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[ Abstract)Objective ; To verify the antigen—antibody (P24 polyclonal and monoclonal antibody) binding in detecting Borna disease virus
(BDV)—P24 protein in paraffin tissue sections and to explore the work conditions. Methods . Forty Sprague—Dawley rats born within
24 h were intracranially(i.c.) inoculated in the right cerebral hemisphere with either BDV solution or phosphate—buffered saline (con—
trol ; sham inoculated). Forty Sprague—Dawley rats and 40 C57 rats without injection were chosen as negative controls. The brains of
rats on 60 d after birth were perfused and were subsequently embedded into paraffin. Then the immunohistochemical staining was per—
formed following Envision two—step protocol. The primary antibody was chosen as P24 polyclonal and monoclonal antibody and the di—
lution ranged from 1:50 to 1:5 000. The primary antibody was replaced by PBS as blank control. The brownish yellow or brown parti—

cles distributing in the cells were considered as positive and total score was got by multiplying positive cell proportion score and posi—

tive intensity score. Results ; There were significant differences
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in staining scores between experimental group and control group
(polyclonal P24 group Z =-3.108,P =0.000,monoclonal P24
group Z=-4.605,P=0.000. It showed a high sensitivity with slightly
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in dilution 1:100, 1:200, 1:400 using monoclonal P24 staining. Conclusion :BDV P24 polyclonal and monoclonal antibody can bind

the antigen distributed in paraffin sections of BDV infectious rat. The recommended dilution of polyclonal P24 antibody is 1:200 and
1:400. The recommended dilution of monoclonal P24 antibody is 1:100, 1:200 and 1:400.
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Fig.2 Negative expression of P24 in nerve cytoplasm
( Dilution of P24 monoclonal antibody 1:200,
Envision two-step method )

2t Shapiro-Wilk #5356, 2 2434 AR E 00 (Pony sopen=
0.003, P 44415=0.000) , KR FHl Mann-Whitney Test JES 505 |
45 R PA T P24 BURTE BDV e K A5 8 + 8,PBS
BT BRALAH 500 0+ 0, 28 5 AT G it 24 38 L (Z=-4.605, P=
0.000), H BDV JBYLAL T3 5 T X FRLH 53

3o #

FEBAT B 45 RT3 , a2 0 B A N A
“EhRiE” B NJRYE BDV IS & EARE, 7
g N2 20, T ELBRAE 2 i 9% 0, ASE B IR
i AE 120, H R A I BDV-RNA 32 52 2 51 % 397 fif
AT RT-PCR, X Fh 7k R & (HXTEARER
e, WA R BEPEN, B F i b A 5 IR | ier
% PCR (I3NHIF], BDV 55 757 B 11 . RNA {4
FERE R I R Rl A R P 1 5 04 5 | ) S — o A i 45
BT R I AR S EEAR A I LA 25 HH BB
Ko L5 2 A I Y 7 3%, IFA FI ELISA #4s ¥t T
BDV gk Ze £ 5 1 I 37 AT B AR X BT 5
X3 R E , /DA BEAE ) iR Western blot T J2&
FRAETRIT A B 5 ASTE FORBUBE PRt (1) 1 77527
AR, MR AL kA i IR
(R B2 ZRBRAS (i 28 49 )t 22 2 00 R A
FEAR > LB i 20 2L B ORAF, BT LAAR S B0 8 B
G AL T %, [RIIRA X BRAL IR e 24 4)
BB SEEG A At BRI Rk 22 R A G4 X,
A BR A R SAPERR LLAIE, 0l T2 HF IR K BDV
YL AT

TERAPLFAE E 1 B v AR S 5638 K B2 44w
Jr RO 50 e AR T R 52 3k LU R b S A A ik 2
U AH SRR AR Y OSSR A KK,

ARSI AT T PUR MR B AR M 1:50

1:100,1:200,1:400 , ELF| 1:5 000 259 Ji 3 ) #E 47
B RE At 25 R R W £ v [ P24 BTk LU
1:200,1:400 #BEEE T LU ZUY) 7 IR fede 5 i/ B
BT P24 FLARFE 1:100,1:200,1:400 Fi B F 41
AR E ST T

PRk H A N Ah 22 TE e f R e R P24 Bk
IV B A AR 7 — el s EE A alifb ) &R
FIXT BRI T S8 iR A5 22 vl P24 HLiARIT; B 5 P24
PRI Hy o 20 09 28 1 5 Ao /D RO BB0/DS BB &4
55 REAN A TR, BT AR E 4T BDV P24
PUIAR ) 24 28908 A0 MAR S AR, 11T Horimoto A5 ¢
1 B PO N ANITFSE 3 BIF5 BT FH R 22 50 [ A .
SEREDUAY R 2 T HAD SR, LA
8 A SIS B B IE LA K 28 ELISA 8%, Western blot %5
S HE— AL IR 2 5 (3R KR AR R 2l A
B BRIESE R ) , A< TR LH 17 10 U7 1) 4% 1) 22 v B A
il P24 HUIRRE) 12 Wiz 1T BDV 1A E AR5
A R I U E R S

Z £ x #

[1] Ludwig H,Bode L.Borna disease virus:new aspects on infection
disease , diagnosis and epidemiology[J].Rev Sci Tech,2000,19(1):259-
288.

