£ OO0 http://www.cqvip.com|

E1SEEEI v B K # ¥ Vol.15 No.3

2000 4E 9 H vmox.mmca Sep. 2000
- ¥ ?7
1>
/ \
o ~
- ‘l{ -
X

2,

-
-

Sy
/ NRREZBANSBREBRAFRGCH" Qi)

BT, BRER DXL, PR, KR, B, ENE, B A

(ENEREFHEHDETE, B§E 710032)

ME - XBTFEDIHNBEESEHIMTRKEFENRARIRRNETRIS RS, FES
BHEM 4 F GST-NP BEEOMURHHAIRER T ETEHEMHMN, REA R0 N HEE
B RE 20— 36%, 5 F R4 929 % 72 kD.66 kD, 54 kD 1 44 kD. Western hlot 75 54 kD H 72
kD @4 E MR R # NP McAb 1A8 f1Hi GST McAb 3C11 A E MR ¥, 66 kD
MMDBREEORSERICL 2ERHERNE, ARLMYE GST, KB4 REHERABEER
(rNP), 4 TR 4 3 44 kD40 kD26 kD 1 16 kD. F 19 £ McAb 5314 7= B0 30 7 4 A 5
R TER NP A 5 19 8 McAb PE 13 BT, McAb K5 XM NP HR :S1.1 kb #/iA
FEHT(ON-34 1-37 §1 C %3 402-429 {7 a2 B 2E)H S 0.5 kb FEFH (N-B 1-274 17 aa )5 19 &
McAb ¥ AR % £ R FE;S0.7 kb RiIX =89 C-8 275-429 {if aa GR KI5 5 HHIS R HE McAb K.
FUENEAREEED LRSS EEFAET N 137 1 a0 EER.

XWE.DBEE, IEEL; #ES

S E4EE:Q786.R373  KRUFIAE:A  XESE.1003 - 5125(2000)03 - 0220 - 06

ESHERHTHRRY. ARXERABRRRENPTHRRFESIEN TREQERGE)
HEoL MAERBESEES L(NP) ENRASFRRFEASFE. HEFELHH EBE RNA &
B HPARFUATEFETERERSES G AGL L, HEHRARY, AN HFEH NP
o HT A PR RAFE" Y TR E AR BRI, W H BT A
LS R Ay e M A L R R A A B, T H AR REE B AR T RBEHR BT
PR RAL A 090 A 2 E w7 He AR, RPFRARH DNA BASGARB MR E S ZHE
WX 2R BT A R RERE, EXHIFE P RTRE, SR RETY, BN
RGBT RETLE (McALY L ER B S # o

1 #HES5HE

1.1 X¥REHE

1.1.1 BfSHEK E.cwi IMI09, pUCIS ¥, pGEX-4T EFHE, Y H Pharmacia A8 . pGS ¥ &
RS 76/118 £ S B £ & K B, 1 Schmaljohn D, FRRAESHFEZHTF RN L EM. B® pGEX-
HanS 1.3, pGEX-HanS1.1, pGEX-HanS 0.7 -3 DL H 76/118 #k S RENMX 2 FH W45 HE. A
FEF WY,

WHEH R 1999 —04 — 19, $5 0] HRH; 1999 - 06 — 14
* XSUEH BEERFERS RN E (39570038) ; ER KL FER S FIHTHH
fEERMS BATes) £ ), 5. A HAE. -, TR EL NRFRESR S B R
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1.1.2 FEEilil SR YIN. TIDNA EEN . T DNAFA N - BB NS; PCR 5
{k. Kit: Wizard PCR purification system; DNA #i{k Kit: Wizard DNA cleanup aystem 47 3l B B Promegs 2> &) B,
Sangon 2 ] .

