL
epitopes, so far. Further analysis by 51Cr release assay with shorter peptides and
peptide-stimulated CTL lines showed that 2 of them have been reported but 4
peptides have not been previously reported.

0 Conclusionsd We found that overlapping peptide is a useful tool for identifying
new CTL epitopes. We believe that complete mapping of CTL epitopes is useful for
a better understanding of HIV pathogenesis and development of vaccines.
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