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L. —MEEAEY), OFGEA R A BURE S T TIE S FC Y, M2 fridp & E a2 e
47 SEQ ID NO :1 {151,

2. MRARACRE SR 1 Pk g8 -4, Horb Brid bsic i) 45 A0 2% RO i 26 i
TP o AR DL eI G

3. WARBNZESK 1 Tk 4G, HpuJsdh 7 b 5 AR et s « 9 70 3 e s 2 A
KPR o

4. MRIEBRIZR 1 BTk 4G4, HoBu st dh 7 i 55 T B0 B 1 A e 1 i T AH G Bt

5. MAEACHIE K 1 Frik Mg &4, Hht 2 o W AA R T30 pia AU R
WEEPUR SR TR A B SO R bR T B SO ER BRI EE DR |
BER T 2B DR RS ER PLR N B e s PR A2 iR | BPUR a2
R 2 BUPUR E R EEPUR NS T W L 40 M B I s B b R S E AR R DR ALk
TR EEDUIR S VG )8 B FE PR RN 2808 TR PR L BRI BB L LB BRI | R
TAEFDLIR KIS FE PR ST B B0 IR 162 A7 B O « & B R B O A 16 7
BEPLIA EB W EEDUIR IR R A 08 B LR A EE B E PP IR L A 2R FOMRTE AR LR VP IR A B ARt
JE i 98 A TR AR TR B3 T S AARBT IR AR IR S AT R il 8 S IR AR BT R S 25 4% 0 B AT B
U TR TEAT DT  RER BT R I S5 HRBT R A AR HRBT R 5 B e

6. MIEARE K 1-5 FPAE— I S5 WD AE i 4512 il & b i

7. RGBSR ESR 1-5 AT TFTR IR S5
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AT REENOES

AR
[0001] AR HIES K S e er I 40k, B ARl A2 K — b T O e isr Tl i 4 50 o

BEHEA

[0002]  HPASdll (immunoassay, TA) &V HH S @R AR E bR A 7715 TR RAS 3 o
F= BE o BB SO AR R BT B R TR B G S A I S — R IR I 5 Ty
s BB U R R 5 B8 I T B e B, BB Rk 5 ~ 10 1 g/ml . {HAEIGIRES
¥ rp, FACERIILE AR A P S B R T KO, DRI B S R I I ABURK B 1 7 v AR AC R
P2 80 I 2 A A TR PR B S B 4 FH R ) s 0 42 B LA AR A » 8 i 5 AR e Ak
PERBURIE . AR IR Z R0, A RE R A 22 RO I T T U P R IR AR DA K
YT IA, SEAE AR T 58 A S RS () SRR, A L0 B PR AT 2 % 1 K P B0
HLAS AT H R K o 70O S B A D0 R S A I PP, B iy 43 ) A JROSS Pk i 3= e, 0 s
T Tk 0 5 TSR AN o VT S AR A A ), ABURK R AT L B DI R e R AT
1%,

[0003] G e RS A, XUPL R e Loy T3 3 FH 8 e RS0 255 J2 1R PG 0 A B2 2 S
ST o RPLIR I R B R AEFE A S R B HUR, B2 )5, AR AR
A, ZJE MG ZHUR bR 2 G MG, Seai e UM PR - AR G052 46 bt
53— ik - RidBURE A, ARG B — i BT BRSSO, 3 s A 4 3
[0004] A, T HRE BN AR AR i o E PR I S HTR R M TeM o H
S VE 1eG RINAFZAE, 5B ST TeM BURRIINE » R E TeM Bk 2 R, Jok i
A MG TeM(CELAE M LM FIAERE i TeW) [E e fE[EAE b, 78 2% 1eG )G PRI AR 7 bt
J& - bRidd, B,

[0005]  Feg+ikn] HFHURBCEPUR K 2 S5, B n] e bk . LU E TR 6], K
R S MU IR B T A A 2R b, IR TR — 2 | TR PUR - bR id ), 8 = F g
M5 FEAEPUA L G, S Ped a8, A 4G TRAMPUR - brid ) 5 FstR & & 2 50
FHK

[0006] AR EHH TR EEA4, o2 de b2 2 S ks i h kG EE E - BUR - AR idd
RIS EW . GEA YNGR Sk U 1K) SRR A 5 e e PR, T e v MR 485 ) 7 22
B AWM — 7, 50 b PR FEG RIFRCBER AL s 5 — 5, AW
HRHLIE IR S e A TE PE BT R o BRLE, ZEARIC I RIARIC VA PR E I UL, & M54
TG TR R A B O - PUR IR S e 1, EE R A A ED - R TR ERE
(12 AR -

[0007] 1. R[YSMELT, PrB MG ER  BUR I S5 280 PEIR KR FE OB T B i %, U
SENHUR ETH R S B ZRAL o PURAER LR, a BB A AR AR T, — ek U2 %A I
T E R . XA IREA L RPURTEAR L G — S A .

