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1. ETHRAK B ESHHEHEST R R & LR AP LR
t#hFH ik, PRid R o hEY —HERFES —FHRAREAGLCR
AR, FEMEFROEUAT IR

(n%&#Wﬁiﬁ##fﬁﬁﬁﬁﬁ¢w#%ﬁﬁfﬁkaaﬁ
A FAL KA A B AR dh ey B mik R A B £, X B iR AF 3K Bt A4k
HE Y —F RIS A — AP SLBAR LA,

(i) 15SCE O CHRERL,

(1ii) 48 Jo o R AT 84 F¢ BB o 6 BBLBL ¥T BLAL.

2. BRAER 1 BFk, EAHEETEEFR (1) fyR (1)
Z RS THWMmFR (1) :

(i) AendER T B AR &4 amE, friA RS L
Fik b ARiCHBA.

3. RAER 1 WFk, AHEETEAYTR (1) ¥R (i)
2 EAA FTHEARRFRER (i) = (i”) :

(iif) AR F AR B HESM A ELRMBE, FikArie
Fk b FiLHEE F

(ii?) £ 15CE 60°CHRERE.

4. BARER 2 X3 FE, RREETHREDRETHEHE
AR AR EAFE, WRARAEATR (1) K (') P
Bk RN TR AR BB, P B iR B Sk AT B AR

5. RAER AT EH, AREETATR (L) K (') ¥, m
AT BRI T AT 2 AR B b 4 Be e A R AT R Bk i 5
A BB

6. BAIER 4 HFE, ANEETEAYR (i) LW wAKAT
Pt 3R AR 3040 84 K, vA 4R e B BL Ao R BB BL T AL

7. RAER 1 7k, ANEATATR (i) BERAREK
A&,
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8. RAIERK I NFTE, AREETATR (i) BHERARER
E-8:3

9. BAIER 1697k, ANEATRABREAL I5-45CXH,

10. RAIBRKIGFE, ANHEATRAEREA 37-41CX],

11. RABK 108 F %, AW ELETFREBRER 37CX 41°TC.
12. BAER 1| 975 %, AREATRAEGFROETEREL
0.4-1M, pH % 7-8, # &R R BE®H.

13, BAIZK S F ik, ANELETHERERELESBRMEPRA
RSB mR, RANEK 4T E BRI ER S FHRARMR
F B # 84 AR e AR L.

14. RAIZK 1 95, XHEAET AR RRMEKZF KA
&Y.

15. RAIZR 1 5%, LHFELETAHEFREMELRR KR

16« AR 1-15 PE—RAHGFEEI LS ABREALTH
A,

17, BRAELK 1-15 PE—RAGFHE AL F/REZTLEHETF
i,

18. RAEE 1-15 FE—RAYGFTE AR AR @RN L HEGH
RUEAFGREFHARE.

19. HWEMNE, 2AEFEAD. 1) —FHEREHHFES —F
RE MR iR R 4G A TR B RS MR BE. FREK
g8

20. RAIER 19 4 EAMNE, HHELETFEELR TMAAFILY
4% R T Frik B ARfeik 6 88 A B imik

21. RAIEK 19 G5 MEMNE, ZRELETEELARAFLH
HTRAETHARSEF HIRK, FPRERTR,

22, MAER 20 K21 BB MENE, AFELTELSAR/AT
B iR B A7 BR &) S5 A BL il Ak,
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F) B A R ¢ Ao e R WY 5 T VAR
R 50 & 49 B A

FARAR K,

AEPAFE ORI MR E XL RE LG F &, ARECE

By, T MM/ R ERNZEDS>TFFOHAEA.
FEER

FEFHL AU EETERLLIALALEZ. HldE AIDS
KTk ¥, TAHK p24. RAFLHREG LA FHE RNA, K#i-p24
K4 FikFe i E RNA T8 R,

12 Bl A AR o Fo B R AR T ot 46 Ao S R BB AT R A 3T
AR AT B ob K X F AR 6 5% F 40,
AABRLCHARLT TR AR RBERRL R R TR,

B b, & ) 93 WO 01/86296 #iE TR A —EHF T HEA B
KRR B AR K ESM M 7k, R EF R R R AR R
B R Ao BB AL, B3t 4T H— Mo 95— 3708 A RE 34k
A4t A AT ST AL

+ £ % 3 W001/61040 &A-RB T —F B T RASH I F ik, €&
BT XAk RN R IFL., BERFRTRBGRKGTLE
BMEXRERREE, R, BFEHRRAZILETLAKRGEIHTHR
SH Ty, AEERBRUEFG THRE—WH.

AEBARYBRRBRETRELERAKRERAFELLNA TR AR
XA REE, ARETAMNEILEINMHERE.

