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RT — nested PCR £ RI'S S-S 1EHE I 34 8 8 M B R B
FHEA KRKPZ  HHE2

O
(BHLERASHNT A, RIL 430071) Ré/ 2 '8%

A i B RRAFWEKE-BR-E{H(AGPC) —SERREERNA HKEBTRSEL LN E
(HFRSVIEBEA(ND) RBEEATFERTRFEN SR B 9, B T AR R EARGH
8% B ¥ (RT - nested PCR) /8 HFRSY RNA Jrik. W H ib# % HFRSV B84 Vero E6 R RIF 3
R HFRS B H ARV E RNA TR, SR, SR RE R & 35 # HFRS B& 1L
W R, ERD Vero E6 MR 20 S 1% AW H519 BH#E. 3§ HFRSY B4 R A RNA
T IO fEEVIEE. TS 10 T"REFINEE RNA(S 0.2 1g). EHERE. R EBME, 5
AT KT HFRS B 2 iU . 6 K 2 e T IR L T RN R TR
KA ST A, EAMERN K% *z@

FHEaEHNMR(HFRS)REAELRENIUEREE P LR ESIRARE LR A&
BAEDLEERFAENERFTEN - BRBYLK, HWEE—FESTEELHNE
(HFRSV) A H A R4 5B BB, 514 RNA, KLY, PM)/MSYZ=THBEHER, 25 %
BEEELEA) . CREEA(GI 1 G2YURZEA (NP, AR50 KEE HFRSV & H
(NP)RBEAFRTFEETRFASR T —AHAEETFRS . 3 35 HlEK WL A HFRS
MRENFFREERHATIRFEAR SR (RT - nested PCR)}TiE AR R 5y — AR
OB 45 F A HFRSV RNA & #I7 i,

T

1 EWHEH

1.1 AR, R RN . Tag DNA B4 8.dNTPs . DNA K B K FF i (ADNA/Hind [l Markers)i 4
%imlﬁ 7 7 5 : RNasin 1 AMV ¥ F B R Promega 257 F=5GDNA A FRERE S LEH E 4G
i HFRSV R22 #k S WEB DNA BER AP E B EFHFREEN TR SN T REN, X4 FE0E
B AWM Fatras,

1.2 S|9@RiTS54R 392 %W Km FOUR#E T, 57 %.SK1.5 — ATTGATGAACCTACAGGAC - 3';
SK2:5 - AGCATGAAGGCAGAAGAG - 3°:SK3: 5 - ACAAGCATGTTGGTGGAC — 3 ;SK4:5 — TGTATCC-
CCATTGATTGTG - 3', AP EHFRHEDH R EE TR S LR

2 LRI

21 WMERHER. Vero E6 HM K HFRSY HTN76 - 118 B AR EHE. HHEEMNERRE Vero E6 I,

WHRH. 199 06— 13; 9 E A K. 1996 -08 - 23
* kSR E £ RSB FLA, L 100024
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% 14 d 15 ELISA a8 HFRSV HF 2y BIvE e 6, F ¥ {7 OB, .CVB, .CVB, .RSV £ 5.

2.2 HFRSHEMEREFAMEME. 35 M HFRS B EMFXEFTF AL EZE M BTERITHEK,
e R 2 W I 5 1986 fF 2B HFRS 2l E 0 iR, 2 ELISA B m# PRt g e IE L, B8 AN
BRI 20 @7, O ZREIE HRITR R RERE . ELISA ML HFRSV 1584 1gM L.

3 TWHE

3.1 HFRSVS EE R EME cONA WY B SER. WL BHF mE iR — R, 5 m LB &
FHEP 7 CRESFAR. HELEERTSEFTTER(Amp) W IBEFEPR, 37 CRESH. RS
ETFECED, 8RN, AT ERRER DNA,

32 F5% RNA WRHY . HFRS B MLIE 500 1. 2095 & 5 0 v 45 0 200 w1 BB A WUERDE - ™ - &0y
{AGPC) IR,

3.3 DNA GHL:20 pl RWEEF S 5~ S RRMHE 4 pl, 4~ dNTPs % 400 pmol/ L, AMV 8 5 88 10
U, RNasin 40 U, 5|4 SK} 30 pmol/L, BI# RNA 10 zL. 41T .1 b,