[0008] 2. FiREREEAK, AR T KEA". X ARG AR AN Z A,

3
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[0000] RZHURIERBRICWIREE L G, HE AW G TEIRIK . 8 R 722 fEdt
J& b A R A — B A B 1, AT AR 0 SR 9 fil & P JRUAE IR T TR I R A, A B4
R bR RS

[0010] A A 38 5 H (1 k4 85 1978 TRX. GST. DSBA 2%, X Hefh-& & [ (bR 10k B
AL R — RIS &R . ESEE LA 5312737 H, 4 HOV SR 5 TIE T CKS 2
Rl ARk, (E2 CKS @A 81 A A A B bR id Ege

[0011] A BH [IFA 25 130 4) » &5 GeneBank 5% U47628 [fJ PinPoint Xa-1 ZIAMIm 4
BB T[RRI, £ 18 30 (2 RALALE HCV HTJR A 5 XL R I LA anti-HCV W4T
PEIFSE) (R E s h BN RAECEZE R AR 2ERL 52004 4F ) A N, {H72 PinPoint
Xa—1 BARFEE EAZH T EREAEDEL, FHEY R - FRERGRANEAZ
F o A B R R 2 A8 SRS A oA i P 1 e 0 < AK R B IR B A5 2 1 X B A T 4
FERILAL, I BLBE M 1 A 385 n] i M R A DL AR B bric fa RS k& B 1 N T4
FERT I AR iC A T

EZPAR

[0012] AR BRI, i il & 3k A e BH I Rl G i R R, ] K OR S I @i B R 1K b
WOTERE . BEEPHUR ) R AE E TRX, GST. DSBA FIE-& HLIR A 1R W25 HI4e ar, s Sk e
PE R B Bl A B LR RG 8 B K

[0013]  [AIUL, Ak B4R — PR 54, ARG & A PURE o AT IE bR ic ), Hp
BhE R A SPURE &R, B & SEQ 1D NO :1 f/748# 5 SEQ 1D NO :1 45 90 % 8k LA L [A]
R4 .

[0014]  7E 5 — 71, A IR 4E A5 Iridk Bl 5 o g i A% 1R e A1) IR 28 A R 28 1k P 2
AL TE 40

[0015] £ 5 —J7 1, AR WIE S0t Bl 484 Wi il £ 07 325, BT il J7 A 5 a4k 2 iR Ik
MTTER I S E E AN/ BPURE G

[0016]  7E 55— [Hl, AR B FRALR ] Fl 854 it A BRI & o

[0017]  FJi, AR BHIEHD S T iR 484 WD AE S e kel vh 1) FH 3

[oo18]  HiJA

[0019]  AJ W rh st A () HT JR 48 AT A8 G e S N A S5 BT AR S5 & AR R BT o A W rh A A 1)
UG AT AT AL A B R T B R PR . AE— AN ST R, PURE A S A
UM « 9 23 W IR B2 AH DR MBI o 8 55— AN S 5 Ze b, PR 43 o v v B A
BRI P A e M0 (R AH DG BTIR o 87— AN S 7 S b, LR A B AR AN R T 3 i B s
BRI R EE PR ST R EE DU IR AR 2 B p R T R 2 B h L B I &
W EEPUR PR S B UR RS B PR N B S PR LA 1 AR
ARSI R 2 TPUR R R PR NS T 40 M 1 I R B R B A PR AR AT
SKIE R EEPUIR V)8 B FEPLIR  ARARIN 208 TR PR B2 i B DR DLBOR B DR L B
IR EE DU K FE DR SCRT R FE PR AT % AT R DR - SR R EE PR T 7T
FPUE EB i EEDUR IR IR AR EE DU R B (AT R 2R IR AT VPR A R AT
JE 5 98 A4 SR AT I B A SR AR I IR TR SR AR B B i 48 S R AT B S5 A% o BT 1R
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PR A T VR TEFT B PR IRER BRI BT A2 R HUHT R Ay ECHE SRR 5 T PR

[0020] fl&HH

[0021]  AKPAHKAREBIEEA” 295 BWPURE& RIS ESPURKED, I
BEHUR SARC AR, H TR B s B A, W] DL 35 3 Rl 1y R B, RIS ATR
U B e AR E M. AE— D SEi T B, G s A 2 25 RSP 4140 SEQ ID NO 1 iR
TE 5 — AL &, A R AR ERT45 SEQ 1D NO <14 90 % 8k LA E 1 [F P52
[0022]  Fh&PHLR

[0023] A BT IRTE “BE-SPUR” ARG EE S B KPUR RS RIS Y.

[0024] Zi5&

[0025] A BT F IRTE “4EE97 Ibmicd A bridd & b .

[0026]  FRic4)

[0027]  AS B R4S FH I RTE “FRicdd)” $8 45 S kil S n] B A RN K 5. ik brid )
A] G B ATAR AR A R A S S A R B AR 1, B HE I AL 25 R M I S T U
MR AL R ENAE .

[0028] A BH A A FH AR BRI Ay A e -G 1) i, A R (AN PR T O ik A A A g i 12k TR
B B — ~F-FUBE TPl A 2 B AU A o IR T 188 < TR M ok 0 il ©— 1% 1% ] 2650 0 M 2B o

[0020] A7k BH HR A FH R4k 2 R4 S0 nT A AT AT A 3 1940 2% R 6 5, A R EAN R 6K
Vi S AT ) OGRS S P S O R S LA AR IR e T A ELAT AR WY WE s B HLATT
W) I LIE ST A e R R R AT AR ) T AR R S AT AR

[0030] AUk BH RS FH () 5% 4 o] AR & 0 1 % A, AR IEAN R T R0 SR ¢ 't
O R AT Y i R AT ) BT AT R S R AT .