P4 RS 4

ALPHEHRET —HRAITRANEIFEBERLGH ik, B
Tvh Lékig,

AEAH—ANBHPTRA—FARATRIARSET RXALFLREH
Wrdk, APHRABRTREARE) —FHERFPEZ) —FELEC AR
M B LAY B ST, REXBFEREETELSUTIR:

(¥ —RF LR ORBETREEE AR GOSN ER R GH
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B FAFRATE B AR BBk 3 KA E, B REBEARE Y —
B4 A ZE Y —FREK (antiligand ) 222

(i) E15CE 0 CXAHBERE;

(i) X A RAF 49 22 BB o o, B B AL T HLAL .

AERELFBERAEFERRERMER, FloR T REIANRS; =
TS mA AL, XX/ EEFRNZENST.

AERANH A BARRATRA FHATH LT 569 £ B F F5 07 31K
XA £,

AERFEREHT, FBATHGEERFRELS (PR
BABRE) TRAHSFHES —HHERFEZ S —FHREABRANLEER
BB B IFSMTHBATE. BRIV FLEETLIRAREE
B E 8 TR RF R EE,

KRB« XBE B R IGEATE B iR B AT R B2 0 R, RiE
“R IR RIBIEATE 5 BMR R E W4 R BBk Fe B AR Bk 2 )
BB E .

RiBEREREETR, HMEERER, ZBERFENHITE
.

RBFRHEFRRIBR T DF HA R R 6 A 694 F 88 (BLA
BB RIEBE TR A ) 98, AZE MU EIEBHTTUREE
VR B AMG FAR BT R IR B . B4 60 B R 4844 S A
BBRAF/ AR TR GRP/ZXTRFOEAEHOBEETR. 545
R, BEHHGREATRRT. FERS-BEARERL., —FRE -5
fER . —RE -2,6-%%Fo ik - S-BLESRER; BHOB TR
f4E QIR ERAE . N-R A BB, X BERaBsdt. mASR —
BS42 % . /£ FR-A-2 607507 ¥ABHA L o - A HH, /£ Bioorganic
& Medicinal Chemistry Letters, Volume8, Issuel6, August18,1998,
2219-2222 | ¥ A~ %) LNA 6l AR B8 - LNA #= 2° - 54K LNA WA &
M. Egholm %,J. Am. Chem. Soc. (1992), 114, 1895-1897 & * 4 PNA &
HERBESHE T RAR G EEEFR Q6 T.

5
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“H R RE T H B BRARRIBET—F 5B RE 9T, FTrA
Fodk MG S BB LS W4T . A BRBK Y M RAEREIBAR BT AR
AR EA, HAFEEL, REHBRKFCREAREIIET S
HATRER EAARERITEIRELNHEY.

THHBREAGERR. k. 2. TaRl. FRER. . BUAA
CA R

THARRAEY QIERETHIRAGHR. AEAEEE. B8R
i F T E SR

RECH R ERLTARABAAR RN G, i d BT ER
B KL #0598~ R

“RAKTQIEE L HERAK. $ARRK. B AR FARSN LS
A K.

3 ABRARTTEA: ARNARYEBRAASHIHER, RFHHY
to ik, WHRALRF LSS, HH 2B AR EREAHE A
HRIFANGRR (FNREERGBAFRR) G LBFTFREN, R
= BT E Bk,

$AEBERATELIRIBHERAFE. —BREELT:

Bk, RIS, $AHAER (REMRIIREGHEAT HER@R) ,
ARt ARY B AFRBR A # AT RE, 2 BHEme A4t ERRGH
B, X FEERAGRE MBS “LREETHRAEB SR (A LEHF
HEREE) BOBELTRE. RENKFH KRR @IRAW b ik Tk
FAREZRAFAREE G ER. FARIBRELAEG T XHHE,
BANLBE FLEESAK, TR EE LTRSS BB B R
JB iR B M, AR F XA #l4e ELISA. —& (4 LA AN . RAK
ABRBEAAEDERE. RERTLELERARLENL, FAHAREE LAY
¥ B,

A B RABRE S L LEASRFRKEBIRLESGHERGH K.

“BRRORBAAEVAANARERGHE., “REABRBLESEORGH L
ERAR . BEAFANEREBR R X 4-LHEABUARERRGERE

6
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EFEORTHRER, WwESRB. N-FE-L- T &B. staline (Hunt
S. Chemistry and Biochemistry of the amino acids, Barett GC.ed.,
Chapman and Hall, London, 1985) . {b ¥ e BRI 6T A Fid48
REBESRHBRERIER KRG RLAERR.

RiE“F G f” 32 % G M #2 % & &4 /{ (heteroprotein), i &
b. BEa. BRLEOR. £EZORFREEG, TUARLERPK
K e,
RBFRBR7IEFRRRMAASY, RS bR RBiLHR
WA RS RARA, 12— FFT T AB G 3 %R KT QI
A, HANRAFERE -ZTOQREBEAFTB/Y., T sdbhorTE
#% T 3000Da, FEF T 2000Da, HETEAMEEMLK, Kilt®
M. BEEX. BE. WIRE. FEREHEHTY. BERPEF.