1.1.3 PCR3|# R _CBRPIEit, 31% 1{HS1):5-GC GAA TTC ATG GCA ACT ATG GAG GAA TTA-
3. 3148 2(HS2):5'-GCGTC GAC TTA GAG TTT CAAAGG CTC TTG GTT-3, tl Sangon 28] &/,

1.1.4 (McAb) 1AB.3G11.A35.H11.3A9.1B3.8E8.2A11 NI 105 % NP 445 4 McAb; SHS,7D12,
TC11. 701 I MRS EE NP TR YE McAb; 3GL BN 5 8 NP/G2 AR McAb: 13E2.24F12 HHIR
AW NP IR McAb; 8G2.8G3.8G8 MR MM B E O McAb; 3C11 Y -5 M CHE BN (GST)
McAb. L4 F McAb &, B2 A3S BIBRADINSEME H FFHFERERTIA HamhEENea.

1.2 XBRFE

1.21 FWUMSEHOSk T REAREZFANAKNE LN pGS MK, A5 S I H2 KT ¥ S
HESMX 1.3kb HB,PCR FWHE EoR | fl Sal/ I MG TEHE A SREMNYIY pUCIS B, B Hindll
o Sa T WEAMRK pUCIE-S 0.5 HIF 0.5 kb 5 B, T FLEE $ I B Bluscripy/=k (N L 4, W EH HW
BluS 0.5, 85 EoR (£ Sar | WKEARN 1, BB 0.5 kb S H R} B3 A RIBRI& pGEX-4T 1948
REfy . ik DNA FEROMY, B 8. H . EREmRaNN L Ehs T rE-FiiET.

1.2.2 BEFENRIRIE 48 pGEX-HanS BARK HFEFREMED T BT BHV#AT,

1.2.3 |EFENSNE 100 oL HSRBE R, EXRCIFETEWHE.

1.2.4 EMA NPE NP HBRMEMER & Pharmacia 2 8] GSH-SepharnsedB P i 3. B0 M 1E -

1.2.5 RIEFHOEM DREMBRESZEEGK(SDSPAGE) RETREZ&K - MERFEHMNE Bikr-
WX . Western blor W k17 .

1.2.6 REFBEFELESH N McAb ELISA A4,

2 EBHER

2.1 §sEHOSx FENEFEERNNKURAKIETE

g 2.1 AN ENRBRTSSEZR 0.5k FEMEA GST RS EH B EHEYE pGEX-
HanS 0.5, HAREFERMBEANEESRLAE LD,
2.2 UMM 76/118 ¥ NP SR SR i NN i

HRIBNASE 76/118 Bk SERGMENETRFARS LAY N EZRFR, ETitH
PlLar 7, KBLZE 76/118 %k NP L B#H 5 MEEMTRBRLL S, B 32 (I REER(Y). 7965 H Bt
B (Q).149 R EER(T). 280 LB HMER(E).355 IR EB (L), AR rMBNEHMmE

HAREER, HREZFTY AW ZIM/ELE S MBS HFREE L
£1 WEPWENHHTER
Table 1 [denuification of expressing products

EE BB ] R WS GST-NP 5+ T it NP 5 T

locun of g ; Molecular weight Molecular weithr
Gene [ragment nuclectide  ANtiEenic epitape of GST-NP of TNP
51.3 37-1327 YOTEL 72 kD &4 kly
5.1 137-1240 -QTEL 66 kD 40 kD
50.7 37-765 YQT-- 54 kDD 26 kD
50.5 T68-1327 --EL 43 kD 16 kD
w H I BL 54T 5 R

The results of snalysis by computer
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2.3 GST-NT & RGN ESFEFE MR SDS-PAGERE

SN AER IR CBHERS IPIGHESFEEXRFFNANERYNSETREMNE
B}, SDS-PAGE BRI E R~ (FH2), ZREHEN 260 D A F—HREBREQW, ATEHE
GST. pGEX-HanS1.3 #£ 7.2 kD 4, pGEX-HanSl1. 1 #£ 66 kD 4, pGEX-HanS 0.7 & 54 kD
4, pGEX-HanS 0.5 fE 43 kD & AFIH B —FEPEDWH . MEEFHMEBERTRASEANE
EES RS AL EEA 35%.36%.29% M 34% . LiF 4 FhEAPEYSHaE N SL.3EA
B4 NP(1.3GS-NP),S1.1 EHAR4S NP(1.1GST-NP).50.7 B4 S NP(0.7GST-NP)#!
0.SE4 S NP(0.5GST-NP).

