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Detection of Borna disease virus by fluorescence quantitative nested RT — PCR
XU Ping, et al

(Department of Neurology , College of Clinical Medicine , Chongqing Medical University)
[Abstract]  Objective : To establish fluorescence quantitative nested RT — PCR method for detecting Borna disease virus (BDV).
Methods : According to the specific sequence of BDV P24 genes, the primers and the fluorescence probe were designed and synthesized.
The fragment generated by PCR was cloned into the pMII8 — T vector. The positive recombinant plasmid would be used as standard
quantitative template to make the standard curve for sample detection. Results : The standard curve indicated the linear relationship be-
tween Ct(cycle threshold) and template concentration ( r =0.998) . The fluorescence quantitative nested RT — PCR method for detec-
tionof BDV p24 fragment was established. And it was used to detect BDV p24 fragment in peripheral blood mononuclear cells
(PBMC) from 58 patients with neuropsychiatric disorders and 50 healthy blood donors. 4 patients with neuropsychiatric disorders were
positive, and normal control negative. Concusion ; The fluorescence quantitative nested RT — PCR method for detection of Borna dis-
ease virus can eliminate PCR cross — contamination which causes false positive, and real — time detection ensures accurate quantity. It

can be used to study the association between BDV infection and humian neuropsychiatric disorders.
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1 PCRIMERRARHHOBEEFT

LS BEFFI(5 -3") bp

SF514 P1 TCAGACCCAGACCAGCGAA 1443~1461(19bp)

P2 ATCTGGGGATAAATGCGCG 1816~ 1834(19bp)

WEI# Pl CCCTCCAAGTGGAAACCAT 1609 ~1617(19bp)

P2 CAGTATCTTGATGTTCTCGCCA 1673 ~1694(22bp)

B TCAGCGGTGCGACCACTCCGATAGC 1637 ~1661(25bp)
1.4 F#*

1.4.1 $#EBAKE RNA FFIRSE M 10ml, A Ficoll - con-
ray ¥ 43 %5 o & 1 8 4% 40 B (PBMC) , A Tripure RNA $#2 Ui
7| & (Boehring — Mannheim 2% 7] ) 32 BU40 i & RNA, f7 4 &
-20CHR%E.

1.4.2 KAEREXNRT-PCR HKAEE PCRER: %
M PCRER I ERMERFMA—-FHEE 2 M
R ZB T S5 R & F 5 A K DNAER R E R
B AFCE S A ARAIRE EH(R), KR 5
{H7E 518nm 4b,3 M & A KB K BB (Q), % K 5 i {H
7E 582nm 4t , BI H T AL BE R AL B 454, B MRS R B B
B,QMEILER RREMEL. BHEFH I HHRED
BEBREH M (3 R MR BE R , R RA A BE S, IRET
EXFRYEPCREEMN, RAFEEEMR. HYREFRE
PCRE}, BB H4 SR DNA R AEF 3, 1§ ] Taq B
S5 M HE G DNA R 5 2, s SR 45 S ML EaT,
R 53 SM UV BE G 1 , 45 IR 4T U)W, Q 940 1 £ ) B AR
B LR BUTE IG5 S 8 B B 3 (518nm AL B 6 % B 18 A T 4%
HHRENEZBRBED) (WA 1), EREEH —K, HF—
MEE O, B — DRSS MR B9t R A
B EHM PCR =Y R E — 3 — 8 KR, B AT 3 R 17
WER, Lk F5 ¥Em e 5 — & (& B98I J {E (Cycle
threshold, Ct) Bt , BEE U TR KB BT B IC R T k. KB HS
PCR{EZ+ DNAEBKEMWREZ MAHRHOEELR.
IR o B9 Co (L W50 A0 s o ol 2, PR AR B A o 9
Co {8 B) T A 52 i 13 DNA H9 R 2

A RERM
.tﬂ?lw’l
L_t. .
5 3
* ‘r~'l!3|2m'2s
B.aamm E’i &
H — ® 5
5. k4
L3
j
T
C.nm AT @
b L z s
:T_ 3
- z
j
" : Co
D.!n iﬁ /\ =k®r

9 w o

i

E1 HXERPCRHAKEER(R: FAM;Q: TAMRA)
AMREHITEMRENR RT-PCRI,E - H Y HH K

MREWHMA T H A iC A #H TR ER PCR, Bk
BTEERRN, ESHE RNAKRNEF AT HERE
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