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. FFEY CBV T IFHEMAT AR T HeTEE 5 g PCR B YW CBY R ER AT,
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WEHRER/D RNARERNFERER, RIEXBBETEHRHE 5 ABHEA, Ht
%4 B %5 % ( Coxsackie B virus, CBVIY T 6 MILFE®. CBV B 500K FL£HER
B, HEMRNAMAFRE. VT UE CBY aEHESE, RITH QBRI FA) HHEFR S
BEsE R 7 (RT-PCRYMWE T CBVs T Hep-2 fHMA HIEHEENE,
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1.1 HRSHE Hep-2 HEH CBV-S MW AZRE RKI13BTFEHESRREREES EWR AR,
1.2 3% ZHEEO1#EGT HEAEE cBY BREA SEREE, i EEant oS i, LS ¥ ET
¥ 5 -CCCCGGACTGAGTATCAATA-3, TS ¥ FHA 5-GCAGTTAGGATTAGCCGCAT-3,

1.3 AENEAZANE HERNmMEEY B.12.16.20.24 h UT E R, #40-FH IFA & &% s, &
5y H RT-PCR ¥ 253 RNA, WU E B M ME T /EHCPE)M B RERMNeRHEER.

1.4 IFAS ZHETE2], a8uEHEHE,

1.5 FRERBEN (3. 41200, RHEE-F R gURRIL-J (342N CBV RNA, IIHL 200 1. 853
] T B W R A0 A 100 wl. 6 mol /L WL {EEY, 100 kL 4 mol/L F:FEFUEAL, 400 oL & {5/ 5 L. 12 000 ¢/ run &
L 12win B REFZES—BCED. DA O 6 FHEARHER, £/ 15 min lE CBV RNA, HH 12000 ¢/ min
B 12 min. F LML 70% 8% 1 RGBT 200 L T RNATEM R, —20 CIEM&B. L&
HX IR

1.6 <DNA &8 DNA & REEER KB 25 oL, 2§F S0 mmel/L pHE. 3 Tris: HCl, S0 mmol/L KCl, 10 mmol/
L MgCl;, 100 mmel/L DTT, 0.5 mmol/L & DNA, V.2 mmol/L dNTP, 20 pmel/L T4, 2.5 u AMV iT
FEFEEE, 25 u RNA BRI A LI B 5 oL 4. RA¥E 42 T 45 min, &5 95 C 5 min. :
1.7 PCR#" b DNABH 0L A ESED S SO MEREFED, & 20 mmol/l. pHE. 2 Tns
+HCY, 20 mmol/ 1. MgCly, 25 mmol/L WEE B, 0.5 mg/mL B . 25 % B EBERE, 0.2 mmol/L dNTP, 20 pmel/ 1. I §
140,10 prol/ L. FH#3149,1.50 Tag DNA B 58 REGEFH 0L BEOEES. BHRRESH BT

Wk B 48 1998 - 02 — 26, f£ 1 HHR. 1998 —u7 - 02
* AL - T N R


http://www.cqvip.com

£ OO0 http://www.cqvip.com|

B2 T P AR S B MM EE Hep-2 SN (IS A FF 0T T 5 67

loun, 53 C 1oun, 72C 1. Snun, f§5F 35 3, 5 72 C & rmun, T 2% 515 HE o i IS 158 S (X
NS -2l

2 #R

2.1 CBV BEESYHIE

WA IFA.RT-PCR %t CBV, % Hep-2 S . X R AT AR MBI FEFFHE RNA #
FT+am.SRELEL.BH1RE2. AERTH,HE RNATRSERE, RER IFA TR
) R e A AR N A AR BT, JEBEER LAY CPE ER S 12 h AT W, FlET, EATH CBV, ™
RK-13 40K, B2 W A [ HT 8] IR S50 8 2 RNALCPE ¥ R AME.
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B 1 CBV, Bl /s S REIm A RNA B W B2 CBV, 854 S B 3 3 v s il
Fig. | The detection of CBYS RMA in Hep-2 cells by RT-PCR Fig.2 The detection of CBVS type antigen in
Line 1: water control; Line 2 wo 7, CEV RNA on 4, 8,12, 16,20, 24 Hep-2 cells mfected with CBV by 1FA
s m postinfetions Line B: DMA marker: Line 9:negatve control; Showimg positive {luorescence of
Line 111; rengent wontrol viTus antigen in plasma