BERARELS LR CHBERNT B, ARSI X P T AR BHE SR
Be Ak A T3 A B R 0 KA .

E4n ik A 7T AT KA S 4o g HLE R 5 M, o Biochemistry,
4th Edition, G.L.Zubay, 1998, The McGraw-Hill Companies, USA,
Boston ¥ Ffif .

HARBRAGLARIBTHOBREORRALESGATES. bk
TR HFEE HIV gp120 B ZF G &L E F X4 CXCR4

( Corananiti, M.T., 2001, Neuroscience Letters, 312 (2) , 67-70) .

FrE&2BKE2IAHRXREG R IEBRGF KRB, 1176 H R4
Ak EEG KEA%E S (Toulmé, J.J.F Giege, R., 1998, Medecine
Science, 14 (2) , 155-166) .

AZPPRERHRBT AR EH R T H S,

A HE T A RIR B O B AR AT W GETEBH AR, i,
WER. BHE. K. BHEREHRRR,

T A TARR G T kg2t R #ATE BT R LB GETH S,
RARBILNHR (RHHEHNREBR. BREHK) AT LH
a9 B F .
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HBHEBGEEBABRENTRIEF R BB RS R
MF R R R, CETHRARBRARBRE LA E.

BEFE-ANAEAREAFTE, LELEAFREFREL 04-1M, pHALE
7-8, HAARBEHA.

BRL S Ak 4 FA A TRsE . 4ak. 42 % HEPES 894 %
2 \ERNSGHFAH Tween20. Tween80 #= Triton.

AEARKABHEETETRAELRAREE AR T R IR IB| &
B R Fa %, BB AL .

AEPRYEABESN 15-60C. 15CILTF, RXBRERATEHEH
EHFE, LERYSHFRGKERL 8bp iF; BHEE 60Tk L,
ARAfRRAZATHEAFNE, ELEBEET, XEZFARLSLLERX
M, BRAKEKRTFIObpHEBERS THREERLIRE.

ARE—AERFTE, LELBRE AL 35-45C, ik & 37-41°C, 37C
2 41°CHB AR ARk 6,

AL EGERE G T AR AR —F TR B AL B 3K 4
FeRBAGEAD. FRADGHTAMRL. BIK. ReHAR. K. B
BEBRES . THUARTRLOANEIF A s, #3. =885
k. 2RAALIE. B, 45 2ABERE,

EXERAFET, FREATEATHRD 5549 6915 R RABIK
bk, PPERIEAFREK,

1% 3K BB R A § 3 AR & A % 3F FR00/14691( FR2 816 711)
/AN FEHRT, EFERFELEBYGARFT &, FHES 96 FLik
W, BAFERARRBAEANRYENGER TRHEREGHARRE

( nanodroplet) #AR A LA, B BAA &, KFTRA, L ALBK
TR ELARER, AHKXY S0um £ 500pm,

13K BBk Tt A N2 Y 100pm HRBLETF LR,
BEXFHAT, 2ETEEAARROAERA T LTAER, Bitd
wRBRERE FERRGAFET.

EXRHEFo R BB THRATE TR FEMER, Hlwi

8
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BAABGFH,

ALBERGEALT, BPRJTIFRC, RXBRERELERE 42
B FBFLRIBELFAFTLRODG R LG MHIRR S HRITN
.
EREAMGHAT, BpBatizie, MR A B oW Lai
#HAT, RBEFTHER FSAHHFRATTAR LY L LB BER R,

“H R TERT BN ESRMBEKRIBEMTIAS B x5 e
AthEiBR, BB, R, K. WEAE. BAaR. ¥FRE. &
HEBIAIEGRAGRY.

EREPYH—AKETEFY, BXEEFLEEE G TRAE T2
R AR TATE R RS HEATIR YL S BRMBIKRIST, FridF ik
EVHR (i) f (i) X@MEES— A HmFE (1)

(i) MARFFAHER TSNP EAE0RBIK, HERBKD
Z2 PRI TE T |

ERH—AFRRFTEFY, & LB EFof BB TR ALE T 4% A 4%
FF ik B oA # TR S oREBEARET, EFRETE
(ii) fo (iii) XM OHATHARRTER (ii°) Fo (ii") :

(ii?) mARR TR B RSV WG L4 BBk, Pk sk oB1%
HRELZELEEIRLRE, F

(ii") £ 1560CHBREREL.

B, EXFHHEAT, REAVHRFEQIERATRE. —F2EH
W ERATHERBERSMBELELRBEIEH#TES (TR
(ii) ), A—FREFEBERSEK/BIFSHHERS W F4FT B IFoH
Mg ss OB e A (T (i) ).