[0031] A% BH HR A F 40 JBCSRT P 4 3R] Ry AT AT 538 4 JBCST ME 4 5, L AR AN FR T4 4t
BV VB VR

[0032] A% B HR A A AR e A R A AT Aol A5 0 1) s AR s A R AELAS B A &+ e 1A e 1
BVFLIZ

[0033]  Fl&PLIE ™4

[0034] P Js (155 BRI BRI, o] LR FHON LA itz IR 7 41 1 77 2K, B ORI B 2 A
H UL R e PP i R A 38 1 ke, B0 nT Il i 2 R T RS R AR ZE R 40 1 7 A1) Tf 45 3
AR AR IE N A 5730, 3R] LUK HEOK A B A8 FH B 2 I 2605 6 ek IR, AT AR IR
Rl R 3R R AN 2 B I (R o DAV o1 225 BRI LA A AR PCR 9 B R A
AR 2 ORI, Ho7 V08 7 AR 24 3 R F (0 T 1 AN AR

[0035]  HricH) SRLEPURNE &

[0036] A/ BHFARICH AT S REhGos LA S O AT 7 g & o Ik 4b 2 B e
W ER AR I SR A PURSE G o 13— P O0E R A I WUER hY2:, ARt )48 NaTO, S840 5 T ik
(I ] 5 il B R ) 2 S AH I , T RS % IR, Ji 8 mT 3k — 20 F NaBH, ( BULARENG ) i&
JR A AR B )

[0037]  #R4FE bSCHIHEAR, AR B AN R 5 AR, brid )] E AL LA PUR KA
PIEERRE b, AR AR TRE GRE R EEGHE . MiEbriciEBREM AR M2
to
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[0038]  HR4fE LA AR i BH IR HEIA , AR i BH ) Rl 2 1 G FROB 1k 28 PR 40 AT 385, AT R K 1)
mlG R E SR KPR L, AR T A R TE BIE 4, AT B 55 0 =5 [/ # S 37 S 1) 5
I FARBUR, M H, sepk& A0 B RK/NES, A KT B RHR A 900E TE
PR o AR A AT RIS R BB IR A IR S 1, U2 A S i (R A e 48
G EE ARG A PR, R R R AR S BT B AT H A R IA
HIPTR -

[0030] AR HII B I RFIE SRR 46 St ], 2 BB IR — 2 et ik . N R 2R
fiff, 3X 6 S A A3 H T U B AR e BT AS T PR E AR A B TG . T A1) S 4] A R B A
PS5 I S 56 7 15, T8 2 U A4, 1l Sambrook 58 N, 43 ¥ S B S5 2 F T (New
York :Cold Spring HarborLaboratory Press,0989) "R 14, sk E RFN &4 %
HEF I JT V25

i =115 BA

[0040] 13844 P2 1R B

[0041] 2 A X FiA E E A P2-X AR R
[0042] 3 :P2-X— LUk R P RUTORE (A IR

BALHEAR

[0043]  SEjifs) 1 AR X FlG 8 H 2 A P2-X

[0044] A Z7% £ H) FPCHO4160045P FaJfE | 318 JFURL P2, A2 A</ BH P4 FH () s e
Bk, ESL A R R R oh P2 AR R B B ik, He F i i 3G 5 7R A R B AN
SESRAE A, M b a AR R A T e T (T, HE i £ R IAE Ak U pET-24a (+) ( 32 Novagen
A, 515 69749-3) Byl H T SE AR W .

[0045] &M GeneBank 5 & U47628 ] PinPoint Xa—1 Jfif ( 3€ E PromegaCorporation
AN, 1845 :V2020) | Biotin purification tag DNA 4ahdif & (541, LeHUE 21 55
ZH 102 IR I X B, FH 0ligo A TH RN B s v H A X Be 5 |9, 51940« BdiEs |
M) 5” ~GGGAGATCTCACCATCACCATCACCATCACCATTCACACGAAAACCCGAT-3" , 5 ¥t A Bgl11 f 1))
BB =AMESBIE, UL 8 AN His HIAREE, RS 14 5° —GGTGAATTCTTAGGATCCCTCAACCTTG
CCGTCGGTG-3,5” iy A BamHIEcoRT B VI s, PHANBE VI i 2 [N — A2 1 B350 1,
A H =R IR .

