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MCAC-20.MCAC-40 £&4Frt#a BT B 69% & . ALt ik A% 9 295 R ) & Fk ,, Western blot 354 %, 2
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Purification of human pathogenic reovirus M3 gene encoded
protein and preparation of its polyclonal antibody *

Jiang-man Chen?, Yong-gang Li?, Jia-mei Wang*, Wei Tong*, Yu-shu Ren?, Xin Li?
(1. Jinzhou Medical University, Jinzhou, Liaoning 121000, China; 2. The Second Affiliated Hospital
of Jinzhou Medical University, Jinzhou, Liaoning 121000, China)

Abstract: Objective To prepare an anti-NBVs (Nelson Bay orthoreoviruses) M3 polyclonal antibody according to
the human pathogenic NBVs M3 gene. Methods NBVs M3 plasmid-Pris His MB-M3 was built and transformed into
E. coli BL21 (DE3) competent cells. Isopropyl-B-D-thiogalactoside (IPTG) was used to induce protein expression,
the NBVs M3 fusion protein was obtained by the method of Ni-NTA agarose; at the same time, the purified fusion
protein was utilized as an antigen to immunize rabbits to obtain anti-NBVs M3 polyclonal antibody. The accuracy of
the protein and polyclonal antibody resistance were detected by Western blot. Results SDS-PAGE electrophoresis
and Coomassie blue staining showed that when the induction was carried out with 0.3 mmol/L IPTG at 25°C for 12 h,
the fusion protein expression was the highest. When the imidazole concentration was MCAC-20 and MCAC-40, the
fusion protein could be obtained. Western blot showed anti-NBVS M3 polyclonal antibody was successfully prepared
with strong specificity when the purified fusion protein was used to immune rabbits. Conclusions A highly sensitive
and specific anti-NBVs M3 polyclonal antibody has been successfully obtained. It has a high application value for
further study of the pathogenicity of the viruses.
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YR @S %  (Nelson Bay orthoreoviruses,
NBVs) & T Bl & 1 910 25, o 2 K 3
25 10 4 BEf BUE RNA (dsRNA) : R 3 R 21 (L1 ~
L3), FFEHZH (ML ~ M3)FI/NJE R 21 (S1~S4) . %%
BENURL T AUBRTE , TCHERR , 4229 70 ~ 80 44K 1)
T AR FE R E Y, BT N R R R o R
B T2 15254 NBVs B 2o IR FIIE
gy B R AT 40 AR LIS IE e, HAR Y
AT K A I, SR T, et 26 NBVs MK L
B NI R A AR . DA — 2B S RN
P I ER A IR N 4325 Hh ) B0R R R L NBVs ) 42
AL N T ILBIR IR, HoaT7E A2 R AL,
2007 4F H 7243 IED JE B JH 53 0] H A i 2 p:Inp
WS RS B R 205 Y NBVs, H-ir44 "M Miyazaki-
Bali/2007(MB)®, fz i/t , TAKAHIRO 2500 Y A
JORLI R ) it 24 2R 56, 4R cDNA %% 5 NBVs
PR 10 4K ) RNA JER 4, FF0E1 T NBV B
BESZIRURIE . ARSI Z (HARKINAK 20 2 2 il 52
452 )Laboratory of Viral Replication 1514 , 347 £
P IERA Y M3 R R Be iR (Pris His MB-M3) 1) 4
fili I, glifk NBVs M3 @il &8, il 55 R i R
HPERSRI NBVs M3 ZsalEdiiA, Rk — D584
RN TS5 BERAL T S0 Al

1 #MHEREZE

1.1 SEIesel

Pris His MB-M3 itk (H Laboratory of Viral
Replication 75 ), (E.coil )DH5 o £l BL21(DE3)Ji&%=%
ADYIIE A R E A TRA AR, & BB G RN
JZHT I Ni+2-NTA BIs #E A 5 W A QIAGEN 2y
A U RO A R E A PRA R SN -
B -D- #iAt2kFL B (1sopropyl- B -D-1-Thiogalac-
topyranoside, IPTG) . & H1 3 fiffi 5t 980 1k 4 (phenyl-
methyl sulfonylfluoride, PMSF) X1 [ b 57 % 3k 5 B
FA R A 30 IS8 A7) 96 [N 578 2551l A
Sigma T EARRA R, B ALY BERIC I FBT
B FEBURBUAI A Invitrogen 1 E 53
1.2 #FENBVs M3BAEAQRIEEMY

¥ Pris His MB-M3 Jit ¥ %% 1k % (E.coil )BL21
(DE3) B 3Z A 40 v, W5 11 B 0 1% , 37 °C 1 Il 455 5%
T, U H FRIBCRAS AR T, R0 B S &R AR
(100 mg/ml) A9 10 ml LB 5355 ,37°C 200 r/min
SRy, R E 0D600 {H7E 0.6 ~ 0.8 ],

