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Study on the Endonuclease Site of G1 Region of Hantavirus Genome
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Abstract: Typing RT-PCR was used to amplify hantaviruses genome from peripheral blood samples of

34 patients with hemorrhagic fever with renal syndrome hospitalized in Wuhan. The products contained

within G1 gene of M segment, were digested with Hinc II and Sac I respectively, thereby, han-
tavirus could be typed into HTN and SEQO. The results of RFLP-PCR were highly consistent with typ-
ing RT-PCR, and furthermore, RFLLP-PCR could quickly screen the variant strain with gene mutation

at the restriction site of Hinc Il or Sacl.
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BWE. OB RT-PCRFEMN M HRNHMKELESMBMABEIIFmIRATH, P8O BM RN INERE
M AB GlL Z2HES 73, LA Hinc 0 Sac 1 FfFR &% B ALY P4, TS 0UE R X 2 29 HTN B2
SEO M, R 548 PCR HBEM — B, FH T RE AL Hine [ Sac IYVINAFEEERNWERK,

XA WHEHRAE; WELSR; REtAYsE
bES#EE R679 XEHFIRE:A

'F 45 & 1E B M 3% (hemorrhagic fever with renal
syndrome, HFRS) #% 5 /& A7 JB W55 3 B H /K 5
(Hanta virus, HV)J&, B — 845 i¥E RNA W&, &
LMS=Z=4EHBARE. FEHRLIPNKR
(plaque reduction neutralization test, PRNT) % Ifl i&
FREMZERFIRMRANEFEZLH 16
MERRERE, EAUEERNERFHYH ER
R S RMEKRERBER —. RERTH F
HV MR HTN BI(1 &)1 SEO BI(IT &), £ 5h
Ve E RITHFEMERERBREF Y AHE LR
8, HIN B S|EEH VR, SRS M@, 38
TTEEHE 5% ~15%, T SEO B KRN A
1, KO B SR R B A 58 SRR X TR YT
FREEENE X,

W RS H #7:2001-10-26, # 6] B #7.2002-01-11
* HEWMA, BE T ERLHRBH(96-2-116)

XEHS: 1003-5125{2002)03-0195-03

1 MEEFE
1.1 HRMJR

34 fff HFRS B H /M A MAR 45 1998 4 11 A
% 2000 1 AXBRIB X ERMNERES, BTE
FRFE 7 d LI SRIM, o AR 17 B, (k523 8 4,
DRI 9 Bl BBk 23 B, oA 11 B, Sl 29 - 58
2, FH 42 i ERMAEER 7 H), FR 12 6], 2R
15 B, P33 1996 FHEIFR TATM A A RATHS M
RIZ W iR HESEAT 20T,
1.2 B8] 32 % &% % K L % (Indirect Immunofiue-

rescent Assay, IFA)

BHE R EHIT, EH R 1gG-FITC M B
SABC, Bt A NP HRINKE EERFEHNRITH
o PR E .
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1.3 5 RNA Byhig

TRIzol i #]]d H GIBCO/ BRL, #¥%iiMH 1T
®B1E,
1.4 BJUEHRBES 1 XERYSE RT-PCR

PCR +#51# &1 GIBCO BRL & &, HF# &
MNERLTR. SRMEMFBRIDCERE M HE&
G1 #EHF43 T35,

Primer Position Product Sence
Type I(HTN)
Pl :5"-CAATCAGCAACATGGGGATA-3’ 30-49 +

P2:5-AATATCAAAGATCCCATG- 3’ 648 —~ 631 619 -
Type 1I{SEQ)
P3:5 -AGTTGGCCAAGGCTTTGCATT- 3’ 78-98 671 +

P4:5 - TTGCTGATGTGATGGCAGTCTCT-3" 748 - 726 -

1.4.1 cDNAMER B EARHEH RNA, 782
343 BN ¥ F 54 P1 2 P3 50pmol, 70T K
ZYE Smin L HIKIG, EEE - LIRS EMA M-MLV
SxX EZrh SpL, 10mmol/L dNTPs 2. 5¢L., Rnasin
28U(EXAEY TR A F), M-MLV200U (Promega
%)), DEPC £b B =& /KME 251, BIBF
R2CHEF 1h, RBRE,
1.4.2 PCR ¥ B cDNA Sul fIA P1, P2
P3, P4 %% S0pmol , Smmol/L dNTPs 4. 5uL, 10 X &
¥ 10pL, 25mmol/1. MgCl, 6pL., Taq 8§ 3U, Ot
T S0pL, I =K ZE 100uL, 95C A ¥ Smin, INEE
AT 30 T EFF . 95C ¥ 1min, 55T B K 1min,
72C $E/H 1min, KK 72C E# 7min. B PCR =¥
10pL7E 1. 5% BRARMEBERC e 0k, RIUL Z e AW
%, :
1.5 PCR =¥hsi{t

DNA R4 b FWGE R &M g bR KA
&, 1R LA B AT HR1E
1.6 FREIENDIEBR A

Hincll, Sacl B ELEY TR/ 5. B
RN % . 44k DNA 10pL(0.2~1pg), 10 X B3
2pL,20 U/pL Hinc 11 3% Sac I 1pL, M=K E
20pL, FHEE.LIR A, 5 000r/ min 308, 37°C K& 12h,
B 10pL F 1. 5% BRI BE RS s 0K
1.7 R