[0046] LA PinPoint Xa—1 JFkifE BN, A B4 514, PCR ¥ 3 X A& 8 M.
PCR 454124 :94°C, 5 4350 X 1 AMEBHR, (94°C, 30 #p%h, 55°C, 30 #4h, 72°C, 30 b4 ) X 30 4
fEER, 72°C, 10 2380 X1 AMEFR . PCR =W IaNle (A B BT AE FH R 43~ AR A0 2 S U (R
G B B s TRA R AR ) )5, H Bgl 11 il EcoRI B ( A<k BH il R A 1945
Fhay 7 EW) S R B K& S TRRA R AR ) FNEEY], 25 RIS =), 155
#I ] BamHI 1 EcoRT FgY)Z J5 1) P2 24k b, i3 21 T SO I 24 P2-X,

[0047]  SZjfEfl] 2 FEREE HIV @A PR EE R 1R IS ok

[0048]  PCR ¥ 34 HIV [#] env JEA (CengBank 54 AF321145) H1%5 1486-1836bp [1] DNA J¥
A1), 3o B G1PH BamH A7 55, NUF 5174 EcoRT A7 s H EcoRT 7 s 2 A7 A £ 112

6
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i TAA. PCR F Bt 5B 2 2 i BamHT FH EcoRT B V12 J5 19 P2-X oAk, 73 21 1 BH M 5 [ 0
P2-X-HIV.

[0040]  SEjtifh] 3 & HIV B-&HR IR LR ik

[0050] ¥ P2-X-HIV Jokidk b K izH @ ER2566 ( 25 [E New England Biolabs 2AH] ), ¥3Af
T4 100ug/ml BiIR RILE R ( B4 TAY TRE RS AR AR, DL RFRAE T, s
KB0286) ] LB ~Fif |, 37°C it 45 7%, PR v b, & [F]— 9K B RIS 221 500ml LB K5
Frdk 3T CHRGZEEFE A 0D6001. 0 Zidy, FHEWR 0 0. 5mM [¥) IPTG (AT, §2 5 1B0168) AT
B, E SR :37°C, 200rpm, 4 ZNE . 4°C 5000rpm 20 20 3 BRI B AR, BRI
B A 10ml ZLAELE M (50mM Tirs—HC1, pHS8. 0, ImM EDTA, 100mMNaCl) &, 48 55 ik i,
4°C 12000rpm B§.L» 20 438, 28 SDS-PAGE HLUK %7€ Ji , K4 8 40 A (e 24 B, i
£ B3, N 0. 25 £ B35 R B B MR B R B 5 ¥, 4°C 12000rpm B> 20 238, R DTIE,
A 10m1 P47 2% #hy (10mM Na,HPO,, 1. 8mM KH,PO,, 140mM NaCl, 2. 7mM KC1, 5mM Bk M ( 25
Sigma-Aldrich 24 7], 55 15513), pH8. 0) ¥k, H 10 £ A PR AR I V- 47 5 b 5~ i
Ni-NTA SEFIAE (Qiagen AT, 555 30210) 2 JF, M AR, A 10 A BUARR 1915 2% b
WEERGEWES, B H 5 RN K (50mM NaH,P0,, 300mM NaCl, 500mM B M,
pH8. 0) , ¥EME H 18 A, W B IR A, 20 CIRAF&H . P2-X-HIV ok RIS 4tk 2 J5 it
HHURLE T W5 4 P2-X-HIVAg, H & I & PR LU S HE

[oo51]  Sjifsl 4 FRRGHUR AR HRP LA % &7 HRP (485

[0052]  Z-EWAIHI4 K NaTo, 8 4kik. FREX 10mg BR i S8 AL )l (HRP, & [E Biozyme
laboratories 2~ #), 52 5 :HRP4) ¥ A T Iml FEAE KA, FF 22123 b0 Im1 88 4l 7K 5 fif i 761
[¥) 5mg/ml NalO,( 2E T, B85 ST1244) ¥, =il N EEGE N HE 40 2805 A 20% &
TR (AT, 575 B0582) YR 0. 05ml, F I R EE iR 40 P, RS 37 BN F 45T
100mM, pH 9. 51 B ERGETUENT 2 /I, 2. 5mg/ml B AL LT (1) P2—-X-HIVAg HLJ 1ml,4°C
WEEXT 100mM, pH 9. 51 IR Eh ZZ BT I . IR H» VR-E %0 0. 1m1 5 5 e i)
[¥) 4mg/m1 NaBH, ( 2E T, $2'5 ST1268) ¥, VRS, ACHE 2 /Mo K LIREREE N IENTLS
L, X PBS 23R (150mM, pHT. 4) 3BT, 4 Cil . N BRI S R FE 50 % 1) H iR~
J& —20°CREGIRAT % FH o P2-X-HIVAg &P J5bric HRP 2 J5 IEEA e LA R I STk R
P2-X-HIVAg-HRP, H'&2 [ & ik DL 24

[0053]  SLjitifh] 5 & HRP 4G4 A TR J5i e 0oi: ELTSA #5l HIV Hi ik

[0054] % P2-HIVAg Pt Lh— s LA FH A IR #h 2 P (50mM, pHI. 51) g, 100ul/ FLAIA
FEFRAR (RN G S A PR 2 w58 BB bR Al ) , 4°CHLA% 24 /iy, Y H A PBST (10mM PB,
150mM NaCl,0.05% Tween—20, pH7. 4) VEERIRPER ¥, 39T, 120ul/ LA 30 % # A= 2F
M3E (AL T T LS EWE AT ) , 8% b, 5% M 21 1 (36 [H Sigma-Aldrich A+, 5t
5 C-8645) , 1% B - I LW (4T, 555 M0482) , 150mM NaCl f) pH7. 4, 10mM PB 3} [,
37°CEHA 2 /N, FAAL VA, 3T, B 550 20-25°C IS 55 % —65 % A 10 R 4% 1 B 1)
WA BT InA TR R, gl e Ee,