%1 CBV, BEARFF G E CPE.CBV I EA CBY RNA RI3&
Table 1 The detection of viral antigen, CPE and CBYV RNA m differenc infection tume

R T Cellular tvpe

%}%nﬂjgj Hep-2 RE-13
m{{E]‘EIl)'O"' CPE CBY IE UBY RNA CPE CBV iR CBV RMA
CPE CBV antigen CBV RNA CPE CBV antigen CBEV RMNA
4 - - + - - -
B - + - - -
12 + + - - -
16 + -+ + - - -
20 “ Ht + - - -
24 H H + - - -

« Tlusteation of CPE: ™ = * means non-CPE; ™ + " means UBE of 25 % vells; “—+" means CPE of 50% cells; """ means UPE of
more BY% rells,
w + [Qustrapea of 1FA: " ~ " means non-fluorescences * + 7 means posiuve fluorescence of 35% colls ™17 mueams positive fuores

cence of 504 cells; "——" means pasuive flunrescence af 80 % cells
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2.2 RBXEEMER
CBV. AR T 12 h, 4088 L FL CPE. 40 R FE 4. P76 PERS 38, B 42 B0hr 80 I, &0 2 I 4
SRR EEE SR, WEBRRARE 20 h, BE T MM LI B A REFFIE, K ZE
{0, S P b B b, R T 3, R B4, e (L TR 2 SR ) R B B (D 3A) IR R AT AL
HAAR W RETN,  J1E, THRE, H7324Y 20~ 30 nm{& 3B). B

T3 CBYs B Hep-2 # AT RIPLEE R
Fig.3 The change of ultrastructure of Hep-2 cells infected with CBVS

A. muclear degeneration, vesicle-like change in plasmaz B. viral particles in cytoplasrma  {Bar = 80 nm)

3 9

E4,%F CBV WEFRENTS AR £ ME, HHXBEHRVR I AERE, B s
CBV SHMEEFRANSAFME ., M, ROHABHMEESE. GEFEMEREMFERAT
B MEIWEE T CBVS #F Hep-2 AMIBHATHEFSIE., WREH CBV RS 4 h BR AT ME|
F5E RNA, X £ BE5 Martin 2505308 — 2, 1735 5 2 RNA #7553 2088 8 7 3 W i 4 e
2.0~3.5h EFHESR, Lycke it A RNAF RSB K RA T )RNA FEH T HBA
BE2h ABEESH. Bl X—(HAENES/) RNARENEBASETN. ITIEMAKFEERE
TS 4 h 69 RNA EH S EMTERMIRFENHE RNA, RITFEEENT CBV BYIER
VS BI(RK-13)4 h 69 RNA A, X EH#F—EHERERRAOE 4L 8 RNAAJRERF &
A -

AR FENLEESWEEN, RT-PCR &R B R R4 4 h FEIF {1 $) CBV RNA,
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[FA BEFRERERL 8§ h 802 CBV $JR. CPE WITE 12 h & B, i3 3% AF 35 B & 1] 55 A 7E 48 5
R Y 5 R o EUR.

HAriiER] CBV RNA BRI EEAR M. EEMHE K-B-A TSN R B 5 a i
U, MR AERR RNAMNEE -70C 2 h & - 20 CaBITE RNA, FFEHEE,
T HLE A, FEI1IR{E Loparev S A7 308 A BL L AU B DNA My 7 iE™), 454 R E BRI
B E e, g THREA- R EBIT-ZFEER CBVRNA, H#H T T =R yEMN
HEREE=MTEMEH RNAYMTHT PCRI#, ME—F(FEMEET). MRIHT
ERIMRNA AREER 1530 min, AAEEOME K. EHFAAN, AR ITE AT R
. eSS, RN A,
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Propagation Characteristics of Coxsackie B Virus in Hep-2 Cells
Yang Zhangiu Song Jieping Liu Jimun ef al
[ Virus Research Instuuwte, Hubee Medwal Universizv, Wuahan 430071)

Abstract The dynamic change of wxsackie B virus (CBV) 5 type propagation was studied in
Hep-2 cells by immunofluorescence assay, reverse transcription polymerase chain reaction and cy-
tological nrethods, The results showed that CBYV RNA could be detected at 4 hours n postinfec-
tion, viral antigen was posifive at 8 hours and cytepathic effect could be found at 12 hours. The
viral particles could be observed at 20 hours in postinfection. These results provided new data for
observation of CBV propagation, also, it indicated that the reverse transcription polyirterase chain
reaction was a sensitive technique for monitoning CBV propagation.
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