34 nested PCR:SB— W PCREFEEAZEP &:10 % Tag DNA B SR E WK 5 pl., 4> dNTPs & 200 umol/L,
SK1.SK4 #% 30 pmol/ L, #48 <DNA 10 uL(HE cDNA 2 uL.), Taq DNA % 288 2 U, 95C B EH S min B, i&
94T 1 min, 56T 1l mm, 72T 2 min #{7 0 KEW, AXEHE R2TCHEH Smun. FTW PCREFEKES
F:10 - Tay DNA RESEEEWH 5 ub., 4 ~ ANTPs & 200 yemol/ L, SK2.SK3 % 30 pmol/L, %£— ¥ PCR =# 5
ph. TR &M b #3715 KT,

35 PHAPMHEE IO PCRF =SS 2 FEEA BB S F. 25N 2R (EB) 2% HRISES
BERAK(SV/em} M, LI DNA RRREREH VS S, FTEM THES RHHE. AR SRERSTH.
HFG, Southern FINEE 54 75 EAMUATHE R (NCOWMBE, HUE, WA E SRS 23 (W B 30EHE ). &4
B E M Dig-11 - dUTP DNA #i28 HFRSV S 1B cDNA. JER 9 # Dig - 11 — dUTP DNA i & @ i
1 & & Boehringer Mannheim 25 6] 7 8%

R

1 #51 PCR FHRIRE

HFRSV 220 2 & W P 12 L 89 RNA #4T RT - nested PCR.HFRSV i #f DNA #17
nested PCR, H 7] i3 —HEEHF, £5 DNA Ny FEIRHELE, EZHA /D% 403 bp,
S5 R — . Southern BIF #+3%, I & PCR 74 % HFRSV B, WiRMBL: Vero E6
AMMEIE TR A RNA %53 (CVB,.CVB,.CVB, % RSV) R4 i1 &5 HFRSV B 4 ML 32
AT B FF 4 TR RNA 2B 53 R nested PCR ¥4, ¥k RIS RV #H =%, Southern
BV 38R R 8
2 REEARR

¥ 500 uL HFRSV BRI AR T PR ELET RNA(H 2.0 ng), B 10 RE AR BB #1
RT - nested PCR 38, =M & I B 5 3k, |AEPT R M 10 "HB EHH % RNA(RE
1),
3  HEE MW RT - nested PCR F=H015 W

35 ) HFRS 2 M54 RT - nested PCR & ¥, I 145 B 45 MM ¥, W 20 #1E % A 7%
EIR (LS 2).
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®2m FHH % .RT - nested PCR 8 M B 42 &5 ) U1 14 R0 4 1L G TR 1R 139

- 103

403

Bz 4 HFRS B EMFHFA RT— nested PCR
AR

L-5.%4 HFRS BEBHHFF 6 E#H AMEHFFE
7P RS KR ER DNA) B DNA hF R
Fig.2 Electrophoresis analysis of RT — nested

[ 1 HFRSV RNA FEIWRE
RT - nested PCR £ W% B
I ADNA/Hind II markers, 2-8 % 107" - 1077
3230
Fig. | Electrophoresis analysis of RT — nesced
PCR products of sepal diluted HFRSY RNA
lane 1:ADNA/Hind I markers,
Lanes 2 - 8:1077— 1077 diluted HFRSV RNA

PCR products of some patients’ seta

Lanes | — 5;Patients’ sera’ lane:6: Normal serum’

Lane 7 - Positive control{ HFRSV 5 segment plasmid cDNA},
Lane B Marker

Hoo®

HFRSV EAT] 4 M4~ M #5% . BB T (HTINVY, B8 T AR INRHET (SEOV,
RS, ¥ EREPUUY, BHRIASE), 520N F(PHV, RHEN UK. K
FFREMG HFRS FEH [ M5 E3IE" . BMM HFRSV AN TR AREIE. 2%
EHEMKEERMFHELEAEREEBRARS. BB FERN . 2. EREXZH L ERIE
EMAEAMFLE.

PCR ECAER K B HRARK Y —ME A EET M R, EEBAE P E DNA EFRHY
R CRMHBAT SHHFENEERMN I TROFREHES. AW RARBIHRERA
PCR HiRMZE &, I8 HFRSV B EA(NP) B R RrHHFRFF R T —HRA Y
SK1/SK4.SK2/SK3, 8. 7T —fEHER M HFRS £ & MiF% % RNA 89 RT - nested PCR .
AT WL — %44 403 bp B RET MW, X AASERFMHA— . MIEH Vero E6 MM K CVB, .
CVB,.CVB,.RSV % RNA S8 S B IE 53 19 0 A . £ Southern F#F 3 E % b3
8, XU PR E T sy irRt. H N HFRSV R AR AT RNA #1710
% ZFI RS HT RT - nested PCR B, XTI R 0.2 pg %58 RNA. #2 PCR BRHLL
ThA SR T Y, AXRS T HEE; R TRERS | ASCE, ER T SRR
FHEZR K, #F—HRE T RN,