[0055]  {EALBEEEFRAR T 5E N 100ul Rl S BRSO CIE S AR I3 ) PR
ST (HIV HUARBIEME ) 6, 37°CHL A 30 208k s A PBST YRS RVER L 1T .
100ul/ FLINANEE 20 % Fr 40 iE, Bh— 2 IRk () P2-X-HIVAg-HRP £%-5 1) pH7. 4

7
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[ 20mM PB Z2i, 37°CILE 30 738 s PBST PRSI PEMR L IX, 11+

[0056]  BFALIN A 0.5% ik S A E IR FE (T, 85 UB1753) \4. 76 % — /K & L IR
B4.0. 9 %o UK TBE T8 1 2 50 A K 7 0.32% TMB( & T, £ 5 TB0514) .5mM £ 4 2. 0. 5mM
EDTA-2Na+5 % F I 2%0 — FF 255 WL G (1) S8 €655 B 2% 50ul, 37°CEDE R A 10 4380, L0
50ul, & oM B ER A 2 BT b SO, BEFRR A 450nm 7 K (25K 630nm) 25 (ALK 5 132
Y 0D {H.

[0057]  #{H (Cutoff Value (COV)) 4 :COV =RH 1% HEF2 0D {H X 2. 0 ( [ PEXTHE 0D
fEAK T 0. 075 4% 0. 075 tF 5, & T+ 0. 075 4% SE PR OD R vH4R ) , fr A i OD {5 = COV 4 A,
FrIUAE S, oD {5 << COV A [

[0058] AR BH LA S E X &R HIV H M8 2 5 RIERIPUR, F5id HRP 2 J5 ZA5Y)
X0 R I 0032 ELTSA KT IN HIV Brik, R Re 5k R ME 2 M AR e I R 25 55
bR T P2, pET-30a. pET-32a. pET-39a. pGEX-4T—1 £ A8 AR IA T HIV HJ5E AR
HRP Z JE 54 -

[o059] (1) REHE

[oos0] & 11 A [F A% 1 77 v & 8 e AE 1 FR Id 4% 1F, 4 P2-X-HIVAg. P2-HIVAg.
pET-32a-HIVAg. pGEX—4T—1-HIVAg. pET-30a-HIVAg. pET-39a-HIVAg 43 flknic, 7 H FIFER
TR B S FH LA, i — 4 e OV [l — B A8 45— (KR ) (I 4 L2206 100 453
() 22 0 % L A9 PR Iy AT AN, 4381 738 1 I 51, 45 R A R B k& B8 e B HIV 3
BRI R0 5 0 P1. pET-32a~ pGEX-4T-1. pET-30a. pET-39a 23 2 A& 8 HIV B8 3-bric
S R 25 TR 1LY S NI R AR 22 R HA G v E L (P << 0.05) o AT I, AR B @il A
B AIER HIV BHUE IRl 5 I R U B CiE &

[0061] 3% 1 AR BHRLGH E X &8 HIV PR KA 1 fl-G B ) 45 1) HRP 2859076 FH T X0
PR 0 ELISA A HIV ST (1) R AR LA

[0062]
100 45 oo 57 A2 3 4494528
0 o i H A R (1)
1 25 50 100 200
P2-X-HIVAg-HRP 100 100 100 98 95
P2-HIVAg-HRP 100 96 82 70 54
pET-30a-HIVAg-HRP 100 98 89 75 60
pET-32a-HIVAg-HRP 100 100 98 95 92
pET-39a-HIVAg-HRP 100 98 94 89 81
pGEX-4T-1-HIVAg-HRP 100 100 96 92 85

[0063]  (2) e sk

[oo64]  H] P2-HIVAg . 4% 96 fL 4%, M P2-X-HIVAg-HRP. P2-HIVAg-HRP,
pET-32a-HIVAg—HRP.pGEX-4T-1-HIVAg-HRP.pET-30a-HIVAg—HRP.pET-39a-HIVAg—HRP 4% &
WIAE N WS 184 73 i A R A, B =20 VA AR R 450 T 433l 23 S 1 3000 4731
PRI P 3% , P2-X-HIVAg—HRP i FA¥EZE A 0. 033%, P2-HIVAg—HRP. pGEX-4T-1-HIVAg-HRP
B BH 12 %8 24 0. 067 %, pET-30a-HIVAg-HRP. pET-32a-HIVAg-HRP F 1 FH ¥ 2 4 0.1 %

8
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pET-39a-HIVAg—HRP 5 FHPEZ A 0. 2% .

[0065]  (3) EE M

[00661 %I B BH M £ I FF 5 % 240 47, SR FH AN [F] B A [R] fEIR AN A 3 4B 3 1047 2 Ik
B, % A P2-X-HIVAg-HRP H] T A i Fl & 5 Al e a5 R E B M, 45 R Bon R K B
P2-X-HIVAg-HRP FH F4Lme il &t Bl BHPE A e 4 R E R MR 100% .. XK ARG S
HE M TR e & HRP brid KA I, ERE M.