VB AN R E B (20°C ,25°C .30°C % 37°C ), AN
IPTG 5 5:9¢#(0.1.0.3.0.5.0.7 X 1.0 mmol/L ) iy 52
552, 53 0 76 AS [R] B (] Bt (8 ~ 12 h) 45 i WU 4R T
W ,4°C .6 000 r/min 2.0 5Smin, 72 FiGICAEEIR,
2ml 1xPBS e R, VKGR AZI2 min,
B E WG 5 ACE L, Ay BB R OTE TR,
SDS-PAGE Hiyik FllZ%5 ) Hir 5 s Je e kar i .
1.3 HEXBHFEHFXAEIFES NBVs M3 EHRIE

FRAE LR S 56 2 45 X H, 7 25°C, IPTG ¥R &
4 0.3 mmol/L &4 T, 55 600 ml OD600 {E 24 0.70
MITEIR 12 h, B.OWCERIAR, 20 ml PBS HEUUIE, LA
1:1000 L@l A B FEREHEAR (PMSF)200 p | iR
A7, UK LS 2R G 5, 4°C .6 000 r/min 250
30 min, #4320 ml Gu MCAC-0(20 mmol/L
NasP0Os...H,0,0.5 mmol/L 5 4k4k NaCl,6 mol/L $LER K,
pH=7.9) 5E VAR TLTE ,4°C3E 0, 5 2 K 6 000 r/min
B0 30 min, HUHPE IR Z 0L 0.45 pm JESSIIA
ARVE O TR, 4°C 4 000 r/min B0, IS S bk
AIMCAC-0 2% i (20 mmol/L NasPOs..,H,0,0.5 mmol/L
SN NaCl, pH=7.9) % M & 4, 158 46 o V8 T T 14
J& , AR SR A2 TR 404E NBVs M3 Al s &, 2%
P A BRI, A S A [R] e 32 178 R s 35 o ¥k
(MCAC-20,MCAC-40 .MCAC-60 .MCAC-80 .MCAC-
100 .MCAC-200 2 MCAC-500)Z%1& 1 4% , W 4 7 1
i, 1] SDS-PAGE Hiyk % 4Lt Il & 1 , 3/ MCAC-0
Bk A T2 1 ml
1.4 FEA%REETE(Western blot)#: il £k 14 B9
BHHEH

53 BN [] e R DRI R I T R & 2 1, AR5
1) Pris His MB-M3 Kz HT B A A 5 BE L, 10%
SDS-PAGE HL ik , 2 T %% 2 i R £ 4k 2 (NC) JIEE I
(15V,2 h), TBST ZZ rfii Vi 3 i , 12 A 5% AE 1)
Ky ACE AR, 56 2 K, FRIEAE TBST 22 M il
Uk 3T, LA Sl ls Uik BEAY His Lkl —t,
BRI AL Y B AR 10 SR T RBTIAR  —he, or AR
LR 2R 1 h, ECL &G A .
1.5 FYREH &SRR

WHUES R R, EIR RN R H 100pg,
B E AR S PBS 785l & J5 A SE AR R 3 [
SERAH, TR 2 SRS e R IS nse ST,
PRSI EA R, A SRR A 58 ARG
HS 7 A s 43 2 YRR 2 FEnag 1k, s
1P 10d )5, & B UL, 4°C B DA S I , A
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—20 CYKFER RRAFE & . UG NBVs M3 il
FE MRS S H AT 10% SDS-PAGE Hijk , AT
#1 NBVs M3 £ il i —bt , iRt b 1 i
FRICHSEBTRPUIAR N b, IRl 1.4,ECL fb2: &
M B -

2 #R

2.1 SDS-PAGE BikZ 5= @4 NBVs
M3 BEEB

MR 52 [ 1 37 A P BAR A B e (NCBID 42 4t
[IRZIR T 51 ,NBVs M3 25 470 F 2 69 Ku o AR
J3F S 56 20 T AR R 75 S SDS-SPAGE Hi, Ik A6 I i 7k
NBVs M3 &1 ZA-4E Tk, 7 25C., FS
12 h IPTG % % 4 0.3 mmol/L if & A £k B £ .
[ 280k NTA REREAT GRS A I S 7S | 75 bR e v Ji2
4 MCAC-20 MCAC-40 £ T ol LIV T HIWE .
LK 1~3,
2.2 Western blot #illik45H NBVs M3 Bt & & H

SDS-PAGE Hijk i/~ , 7 69 Ku 4bAa —H i A 5%
W, HHURE A KERF . S5 ARUEN AR S i ) 2
i Ni-NTA A:4fifk i NBVs M3 & . WK 4.