BB B —ARhFTE, £XEM YT EBREN R 475
A HATHAF IR E R, BRRE K TRACE 47 T RARER & A7
£ B AT A RBEBAITIRCEER, B, EEZAFTET,
BT EFEROCETAFG, BRETR (1°) & (i) &AEmAHE
A BB AT T AT B R T e drit 9 & A BBk,

9
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ZBBBETHRLCFE L F LR, $THROSTFLEBWHL T MR
HAF R BAEAMNEENRY (FHE () o (ii°) ), ARNKEAHE
FHEMBIK, IMRTREPH S AL FTE, EXHHALT, S5
2 FRGBRATALN, BRETEK, AP ET R BAKREHE M
iR K, ATRBAR R RATIEH, EREBLESER R,

AERAF, E—FHEEAFTROGRLTHR (FB (i) Fo/K (") )
AT AT AR E , AR E RN R L &4 e 4
SRR BEMGST. BB ET H#XAEPEEBEL G TR, XH
BT RERAHH AN EhFE.

HHEANRY B FAH PBS-tween , % & F A.Perrin F,
J.Immunological Methods, 1999, 224, 77-87) .

ARIFAFIT R AR T A LA K 3= & TR RME T 8 iricminik,
X B T4 & 3F FR )BT 35

® A TR T B, XF T ThiwbE ik, ARL R,
X B do kAR RACH B . AR BEBRAE . o FILME AR H B4 -6-
BB B 5B

L EH, HliL AR LRI,

® iﬁ%‘&é}%&ﬂ 32P\ 3SS 5’3& 1251’

O KASTF, WwEAE. FHAH. alexa XFEBFG,

® Bk, Flied Bk, ABRAEE, SIHK.

S AER AR ARG, Pl il —F Bk Bk, ik BaiR/
FBARST R ARPIBRBEARAR #sody, AP TFH: 2HEMEEF,.
FRRIFA. BRI, BRIFAR, BIREEURSBERALS BT
MO EZAFF ., EXHHALT, $HLEGENGREAK, RBEATIUE
it ER AR TR AR, RALRR/AEAR G F TR,

HEHBRERMNAATAE—ZFH TRHETHR, IFFTHAREK
RREFAFBEBEAAR Bdot), TARFIFAGKLEE ) b iF
FR98/10084 &% WO-A-95/08000 , H % # X ¥ JHistochem.
Cytochem.45:481-491, 1997,

10
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BREDS BHFSTHOGTARCTRLA RAEE R EEEKLS
Fried AT,

BRT ARSI HELLSBRBEGIFLRARABRBEAAR Biody,
##i& F#]40: Greg T.Hermanson, Bioconjugate Techniques, 1996,
Academic Press Inc, 525B Street, San Diego, CA 92101 USA,

WABFT R RSB IFERY, Hlit A8, RAABBERAR Ao
AR FARAF ST AR KA

B, RERLAFEH—AREFTE, AFR (iil) LAt
F T P i Be Ak 64 R B vA 4R 28 R AL Fo 6 BB T AL

K XM ERRBERAR Bdoty, E4KFHET Principle and
Practice of Immunoessay, 2" Edition, C.Price %%, D.J.Newman
Stockton Press, 1997, 345 Park Avenue South, New York.

HARERFHEW B GIFLHAE, FlBBeagsminmk, ik
B FHELSRBE. QS TAYHSEFHARERFTROSTAY
Hde ¥ 4GBk, T CAR R F 49 RA8 R 9 4R AFin, HoHEREREL
4.

WAL AFTEZRAG R Fo R BB T RRREF A —F 5K
. EXFHLT, BA TFTHERE GFRRABEZR —FF &R 1FL,
EART AELRG—ANERFTE.

Hlde, £ AIDS Q9F-JESHF, TARRK P24 O Hibfond
RNA A# 8 A L. HRAE LGFRRBETUR P24 &G, kS
# & RNA #4745 LB M 6 HBRIR4T.

HAKXBRFTERANGR XA RRBELLTARR SRR, £
AT, HRERGEETERRGIRLYH, IMRT RKELAL R —
AgHEFR. BRER—REFMH TAMEEE T, KELAFTETAE
A —#EWHRRELFRR AR, T EERAEBILRLCHRI
84 BRAR RAE B X R A . 3 i) S 5T R 4 o AT 2 4 k64 s R A S 3 AT
SH, ABRRALRKRBRBAE.

THEREATERANNARRETES —ANRREZEA G B4

11
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S ¥ Al KRR R TR KR,

BHEERTUARSEREER, FPoBRAE584, o AIDS K%
FEABGIF L, RERRBEER, HlioFRED A RBELR.