[0067]  (4) Fawik

[o068] A BHRIRE & (ERDUR G R E M ER H P2-X-HIVAg, UL A% ic HRP (4T R
P2-X-HIVAg-HRP 43| 37°C % 144 /N, HUH 5 5 R 4 CHAE U BT R NPT R BEAE [F]— 4%
ARSI AE 5] FR B B B4 I3 B i TR AN, P DR AR B il T ARV e — 0 ok
LVERTIN, H A5 R 2 TR 3, SEIRR I, AR BHRLG B A AR R IE PR AR IS BT RS
0E AR e T .

[0069] 3 2 P2-X-HIVAg HiJ5Fa 5 It S 45 1

[0070]
e R PRpkst B8 [AMsTR A, fal
) R A 2% .
RARA RS ¥ CV i 1948 94 Rtk
4CHHK 99.90% 7% 2210 0030  AEHTARR
#F OD1&
37°CH4% 144 DBF 99.90% 6% 2.181 0.028 AR ER

%3 P2-X-HIVAg-HRP AR BFEZ M LIt R
fakkstBd  BIMTEE BA. fEk

KA RARE Hotk CV {&

A8 Hih Fiz ik
4°CHHK 99.90% 6% 2412 0.010 A &AL T AR A
4% OD 14
37°C£4 144 B 99.90% 5% 2.368 0.008 AELER

[0071]  (5) k&%

[0072] 7 H P2-HIVAg A% ) [F]— S B AR E 6T [l — 4 0 BH AR A%, 2 9PAT R 155
T 10 L35 B R I, 75 3] & FLAUA I oD {8, T CVE R T 156% 7E[F— R VAR
R E - AN BH PERR A, FH P2-X-HIVAg—HRP #i B (1) g 4 1E i TAFR W 2 CPAT 0K T 5%
T 10 FLEE 0 Je oA, 753 3025 FL RS U OD A, T 3L OV AR T 10 %, Ui BH AR
AR ERAT

[0073]  SEZjafs] 6 A BRI S5 V) 1 i £

[0074]  HY 100ml FEZE/K T 500ml [& & Le i, IR A bE 48 EmaAR Wi, A 1ml
1% A& (3EHE Sigma-Aldrich &%) FIZKEHL WG A Inl 1% MRS (£HE
Sigma-Aldrich A% ), SRERIMNFA 10 73805 HUCE HARA 1. B 10ml P2-X-HIVAg HLJRZENIE
Mrasrp, %5 10mM PBS PH 7.4 Z2PBUENT 8 /B, LA RE 1 /NI He— IR GEPP . BX 10m1 iR
A4, FH 0. 2M K,CO, ¥R 1T e AR & 1 pH 22 6 ~ 7, I 200ug P2-X-HIVAg Pt Ji, 4R S8 1
5~ 10 Zp%h, 48 ERIBESE TN 0. 5ml 2% BSA VAW, kS 5 23 8h. B LRSS
NG LE T . 5000rpm B0 10 7080, Bt B3, B oiie WE R — Sl AR X LG
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B 10000rpm B0 15 4380, EE H— KB O REAE 5 LiE A 12000rpm .0 30 438,
Fifg L3, B =R E O e REERE— B0, A SHFRRERE Inl. K LRI
VT -ACUFEPRAT . ARt P2-X-HIVAg LR My 44 4 P2-X-HIVAg-AU. RAH T 77
T B AR F Y F P2-X-HIVAg-AU F A S A B VAR B x MR T, B R AN /D>
T Iml, BIRREUF (9 HIV Sxbr TAEW, RIEA TG /N AR (i3 e 4 R BEIE LY
A5, H CAR 2 AR HIV B PTUR B RS IR AT 4E 25 (MiLipore 24 H] ) A 005
PR G G e TR, AN x AN S A A e 3 R ABURE s i R e T SR I K 45 A, B P2-X-HIVAg-AU [
BAELOH] . ARSURE AN B NAE, x AN BRI E , 3 B K55 5 k3.

[0075]  SEZjtif] 7 A<k B A R EERE HIV HUR G bR G R 4 480 T XU R 20
TEARRASIN HIV Pk

[0076] AR BEEA 2 A IER HIV JUR G AR C AR S A H T WP R S0k bk
I HIV Jrif, H R BE e e 0 R R ME Re ME VRS 3 S 1R br 20 T P2 pET-30a.
pET-32a. pET-39a. pGEX-4T-1 SR IABARERE HIV P55 brid -G WA R g o

[0077] (1) REHE

[oo78] A1 A [ #F B9 U7 v ik B & A W bR il 4 2R, % P2-X-HIVAg. P2-HIVAg.
pET-30a-X-HIVAg. pET-32a-X-HIVAg. pET-39a~X-HIVAg. pGEX-4T-1-X-HIVAg 4} Blkric, If
FHFEIFE T 1R 8 2 B B s A8 PR RS, il eI R e R AR 2 AE [RIAE IR 2 2 TF %65 100 4 (1 &R
HIARRE LA ) I AT R, 1330 T 38 4 (45 R, 45 SRR Ak B A& 8] I HIV B 5 JF
PRItk 4s 5 F P2, pET-30a. pET-32a. pET-39a. pCGEX—4T-1 26 A H A% HIV B AR
TE AR JE A 25 AR P I s A IR R RS 22 e B HA Gk S (P << 0..05) o IR I, A&
KB RA B B HIV PUR AR 05 I R BSR4 &