HFRSV 3 Af& #Bx 217 vk, B P97 5 ARG e, & H PCR Stk i BEM s
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BRARRGKFE PR EFEER. PCR A A ERE KT M HFRSV RNA 84T R
B.ER BEEH L, LR R RT - nested PCR M T 35 ] HFRS B EFMEBRS
RNA, 4 R¥ VM, 20 HER A MFR ML R B, 58538 Southern FI#F &3

. KM AGPC —# B4R W HFRSV RNA, 7L M{E, 2% RNA =5 AR H RNA RS ‘
Bl HTRTEREES, VLTS RS RTREABS, SXKEARY RN A
HFRSV S i B R cDNA fE X B3R, BUE R A MEE MBS R, ZLRNEELRE
FTERENMEMS BT 8 ~10 ho FH—ER AN 0N FBF 5 IEEH1T, AT RR#

(i 7 AR TP B | S/ R M B 4 AR B B, L B ) B 4e M, T I A IR % 7 B #E HIFRS 49 1

R R AT RS R L RSB R R R A

Wit 7T RE S ERNIS T AR S HH, ERHL!
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Detection of Hantavirus by RT — nested PCR in Patients
with Hemorrhagic Fever with Renal Syndrome

Li Xiuling Zhang Tianming Hu Zhenjiao

{ Virus Research Institute, Hubei Medical University, Wuhan 430071)

Hantavirus {HV) has a tripartite, single — stranded, negative — sense RNA genome. Two pairs
of oligonucleotides flanking S segment were chosen as primers for reverse transcription polymerase

chain reaction{ RT — nested PCR). The method of RT — nested PCR was used for detection of
virus RNA in HV infected Vero F6 cells and clinical serum specimens from 35 hemorrhagic fever
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2 M % &HH % :RT — nested PCR ¥ M T 434 0E U i 2 0 3 L0 45 B0 141

with renal syndrome({ HFRS) patients, with HV gene S segment plasmid cDNA as postive control,
and virus RNA was extracted by Acid Guanidinium Thiocyanate — Phenol — Chloroform Single —
Step Method. The results showed that all the patients” serum samples and HV infected Vero Eb
cells were positive, on the other hand, all the twenty normal serum samples and Vero E6 cells were
negative. It suggested that RT — nested PCR was sensitive, sperific, rapid and simple, and can be
applied for study on the pathogenesis of HFRS jn molecular level and early clinical diagnosis.
Key words Hemorrhagic fever with renal syndrome, Polymerase chain reaction, Hantavirus

(A2 TFREBF)EEHBRT

ErmISAEr TRESCT 1wesE10 A RN AF ML EBRRT. 28753 0F. K16
Ha

(IS TRESL AN HHRE VI, UABRRARKREZHEER TS, B RS TRILS
THRESITREEDTREARERRE. 2B 5 £, 48184, F—F4.IPREFTEHERE. A
NENEREMESA T TR THRESHRER RUTH TRESCRABRINREFHIEFTAHER
Wi, BIE: AHFUNETER, S5FBPEA RN TENES TENET B8R HE. AR
MRESFERRMITHEHADE FTRAMERMTRMRE, F—- 8T TRIFAMITE. B3 848
THEBFTHEENN. [ TRTHRETTEOFHEATHETEREROWY FARERERNI Tl . 8L
o L REN AN EE T RS, UERWHEAE TR TR R,

ATHEE FEEL, EHARATCEAEERRE, ST —eHEm R, UEEFEEFRIENEET
Sl E IR £ 4 {E A R

FERA-EMFREATHE, TESHRKSRE RN ER BB THEEARRETP, A
BREF. EYF. AT ERE. NERE R E B RENAF TEHAN IR LiEE. EE . HEMN.
MREE AEFEFARMTFLESEH,

EH 38 T/, HIMEEEFR S T,

sERROC Rl . R XA REBFEHE 39S, WEEHAERBHARTH. BRA:BEWEN. B&Eaa.
430077, Bi5:027—7812138,027—7812140, FPEBAT.THAD FrPr& . BLEERAEERERZRHN
FEE. 175825508, 2. 8255082490590022095
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