B b, KEPEH— AR EF AR R T ARG A
# .

AERHF—ANBHRKEFEA FToadH T Lifl, ¥k, @
B AKRARSR I LTHAMFRERY NTRE )AL LY EFEGIER,
TABERMELXRE (R mE DNA X RNA) #ELERE (AR
BEGM) RitAT.

AERANF —ABHRBARFT RLERZ/IRZERNZEDSTF.
FE L, SBATRRMNSHREALWSTHRE FF HIFR MK,
AEKAFETUAR G T ERTHST. RS, ZEAKXEEHM
HRR 1Lk BeSE, A ERTEERNZHEFHESS T, AP
FREFEANBENTERE T LB L.

AERAUF—ANEBNRAARTERNARBRABEYHZA
(transcriptome ) Fe & & /40, FIMRABETA BT A G RNA (¥
Fi) AN EAR (BAKRN) , RRAFLZTQRMBTTFHALE
RNA #i8 & F ik i€ B 69 B A AR HEAF 2 h T 6,

AT EAARAERFE, TUARFE THEY —F R 54084 XA
&

- EAE,

- B TFAKB RS MeGERMK, AOESH —-#ﬁ&ﬁé’rﬁv'&/ﬁ
EREHE Y —F R REAARER,

- R EE AR,

- Ty, HRATFRIFEHYEFREARTEREOSTHAHR T &
FAF LBk &) BLfmik,

- Tikdey, HF T B FEBRGRASK,

REEMNE (SHFRERE LT ahot, EEXMNETIRAEHD £ HR
KEANE; SHAHRREDHF SN, HXHETHA LI REXENE)

12
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BRT ARRAN S —NERTE.
B A 359

AEPIFE L T B IEFRFEREFHFHE 122 2 L50ER,

B1EFHBHKBEAATLLRBT p24 ZEAK/VEMA RoHiE %R
BARTARLFR p24 ZORAAZIAHELBERAEGEXT LR 0 FH
ARG RK (B 1A) , FRAATREAEXRAEA LG K AEMLE
PCR #2428, RPoReiE, MRAEIRHEZBRITS
13K B iS4k C+ (Tehl HIV %% DNA BABEE ) & C- (RiES5
HIV % & DNA B4F# A K ) 5 HIV %% DNA B XL W8 EXEN

(B 1B) ;

B2RAEE 17T HAENERMNSA GARFTE, HFILASH R4
Af K BBk Fade TR

1. 9F 17 F3P: HIV ZEMHHRFRESEK (Cupy)

JE3F 11 FIHP: TAH HBV 848 BALHE BRI%94K (Chpy )

ETFISFIHP: A HCV HFE B BAFREME (Chcy)

ESF 13 FIF: HIV RFH T QI KRMIE (gpl60 €REG )

E4F 12 FRY: HCV REH T OAKERMAE (HuEg)

JE 8 #7216 53 F: HBV REHHBAREBEK (FLTHAKRE
% HBAg RBHRE ) UK

2. 6. 10 F 14 FIYP: ERHRETFRAARLHTOFRKEMIK,
BP#L-TSH #u4k (NSP1, 2 #= 10 53L) Fd HCG #4k (NSP2, 6 Fv
14 53) .

AR E#EF X

R#HH 1 HNEATERARETALEHIVAEGRIRIPEAR
BHEEAE

1.1 #1 & TR A4 p24 & G 4k 6915 R B 154K

EXFAMTHDLRBRETHEBRASY MAVE-67(67000g/mol)

VAR 1g/L T 90/10 (V/V) # DMSO (=F &8, ) /KRASHF, #|
FiEk., WiARAWT 37CH Y 48h. 43¢ 100pL R4 MER Y 36pg
#)E 40 p24 &8 (pmR K24H, biomérieux, Marcy I’Etoile. France )

13
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wa. HRSMAE ITCHRA 3h,
1.2 #4777 5] & HIV % & RNA ¥ ¥ {5 2| 45 DNA B 154 ¢54F K &
LS

WA T AR S HEBR T GF/H A 3xPBS £ 4% (0.45M NaCl,
0.15M A%8k44, pH6.8) - EDTA 10mM F# 8 £ 10puM 4R E, L9
C+7TvA 5 DNA BAFHMEERTRE; C-RiEREXMHRELRA,

C+: NH,-CGC TTC GAC AGC GAC GTG GGG

C-: NH,-TAT GAA ACT TAT GGG GAT AC

1.3 #REEHEE

BRITHIRE 9+ 4 P ik FRO0/14691 FTid ik RBiLHMET A
A% (Nunc Maxisorb) H#IHLPRMAANE. X PHEAERAT p24 %
& - MAVE BAMBAK, —ANERAT CHEH, HF—AEBAT C-
w4t