[0079] 3K 4 AR BH@A ST X e HIV B R A G BUR 6 & MR &R 5 YER T
FRAAR G AST I HIV S 135 1) HIV BRI 1) R AR L3R

[0080]
100 4 o 460 i 4 44K
YN o AR (18)

1 25 50 100 200

P2-X-HIVAg-AU 100 100 99 96 91
P2-HIVAg-AU 100 95 82 70 54
pET-30a-HIVAg-AU 100 100 95 86 77
PET-32a-HIVAg-AU 100 100 98 94 90
PET-39a-HIVAg-AU 100 100 90 81 65
pGEX-4T-1-HIVAg-AU 100 100 97 93 88

[o081]  (2) ¥pRetk

[0082] AU BHIIRLG R E X HERPUR G, A5 AT otk B 3G i, B T aidk, B R TR
e b d, 5 HARR A B A b M B g . FATH P2-X-HIVAg-AU. P2-HIVAg-AU.
pET-30a-HIVAg—AU. pET-32a-HIVAg-AU. pET-39a-HIVAg-AU. pGEX-4T-1-HIVAg-AU [ #H [F]
V1) /B0, A i T2 T A 2 I 2 2 P R AR G R AR 4% s FH BT iR I R 4 I LoV [R5 AF 1 43l 43 il
T 2000 f3 1 PR B P I3, P2-X-HIVAg—AU I B 7 Z& 24 0. 45 %, P2-HIVAg—AU fi [H P %
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1% . pET-30a—HIVAg—AU % BH 7 % 5 0. 85 % . pET-32a-HIVAg—AUP {5 BHPE 2 Hy 1. 4% .
pET-39a-HIVAg-AU i FHM R K 1. 1%« pGEX-4T—1-HIVAg-AU {5 BH 241 0. 65% .

[o083]  (3) EEAE M

[0084] X FH . BHPEREIIAE S 200 4y, SR FHAS RIS ASRIHERAS [FI#EVE & 10T 2 YRS, 25
7 P2-X-HIVAg-AU 41 &2 it (1) IR AR 4% J5 A E &5 R E B 1, 55 R BoR A K B P2-X-HIVAg-AU
S 2 1 R AR 2 T T < B s 5 SR B R Tk 100 %6 o 3X R W AR Al 2 1 FH T2 AL e e %
IR SRt AT, ER A .

[o085]  (4) F2uE Mk

[00861 K A Jk BH (¥ il & o 0 42 P i 5 3R 18 1) 8 A P2-X-HIVAg, DL K I AR 4 F5 1t 1
P2-X-HIVAg-AU 73l 37°CHL TR, BUH 5 5 RN 4°CAP s PR MBI Shs B G WAL R —
S TSI A ] PRI B  BA PR B a9 BuR H [RIAE bR, SPUR SRR S5 AR Rk
T A5 ) RS R G Bl S AR, L8 T D36 5 g 6, SR N, Ak Rl A B A sk E
R R IEHUT AR I 5 BIAE PRI

[0087] 3 5 P2-X-HIVAg ¥ fa e Pk sz i 45

[0088]
KA &R HIV &2 HIV #&x M HIV 254 MAdR W, Bl
HRA MWFRIEL RMRMEFHE2 FEMEFE3 ¥ JR A% i
4CHNK + ++ +++ - & T A
‘ e B e AR
A I - - : EABDER

%6 P2-X-HIVAg-AU R EHE oM T M ETlmaER
X F) AR HIV A& HIV #2204 HIV #2248 MR B, fEak

ARA MAEFE1 RERE2 MERE3 BHAE JR A5 i
4CHM + ++ e - M &ESF T AL
. Mo 6y B & A2
37C % =
7R ++ - - BEARRER

[0089]  (5) ¥&E&M:

[0090] 7 H P2-X-HIVAg—AU Hii B i T ARG il SR 148 <8 s it 45 A 0[] — 43 4 0 BH M b

A ZUCPAT A 10 IRE AT, 15 21 25 Rl 4% 1 45 SR 35 0 BRI, B &R0 4% 1 B R FE

TG 7 5, Ul B AT 40K 235 MRS UE

[0091] S Jjfi #] 8 A& & B fl & & M 5 PinPoint Xa-1 ¢ & H f@l & & A

(biotinpurification tag) FIXfLL

[0092] R A ST KA 77 K, 8 T A PinPoint Xa-1 #ifAH A& 8 A (biotin

purification tag) HIHFTEA, M4 A P2-Y, Iba ke I HIVAg, FUR v 4 4 P2-Y-HIVAg.,

B J5 AL ViR S R IE L E L aiAk  bRid HRP 5l AU #PER P2-X-HIVAg 280, AEFEIR

[0093] (1) El-&DHURIFRIEER

[0094]  FHEEIE 53 T 3k 4 73 BT SDS-PAGE ik 45 3, P2-X-HIVAg FKiX & 88 A K 10%, 1M

P2-Y-HIVAg [FRIEE B E M 2% A2, k] WL, A% B4 & B & HIV Pl
11
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ISE L PinPoint Xa—1 #AH B4 E (biotin purification tag) HE AL