622 bp
527 bp
404 bp
309 bp

31 kD

E1 Bl PGEX-Han 0.5 EFHR M2 MAREXR“¥E SDSPAGEHR
Fig. | Tdentification of plasmid PGEX-Han 0.5 Fig.2 SDS-PAGE ol the four expressing products
A:EcoR T+ Sal | B;pBR322/MSP C:EceR I+ Xho I AGST-1.3NP B:Protein Marker C:GST-1.1NP

D:GST-0.7NF E:GST-0.5NP

2.4 MNEMUH GST-NP MS RSN TER

M EAMSEORERNS IPTGHESE, RMHELRESDHUABFEESEER
FEFREAHAKRA. DEFREREHNMRERCS X MEMTEENEHL R, BRTERS
EEFAMEERN, B RSN, Y GST, BRIl SDSPAGE, &R 72kD S
BRGS0 44 kD 1 26 kD P-4, 66 kD -5 | 4 AL 40 kD #1 26 kD P-4 41, 43
kD # 4 E 41 16 kD 1 26 kD B4, T 54 kD #b-4 | RS I 26 kD — R R,
2.5 Western-blot 31

I ER A B ¥ McAbLAS Xt PR 335 =4 (M4 & H ) # Western blot, {2
1.3GST-NP #1 0. 7GST-NP 2 H¥: T ¥, L5 GST McAb 3C11 W, Lt I fh 3K ik 7= ¥ 0
B,
2.6 GST-NPHE&EINREESITAR

KA 19 BT IR E McAb X R EARSEQHTAIAEREN, 1. 3GST-NP 1]
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58 BB %E NP A¥ R McAb.4 BRH1 LM B S B4 McAb 1 1 #4% NP/G2 XX

\ ¥R McAb W, 0.7GST-NP B[ 5H a5 Bebi i MM B A R McAb KR, 1.1GST-

NP #1 0.5GST-NP 5 19 # McAb ¥R kSR,

®2 McAb X GST-NP &K B B IS RS
Table 2 Analysis of anugenicity of GST-NFP by McAb

McAb ﬁeﬁfﬁr} ‘fpﬁo pe R e 1.3GSTNP 1.1GSTNP 0.7GST.NP  0.5GST-NP
1A8 G a + + — + —
3G11 G a + + - + -
$# A35 G b + + - + -
BES G d + + - + -
3A9 G g + + - + -
7G11 L c + + - - -
H11 G { + + - - -
#1B3 G h + + - - -
2Al11 | ND MNIx N - - -
5HS 1 i + + - - -
D1 | i + + - - -
FC11 ] i + + - - -
72 1 k + + - - -
“3G1 1 j + + - - -
13E2 I ND - - - - -
24F12 1} ND - - - - -
#BG2 | ND - - = - -
#BG3 | ND - - - - -
#BF8 I ND - - - - -

"G A RE MR LA SIEERE Rk
* G:Group speci{ity 1. HTM I1:SEOD * * referencel®  # Neurralizing antibodeis
3 it

RO SEN R — A0SR ER S McAb L ELISA BT I2 5 344k i K2R
DN E NP AR ISP AR, AN EE NP LESH 12 MFER. Hb 7 1484
FEA 1 T TFHEFRERFCSE W E2 MEREA, HiER TV SN EEST Fid 2
PREEHN. XERFEVSHESFESZIE -AEHLE, FENEREF SN L. HEN
EZROWERBE R, ENERBERERE NP LH S M HFERA. 5 McAb R AR KXER,
A HER(DTESREEH R ARE NP LSS R EA, M McAb A T 2LRS
NP ¥R S0, R rTiE S 2 AR R4 (2)McAb BRRA S B & M8
#, FacK U0 fI A {110 A G2 I NP McAb M W8 B kB V1 Bk B iy A B R = &
B, ¥ Rtk McAb LS 4.5 PR ERBEWRAARRENL,