ARRAEXEEE, ¥ PHHMAN 4CEH 2h, BE L 60CHRTY
30min.

k4] 2: BAFSMBGHEFRRER
2.1 BAFEp i dh 6l &

Memp3E it P RRGARFLE G —FKoiE L RT-PCR 53]
DNA B #4544 (200bp) . EMAESELEFALEHEN TS A
#o B #ATAFIT: '

714 A: CAT gTg CTA CTT CAC CAA Cgg

714 B: CTg gTA gTT gTg TCT gCA CAA

AFIANEMZE, Ltk B iz BT 5 F 4R 0.2N 6 S8 LM
TEBY S MEMHK,

JOARGETEFARANLIR p24 BORBKBLEETHEFTAL
HA 1500 BBTREZFRAY, ZRAZARApH A 7, &1 0.1M
B8 4. 0.5M RAb4h. 0.65% tween20. 0.014%% & DNA # 2% PEG
4000 28 5%,

22 AHSMBAaFRER

14
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H 30pL B9 E A i . 30pL BB 7 & A F2 3L X B 45 DNA
B4Rt , WiERoWhAHEILF. 37CRE 1h. ZEALH 0.15M
F AL F 0.05% tween20 #) 50mM B85 4448 A & ( PBS-Tween )7 26 7L.

5k 3. RXEB IR BEN iR

HILPmATERSY: 0L AL F% A, 10ng LENH S
At FFAFA (Jackson ImmunoResearch) . 0.07pmol 5 DNA
B 74 LA R RABRR, AR TR B £ T B Z - TILRBPHFRE
HAARNIEAZE ., EFEEFRE AT ATRAHEBERLIFG. 37C
B 108t 3% A PBS-Tween 7 %30,

3L 30pL i R BRI E LR A (TMB, bioFX) . 20
S TAERTHL, ABRERERY, FAEHREREMRA S CCD
A4 (Spot) A& HrEA B KL EH (Image Pro+, Soft Imaging )
65 B M4k ( Zeiss Axioplan2 ) &R, EHRM4ATAKEANALGETRES
B0 (2, RIET) 2255 (4, afiE5) 698AH K.

FH A LA USATIE, {214 A DNA B SRR E XL
RN, RERALKFLE (HIV-) .

RFER R 1T
&1
Y 4 DNA BAsdhdd 5L | C+EMZRE | C- 543K | P24-MAVE 56553 K
HIV+ £ 103 48 115
HIV- £ 108 45 45
HIV+ 3 47 45 ' 109
HIV- 5 46 51 48

MREERBFTAAT T HEGEALKFME. DAN B A A4
T P24 LR Fodt P24 RARG R AR BRF . KA, DNA BIiFHE
BTG E L ENERENR T BARBGEALTELRTG, XA R
F—HSVPIHAERLSFAREEZNTTRT. AREH, C-ERXR
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SHEE, AT HIV-fif—#,

804 RELLAFENLBFITT T FHNE

ETHERG 1 F 2 FHERS, FIRF L DNA B 37496 R E =
HIV+he & HBEELET.

I X B K Ao S 8 BB 4 4 B 4o F 34T

HFHAAI TRARE: 30uL R EEF R A, 10ng L5854
&9 L F AR (Jackson ImmunoResearch ) #F= 25ng s bk 5% 8% 8§ 4732,
. EFAE (Sigma) . ABRASWAKT 37CEE 1 ] 8. A PBS-tween
+ A Il.

F3Lm N 30pL AR BL B 4G K SR (ECF, Amercham, B A &),
554 TT RRATHAA, BERERY, EEEH 3 PHARFTEMNES
MEHEABRE.

H1AFE IBLTRARES PCR EWR 0 EHBEENELEZE,
hEBARL, B 1A 202 E p24 BE-MAVE BA4HELSH.E LR
RS, BIBAEWNERMHALY C+& (B ) & C-E (EF5H)
LRFGET.

B 1A T, TOLREIEN LT b ik B ) B0 R 15T H M
W, T 171000 SF#HE AR P4, B TIAEBE KL H R
AT EARR ARG T ik, 4 HHRRALIR H 0.00001, 348 & F 1/100000
Wbk HBERE., LAHARBAERECTARR HIV RZLE G hF T,

AEE 1B Y, KFET H5A RN HB6 05K sgiames B A,
EHFHE C+(XH) £, EAETHH DNA B Frd iR E o) & 3 7 3%
e, B—F&E, BEFTHRFRE, 5ECE C-L2 L2 A FHEFEFe
KEAM, £F C- ERML BRMEERREL (E5H) . itk
R MR A 0.00007, L3523 PCR =H#HH 1/14000.

%#&F 5. KEBRABEFREA RO A
THEARBANGERF, IARRMRLEAT pHTS R A%+ % B

16
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(& 160mM HEPES. 0.5M $/42#= 0.05% tween20 488, ) , # EBE
ELiBBERH 41C.