530
72 bp
—55bp

43 bp
—34bp

M:Marker;B: 25 4 B4 51.2.3.4.5:1PTG ¥ E 7 %14 0.1,
0.3.0.5.0.701 1.0 mmol/L
El 1 SDS-PAGE HikE’R 25C,BEFF 12hF
NBVs M3 gt & EH VP EUFAEAFE
M B 1 2 3 4 5

130 E
95
5t
55 bp
43 bp

34 bp

~69 bp

M:Marker;B: 25 4 B 2H;1.2.3.4.5:IPTG ¥ J¥ /3514 0.1,
0.3.0.5.0.771 1.0 mmol/L
E 2 SDS-PAGE HkE’R 25C,#8EFES 12 h j5 NBVs
M3 BEEBFEUIEMAEATELE, E IPTG
REH 03 mmolll HEESERS

2.3 Western blot #:ill NBVs M3 & =&kt

R TR Z T BRI R S, R R (e
BN, LAAifkAg NBVs M3 fl 4 & AR S S
WAL ETT SDS-PAGE HLTK , - T 2 iR 4T 4
ZHEJS , LA £ 19 NBVs M3 £ wapediik -l —4i, 3l
R 3 AL bR i 1 SR BT e bR — i ECL W 2
FJATE 69 Ku 4 — 200 WA ENIC, 5 NBVs M3 &
HAR/NIERF G . LA 5.

B 1 2 3 4 5 6 7 M

NBVs M3 72 bp
H£H 55 bp

43 bp

34 bp

M:Marker; B: % [ 5% 840 ; 1: MCAC-20; 2: MACA-40; 3: MACA-
60;4:MACA-80;5:MACA-100;6: MACA-200;7:MCAC-500
Bl 3 SDS-PAGE F ik il Bk 5 B i
1 2

1. 464k 1% NBVs M3 @il &4 ;2. K S 119 Pris His MB-M3 &
AT TR TR
B 4 Western blot #illl MB-M3 & s &EHiik it

1 2

1. 4451 NBVs M3 @& M1 ;2. K5 S0 Pris His MB-M3 X

(TSN,

JAAT R R
B 5 Western blot #ill NBVs M3 &5 Ehi e

3 it

IENF R I 3 s ) 2 AT AR A B
ANZ RPN G (H R AR ) I 2
JeE FEHT S ARAE, B N BOR PTG o AH7K
TSR AR O IR A IE PP I35 , ol Bk 509,
DA P R 5 1 S5 AR AL 8 R IO
I i IO 25 1) 0 85 5 | A N 2 % X P g 9T 2 T
TERIHAL YR T o IERE I 00 B AR P 70 40
w3 A0 I PR BE T 0 DA e - I T AR 42 R I
W, 20 B2 D & A SRR 1 RNA 2 58606, 718 1AM
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AR B B RNA 3305 S5 L8 mRNA 1R R
RNA F1ps B 8 (0 B o 98 8576 52 i IE S5 Y
SERb b A B RNA 2R RIIFRE A, &
B, B AU RNA 73 ILE , AU RNA 58 114h
FCHUF S T OB A5 BEAR 1, SO L 7t
TR = A KR . A WFFT A ) f 1 5t
12 250, CNEA 2415 B dSRNA B4R 15
JaeE e R 10 LR X B cDNA; [Al B 2
HESE NBVs 1] S0 4G G 224l ST 1 9s 25 B (4R 4
Mz R, AT A E R R IO 5 1 A 4 2 A 4R B
AL . M3 J& NBVs HYJE R R B, Hogm i iy AR 2544
T NS 7B sl 5 e 1) 41 B A 2% % i AL i
I FES B UL A ZH B R R 2 OB EMEH .

ARSI F A EERY His FR%5 M3 Fokz, 51k
K FFR s Rl A B ) 236 . P His Fr%s, 1)
ZRHAATE, - TFEMEN, TR AR
+ RS A S N TR A B AT
BANARLE B A IIBRM, Frali el G 8 PR
Western blot 363iF, 7] ELIESA Tl e . FESL
{HAS 1 B R A 8 2 FE b 32 B 2 Fp A AL R 2
IS, A IPTG W BE 75 I 1) S SRR R B 46, A
[ S B A S5 A R K 22 5, 5 AL T Lt
B A B A FEUAETBIE A BT
69 Ku; BREESCERZ LA, 7E 12h.25°C 0.3 mmol/L
IPTG 5/l & 8L ik i A = R U8R 1 v
N2 s BB BB, FIH Western blot 7547 5IE,
SEII 5 THAAEAT

MR DAL 25 SRR A S AER Y NBVs ZE K
J BESOR LR T 2lifk H U /NI M3 Bl A A
FEI A R SRR E 1 NBVs M3 Z Rl , g
IR 30V VS 9 2 LA B DE I g BIC0 2 0 A 2 B0 1 1)
ST HR LS00 B A,
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