A LN A 19 RV IEREE McAb X ik (NP M RHES . & RER 2kD RS EH
TS H A 13 % McAb S E Y, McAb R W i 5 KR NP T2 H : 32N (2a275-429) K
Bk sS4 kDS EO (L N5TE NP 7 54% )75 5 3k McAb A7, iX 5 ¥k McAb 454t
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% ab.d.g4 B A&, TR (aal-37) K B3 2 8 (22402-429) K B 5t 2 1y 66 kD Wk
SEH(ANFEE NPH 84% )M EEM (a1 274 EBREEH 3 D BRATEH(H HRE NP
) 38% )5 19 BEHLIN A E McAb IR R E RN, A Ricia R, oIS U FILAS
B (1DWIERE NP PR ES EEFEATH NS aa 137 ARBA(ERESE 32 (i
RERAFAR) MAZEBY FHEHENUAERE NPRHREEEFEEMEH. cc DS E
HM B LD MSESSEZEE McAb A EE R, "RES XA REY N-WiZ KB ihEs
x:, QHFEZEEZEBEHEEEESEH NPHERTS, SR ANERTHRSEREZNHNS
A, TAERERRARCABEIBEE. Q)M BESEOHRTEE CH 154 T HE™R
BAEAMRKE, (TEEY 5 A% R McAb K I, SIF R AR F1E McAb MBS 1% McAb B
W EANMERE NP LRSS ES -SSR, BoJRES NP W ESIT S RLEMNEE
KR X, AW — S ERIEYE., (OFBEHEA NP EH 3 KATPMIFELELR McAb K
(H:eb 1 8 McAb P HITEHRK), REEZE NP LE2LFEF 2 IMPAREM S, H 1 4
NFEZEEAMTER.
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Expression of Truncated HTNV Nucleoprotein and
Analysis of Antigenic epitope

XUE Xiac-ping, XU Zhi-kai, MA Wen-yu et al
{Bepr. of Micrbiology, Fourth Military Medical University, Xi'an 710032, China}

Abstract: The expressing vector carring various truncated fragments of S gene of HTINV strain
76-118 was constructed and the vector efficienly expressed in E. cofi. The result demonstrated
that the GST-NP fusion proteins exist in the form of inclusion bodies in E . coli, the expressing
amount accounted for 29-36% of the total proteins, and the molecular weights were 72 kD, 66
kD, 54 kD and 44 kD, respectively. Western hlot showed that all of the four fusion proteins were
positive stained with HPR-labeled anti-GST McAb 3Cl11, but only the 72 kD and 54 kD fusion
proteins were positive stained with HRP-labeled anti-NP McAb 1A8. Four recombinant NP
(tNP), which molecular weights were 44 kD, 40 kD, 26 kD and 16 kD respectively, were ob-
tained by removing GST from purified GST-NP fusion proteins with thrombin. Mapping of anti-
genic epitope was done by 19 strains McAb. The result showed that 72 kD fusion protein could
react with 13 strains McAb. which was same as authentic NP of HTNV. The truncated fusion
protein (deleting aa 1-37 at N-teminal and aa 402-429 at c-terminal) expressed by S1.1 kb frag-
ment and S 0.5 kb fragment (deleting aa 1-274 at N-terminal) did not react with all 19 strains
McAb. The truncated fusion protein {deleting aa 275-429 at c-terminal) expressed by S 0.7 kb
fragment reacted with 5 strains of group-specific McAb, which suggested that antigenic epitopes
on NP of HTNV were located in the N-terminal of NP and distribution of group-specific and type-
specific antigenic epitope showed some regional.

Key words: Hantaan virus; Nucleocapsid pr~'rin; Mapping epitope
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