AXREHY, AEASHFBESHLF (HIV+) foRiR%) % & DNA
# B ARd (C-) .

AARERWTR.
X2 |
Y, 4 B B8 & CHi W% P24-MAVE %8945 %
37C A 2.1 3.8
37C B 1.8 2.7
41C A 1.6 3.6
41T B 1.3 1.8

£H#4] 6 EXINGH LFE SR HIV. HBY & HCV % &3l
LR e

6.1 A THRMNASNBBRPTOAREBGENFLE

6.1.1 RXEBH

4% 5 7 &9 Ambion ( Austin, Texas.USA ) K4 #) HIV RNA B #54.
& Eurogentec( Seraing Belgium ) &~&%, 7 4 # % 145 3| 4 (SK431, TGC
TAT GTC AGT TCC CCT TGG TTC TCT # SK462 AGT TGG AGG
ACA TCA AGC AGCCAT GCA AAT) # A T1%3 PCR EHty R AL
813 % #4H(Carv: GAG ACC ATC AAT GAG GAA GCT GCA GAA
TGG GAT).

HCV % # 6 RNA £ 4 A Nucleospin RNA Virus iX # &
(Macherey-Naqel.Hoerdt, France)ey M 7 &4 ik F3RERY, HFidid
RT-PCR Al XLt Hy ¥ (RC21: CTC CCG GGG CAC TCG
CAA GC #= RC1: GTG TAG CCA TGG CGT TAG TA)(Reque Afonso
A.M., 2000, Journal of Virological Methods, 86, 55-60). &X4{b#
HCV 1% 3k34541F 5 Cycov (CAT AGT GGT CTG CGG AAC CGG

17
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TGA GT) . HIV F HCV % RNA #8142 Al Promega #) Access XA &

( Madison, WI, USA )i#iid RT-PCR ¥ 3, R B & 4= T : 1X AMV/Tf1
B A% k. 1.8mM SiBE4E. 0.2mM ANTP. 1pM 3|4, 1USI 4§ AMV
B 4% % B f= SUSI 4 Tf1 DNA RX4-B%; KB 48°C, 45 54F; 354
PCR #83R(94°C, 30 #; 60°C, 1 44F; 68°C, 2 4-4P); 68 CRL3E
7 4-4F.

THTRARBEMELEROR, FHEHWRERAREHE
( Eurogentec) &3 (HIV ¥ ¥ -F% 46nM, HCV ¥ 3¥-T% 23naM) .

#£ Eurogentec &R AT4A & HBV X E #4842 B 4374 (74bp)
(CCC AGT AAA GTT CCC CAC CTT ATG AGT CCA AGG AAT
TAC TAA CAT TGA GAT TCC CGA GAT TGA GAT CIT CTG
CGA) ,JABARE HBV B 47d) 46y K EAUAF K4 (Cupyv: ATC TCG
GGA ATC TCA ATG TTA G) FA HEAFiT eI RI4K4 (Dypy: TAT
TCC GAC TCA TAAGGT G) .

6.1.2 %EZEBHN

YHALLEFT HCV S Ed (HCV ) f HIV GEE G
(gpl60) . A THFHAF & HBV AHHRAK (HBAgs) , BPEH Ay
# . (Hytest, Turku, Finland) # Cliniga o X 28 Ad &K
( Fallbrook, CA, USA) .

AT RERM R T, A T BRERRTAER g LIk,
471 3 H#-TSH 34k (NSP;) #=#-HCG #4&k (NSP,) .

Lyon ER#4t7 HIV. HBV = HCV A .

Jackson Immunoresearch ( West Grove, PA, USA) 34t 7 sp
BEBRBEATIL A L ETA IgG Ba-H; USRI LHET I ERA
Sigma ( St Quentin, France) .

6.2 RS K 6 8 & fe A B R AAE

6.2.1 HFHBBAYRA

¥EBEREANTAREZSHFERGELE A& (50mM B58%,
450mM Fit44, 1mM EDTA; pH7.4) F#HE % 10uM.

18
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EH M 1gG A SOmM BB 5% (pHI.3) #HH A S0pg/mL.
gp160. HBAg #» HCW <% & /& PBS 5% P #H £ 10pg/mL.
AR A Biochip Arrayer % X (Perkin Elmer,Boston,USA) i#
7. G EHEHZIM(Greiner, Longwood, USA)F VA RKH X AR
16+1/M% (H4p) (B2).
RARFLESEBEES (10C) HBELH (50%) TREE, A
PBS-Tween (0.05% ) ##-Fi, BT, A& T 47C.
6.2.2 8 B Ak R
AT T 5 EH AL
HBV B ##%
HIV B #%
HBV 7
HIV Ao
HBV + HIV B ##
HBV + HIV+HCV B #4%
HBV + HIV+HCV B 4% + HBV o7
HBV + HIV+HCV B ##4 + HBV M7 + HIV &7

sESsSs2ERCT

H, #H3AA: 1.5pL W 1.5pL 0.2N S Hi4 ¥ LM HIV
K HCV ¥ 3 =%, 3pL 10nM &4 A HBY DNA; 1pL##8 £ 1/10 &)
AdiE., FAEREAROIM B8 — S/ A =4, 0.5M R,
0.65% tween20; 2% PEG 4000; pH7)#hZ ¥ 4k%7 30pL, ¥ERE 37C
FEY 1h, 3% A PBS - tween 0.05% 4% %k ik,