B b ¥ 1§ I (bicasia) A F Ml ¥, MIF&RA
DNASIS 3 44+ 17 -

2 HR

2.1 IFA THiE3C%

34 Bl R 2 W7 i HFRS B3 b F i 28 4 4% 40
¥ d HY FrEiE (LE 1), &R HV HE
YEAM MR B0 A B Py sUR R B

1 PR e R DR Y P
Fig.1 The results of 1IFA

2.2 BIRSRYMS|Y PCR IHMER

A 1ELA DT BI85 513 34 43 ks R 12 B )&
IFA BHiER) HFRS B & AR 24, 4 7 IE 8 A LR 2,
HV114 B R22 ##4T RT-PCR ¥ 3, &5 3R 34 {»
BEMRES T AN 14 7(41%), 11 B R 18 %
(53%), 2 T MERIHEE(6%), IEH Allbrax
(BT )RR gAL (T —RUF | ¥ 3%, HV114 #R{X
Al [ RGP, R22 #R{LAESE 11 RIS 14, 1
B0 118 PCR =¥ AR — W BREAW, &
5y 7% 619bp 1 671bp, 5HEWHMHFF(RE 2),

1 2 3 4 5

2 FRANRHSI®HIT RT-PCRY HMMER
LIRS, 2, 1 8™, 3, HV114 Bk; 4,R22 ¥k; 5, PCR markers,
Fig.2 RT-PCR typing products
1, HTN strain by pl and p2; 2, SEO strain by p3 and p4; 3, HV1ii4

strain by pt and p2;4, R22 strain by p3 and p4; 5, PCR markers.
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2.3 [REIEAES N

PCR 7=y 514 Sac 11 Hinc 11 — FHERH( ¥
NYIBERE U] S0 b, B3 14 5 1 BRIP4 7] w
Hinc 11 YIRR 321bp 1 298bp —&RHMF, M AREH Sac
IYIFF, 18 f 11 B W= K ¥4 (17/18) 7] 8
Sac 1 YIRY, 523bp 1 148bp B — &4, ANRE® Hinc
IIYIFF, b 1 fr H ZFES A GEVIFF (A 3),

1 2 3 4 5

3 PCR-RFLP ™= ¥ #I5 A 8 5 BZ e ik
1,PCR markers; 2, | B8 Hinc [ BEYI(321, 298 bp); 3. I &
PR RBEW Sac Li B8 Y14, I B A RE B Hinc L1 BBY];S, IR
W Sac 11 B,
Fig.3 PCR-RFLP products

1, PCR markers; 2, Digested products of type [ by Hinc [I (321, 298
bp);3, Type I products can’t be digested by Sac I; 4, Type [I products
can’t be digested by Hinc 11;5, Digested products of type II by Sac I
(523, 148bp) .

2.4 HEFEE£R

HEEL 11 Bl PCR F=#) 1 Bg Ul 7 % 4 = #1770
¥, ZBLHEAE Sac 1 B8 VI 5 (220 - 225: gagetc) Y
224 PLTFHE t—g BER,
3 Tt

R ERE SR FiRITMBUR, DUEREN
SFRITFRFRE CTHEERSEXKMRITRS
HRAEHAEGHEEREEST L., BalEHRY
MEFEFH/RFEEFEREFRE ST MER, BEFE
BEED APPSR, UK, IFAELISA
iy R ENEE, HARERT RFL K

HMHMEM. RT-PCR FENFER T Edbh &, Bk,
5FHE EREAEHBZIREREG 2 MERES:
AT AT 2 i, SRR R & M BURE AR R4,
HEMZHEBT TS FEMNREERNTE H
HARGRENBE¥XFEAR TN —5#R, &
R 5141k i & % Puthavathana %[3] Ko B, it
T XRIFFRESY, 435 1 B I BREN M
HEH %, 34 i HFRS & & M £ 7 &l RT-PCR
Py, H 14 TR, 18 3k 11 A, I G PH P =R
H94%(32/34), AT MERMTERERE
A a. L9 5K & 7 B KK, RT-PCR REER I & b.
THEESSIMEAHMF I RIEERE K, BY K
RAMEE c. TREFEAEEEPFRTA I.1I BA
HFRESI Y MMEES R HFRS MHT R HV,

FIRRKEN VB PCR =¥ 5 FX 44X
RN 3, MR AGFEHXBYIMESNER, [EKE
WARFHR LR E U =R AE S, ZkT HE
I A B YIS AR B AT K, 4R PCR-RFLP H
RERM S BAEN UM SMER, REERERSE
M RATEZE —ENRHEH. KR EAEMH
B 18L& 14 Hinc DOLE, A& Sac 1 i1, 11
| PCR ¥R, A Hinc I H Sac 1 ZFIAY]
Bk PCR 7=, KN EHRERMEY &,
16 1T BRI Ge g — MBI 5T, Wl )7 R Bl
#FHHk Sac 1EYINL B LR, B Sac 1B YL N
%, W ABEBL Sac 1HILBTBUAM 2 MHE,

&E ik
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