[0095]  (2) BlAHURIEAENERT L

[0096]  P2-X-HIVAg [f) & % T, B 14 4 i B 2 5,90 % 4 A 48 BB 2+, K i,
P2-X-HIVAg MR # M E 7r ER FIHT 9% .« 1 P2-Y-HIVAg HA 50 % ZEf5 3 A 46 Bl 2,
PRI, P2-Y-HIVAg [RGB B A1 1% . HHEA] WL, Ak B EilG 8 F % HIV
HUR H A& PR B L PinPoint Xa—1 #fAH &8 A (biotin purification tag) A
RS

[0097]  (3) BEAHURIRIC HRP Z JG HITERE ( REUE RS ) XFLE

[0098]  P2-X-HIVAg-HRP & P2-Y-HIVAg-HRP f) R i f& X b &5 B 0L & 7, H 45 & 0,
P2-X-HIVAg-HRP 5 P2-Y-HIVAg-HRP REEAHLL, A48 KL H.

[0009] K A 5 B ik 28480 7 R, X b P2-X-HIVAg-HRP & P2-Y-HIVAg-HRP ) & 7,
P2-X-HIVAg-HRP fEFH % 4 0. 033%, P2-Y-HIVAg-HRP R SH 2K 0. 033 % , FEAAE 2,
[0100] % 7 P2-X-HIVAg-HRP 5 P2-Y-HIVAg-HRP f¥) R Bl i L

[0101]

100 43 9 A5 s &4 4 4K

it f A AR ()

1 25 50 100 200
P2-X-HIVAg-HRP 100 100 100 98 95
P2-Y-HIVAg-HRP 100 99 97 90 82

[0102]  (4) FEPURIRIC AU Z GRS (R Rk ) XL

[0103]  P2-X-HIVAg-AU 5 P2-Y-HIVAg-AU ¥ R & B XJ Lk 5 3 0L 3 8, H 45 JL 3k B,
P2-X-HIVAg-AU 55 P2-Y-HIVAg-AU REUEALL , H A H

[0104] X H] 5 BTk 2L 5 2, X b P2-X-HIVAg-AU 5 P2-Y-HIVAg-AU K %5 53 7,
P2-X-HIVAg-AU i FHPEE Ky 0. 45% , P2-X-HIVAg-AU FHPEZR N 0. 4%, B B%E 5
[0105] %8 P2-X-HIVAg-AU &5 P2-Y-HIVAg-AU ¥ RAEXT EL

[0106]

100 43~z 3 4] 644 3

o o AR BL(F)

1 25 50 100 200
P2-X-HIVAg-AU 100 100 99 96 91
P2-Y-HIVAg-AU 100 99 95 89 67

[0107]  JFHIFK

[o108] (1) HEAER -
[0100]  (iii) JPoliEE 1
[o110]  (2)SEQ ID NO:1 :
[o111] (i) JPHIRHIE -
[o112]  (A) KJF 82 FILM®
[0113]  (B) KA Z AR

12
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[0114]  (C) $R¥M2EEEH Stk

[o115]  (ii) ZrFHRM 2k

[0116]  (xi) JF#HHiiR :SEQ ID NO :1 :

[0117]  SHENPMGTILFGGGTGGAPAPAAGGAGAGKAGEGE IPAPLAGTVS
[0118]  KILVKEGDTVKAGQTVLVLEAMKMETEINAPTDGKVE
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Ndel
BamHI
EcoRI
Sall
Hindll|
Notl
Eagl
Xhol

) (HCS)
T7 Bah+ BN

/ Kan
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Ta | 3018
Ndel nanr 00T geoR1277
BamHI Hoa | 2777 tac’ Pst| 3296
- EcoRl Sa&f | 52
T7BEF MCS “|sacl BstX | 264
' Sall BAHE A 5 Sac 1377
Hindll| 1-386 z{nuc! Il %g
Notl on B Pl |400
Xhol o a5 BamH | |404
HisTag PlnP;JIIeng:rXa-1 i ngb;Sl ﬁg
- ' EcoRV {418
@33ipp) T gﬁ?nl 422
Nde N\ Notl |436
532
4 sps
Amp’
Fspl 1483 Xmn| 1106
Pl 1337 Scal 1225
w 5]
o 9]
s ,==
m g
2 =
2 m
[x}
Q
ba
T7 B3+ BamHI 4
Balll X BamHI| EcoRlI
=
BamHl
EcoRI
Sacl
AV Sall

K 2
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BamHI
EcoRI
Sacl
Sall
S Hindilll i
am
T7 BT X EcoRl
Lacl BamHI/EcoRlI \
7
BamHl HIV Ag(gp41) Bglll EcoRl
= -
A4
Lacl  P2-X-HIV Ag
K3
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