6.2.3 ¥ .

A 0.2uM DypviE& (HBV &%) £ 37C T B ¥ -F4K 30min,
Fikvk. MEE 05ug/mL &) 4T ¥ ok sk L B8R B8 o nl 1L % 85 86 47
WL FRAFRK (pg/mL) BRAETHEREFTRT. B4
PBS-Tween 0.05% & #-Fi%, @A T F o skt B8R B 6 30 X R
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(BM purple, Roche, Basel, Switzerland), %/ 58 £ 9475k 440k
# CCD Aatust-FiR A, MfmA TRERZHE SN FHREKE,

PRI F &3
AL | RHERRE | AHENLE b &gt
AR R 69 KA AKF

(a.u.)

I 3, 1 3,11 34 935
1 1,9,17 1,9,17 38 144
I 8,16 8,16 33 664
v 5,13 5,13 12 480
\Y% 3,11 3,11 43 605
1,9,17 L9, 17 49 470

VI 3,11 3, 11 43 350
1,9,17 1,9,17 48 832

7,15 7,15 14917

vl 3,11 3,11 36 465
1,9,17 1,9,17 42712

7,15 7,15 11 857

8, 16 8, 16 45772

VIII 3,11 3,11 34 807
1,9,17 1,9,17 40 290

7,15 7,15 11730

8,16 8, 16 42 840

5,13 5,13 12 240

AMALR TR T G SATHRR B, ERA & B AR
R BRI R HREETRAT, BARERHNGEART RRAFGRE
T#AT, 32 HFREAREN T KRG FTH LR,

20
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<110>

<120>

<130>

<150>
<151>

<160>

<170>

210>

<21

212>

213>

<2200
<223>

<400>

FF3I&

bioMérieux
[ Bt 00 A 3T I B 0 S 8 IR YL B i
Multidetection

FR 02/06883
2002-06-05

13

PatentIn version 3.1

1
21

DNA
ANIF3I
RREZER C+

1

cgettcgaca gegacgtgee g

<2107
<211
212>
213>

<2205
<223>

<400>

2

20

DNA
A5

RRELZER C-

2

tatgaaactt atggggatac

210>
<21

3
21

21

21
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212>
L1130

<220>
<223>

<400>
catgtgce

<210>
211>
212>
213>

<220>
223>

<400>
ctggtag

210>
211>
<212>
213>

<220>
<223>

<400>

DNA
ANIF5

519 A

3

tac ttcaccaacg g

4

21

DNA
AIF3

519 B

4
ttg tgtctgcaca a

5

27

DNA
A5

5(4 SK431

5

tgctatgtca gttccecttg gttetet

<210>
L1
212>
213>

<220>
<223>

<400>

6

30

DNA
AP35

519 SK462

6

agttggagga catcaagcag ccatgcaaat

21

21

27

30
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210> 7

211> 33

<212> DNA
Q13> AIFF

<220
<223> {23KIR4 C HIV

<400> 7
gagaccatca atgaggaagc tgcagaatgg gat 33

<210> 8
211> 20
<212> DNA

213> AIF5I

<220>
<223> 5|¥ RC21

<400> 8
ctcecgggge actcgeaage 20

210> 9

211> 20
<212> DNA
213> AIFH

<220>
<223> 514 RC1

<400> 9
gtgtagccat ggegttagta 20

<210> 10
211> 26
<212> DNA
213> ALF3

€220>
<223> fRIRERER C HOV
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<400>

10

catagtggtc tgcggaaccg gtgagt

<210>
Q1D
212>
QI3

<220>

11
75
DNA

AIFFFY

<223> HBV target

<400>

cccagtaaag ttccccacct tatgagtcca aggaattact aacattgaga ttcccgagat

11

tgagatcttc tgcega

<210>
(VAR
212>
213>

<2205
<223>

<400>

12

22

DNA
A5

{PIRFET HBY

12

atctcgggaa tctcaatgtt ag

<210>
<2115
212>
213>

{220>
<223>

<400>

13

19

DNA
AIFF5)

D HBV

13

tattccgact cataaggtg

24

26

60

75

22
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