[2] Dietzel J,Kuhet H,Stahl T, et al. Morphometric analysis of the retina
from horses infected with the Borna disease virus[J].Vet Pathol,2007,
44(1):57-63.

[3] Iwata Y,Takahashi K,Peng X, et al.Deterction and sequence anal—
ysis of borna disease virus P24 RNA from peripheral blood mononucle—
ar cells of patients with mood disorders or schizophrenia and of blood
donors|J].J Virol,1998,72(12) ; 10044-10049.

[4] Bode L,Ludwig H.Borna disease virus infection,a human mental—
health risk[J].Clin Microbiol Rev,2003,16(3):534-545.

[5] De la Torre JC.Molecular biology of Borna disease virus and persis—
tence[J].Front Biosci,2002,7.d569-d579.

[6] Watanabe M,Zhong Q,Kobayashi T,et al.Molecular ratio between
Borna disease viral-P40 and —P24 proteins in infected cells determined
by quantitative antigen capture ELISA[J].Microbiol Immunol,2000,44
(9):765-772.

[71 Flower RL,Kamhieh S,Mclean L, et al. Human Borna disease virus
infection in Australia:serological markers of infection in multi—trans—
fused patients[J].APMIS Suppl,2008(124).89-93.

[8] Hagiwara K, Tsuge Y, Asakawa M, et al.Borna disease virus RNA
detected in Japanese macaques (Macaca fuscata)|J].Primates,2008,49
(1):57-64.

[9] Nunes SO, Itano EN, Amarante MK, et al. RNA from Borna disease
virus in patients with schizophrenia,schizoaffective patients,and in
their biological relatives[J].J Clin Lab Anal,2008,22(4):314-320.

[10] Matsunaga H,Tanaka S,Fukumori A, et al.Isotype analysis of hu—

man anti—Borna disease virus antibodies in Japanese psychiatric and



BERERKZFIR 2014 F£5 39 55 7 45 ( Journal of Chongging Medical University 2014.Vol.39 No.7 ) — 1009 —

B Ji ik
N DR FGUY A DE 250 ) 2 B LB IR S Mg v ok 50 B

% W, ANE R R BEE,E Z KRR S MW
(T R BERI R 2R bl TEBE . 400016)

DOLI:10.13406/j.cnki.cyxb.000100

[ Z B8 ULk R ST A 7 2 UARAS AR 1 n e B0 B i PRI ] BE RS HL UK (two dimensional gel electrophore—
sis, 2-DE) F% , 0 PRIGEE [ LA R e 4R BE R R S Faik o 2 AT 6 FIASIR] 7 il o PRIRRR KUV J LU AR (1 AR, 43
Mk #6575 1 2-DE 38 A s 80 3 IKE IS IR AT Wit 58 PAE ;s S5 R 2 FPIEA pH B8 (immobilized pH gra—
dient, IPG ) [l 25 FIAS [A] 1) SR PN 4 I B I (polyacrylamide gel electrophoresis, PAGE) ¥k BE#EAT 2-DE 2047, LL 8 s 2k 1 1Rl
MR REO O R R S HAD T AR L R B Ok A PRI (1 RBARAS S 2 R B [(791 £ 17) pg, P=0.000], 7551
R R K PR3 4 1 Bt T 22 (724 + 29) 1>, P=0.000]; FJ ] pH 3~10 IPG K2 45 F1 12.5% PAGE 43 8545 F T PR 1 45 1A 3R B 6444y
BT, REBR R R 2 (1 PS5 8., T pH 4~7 IPG BEARABIT A5 FE 0K 4~7 BB 2-DE 143 HFR B 5 (P<0.05) . &5it. i
ST T 5 2-DE A PRI B 5 ik, 345 1 5 A A TE (0 PRI 1SR B, SR R A BRI 1) PR VBR[0T 2 24 05T B
e

[ 358 3R] ) IRV 5 25 0T 5 L) 5 S Pl K 5 AR 0k
[ E 2K E ]R446.12

[ THEkFRAERD ] A [We#5 HH#A)2013-02-28

Ultrafiltration and two—dimensional gel electrophoresis analysis

of human urinary protein
Peng Yang,Zhou Linke ,Wu Bo,Yang Yongtao ,Zhan Yuan,Chen Jianjun,Xie Peng
(Institute of Neuroscience ,Chongqing Medical University)

[ Abstract)Objective : To optimize urinary protein preparation method, to obtain a two—dimensional gel electrophoresis(2-DE) map with
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more urinary protein spots and higher resolution,and to provide
technical supports for urinary proteomic researches. Methods
Firstly, urinary protein was extracted by 6 different preparation
methods and then the total protein content between them were
compared ;secondly , protein spots as well as three—time repeated

matching rate of 2-DE maps of these six methods were ana—
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