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(% E] AAHWG C3 21 REUES & REEMBITAE IS HE C3d BE4T T 4385 . 3% K A 18] 3% B8 B¢ 4R IR
B S 56 (JE] 3 ELISA) ST BERE M A C3d d43 #E47 T &0 . A SDS-PAGE 3k ikt 4 B Bl #) C3d #47 TR,
RN HAEAMSERIESSEEHMEESEMN CdER AN MEFD C3d WERMGLERTENEEN T
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[XR@RA] MGEp & C3d;REEMEN; A1 ELISA
(Xwisrin®m] A

(thE4 S]] S858.312.571

AMEC3d R CIMBARMA B HREE C3
B FRBE S, FT M S A Bl B R R
BCH-HEERY. 5HFE—E4H5 B 4K -1
BCR (471 JB 3R 9 3% &) F1 CD21 (kb 44 iR B 5% 4K) 32
B,CD21 5@:3 B 40 I 9 CD19 3 fh 40 e 9 9 %
BEMEAHMB Y, H C3d REBRAE M S TEFE
AR B 20 e Y 35 10 (8, SE L AME ZEMLIR B R
PG FUIRAR M i b R R AE A

AFFERIEH . KIFE DITRESHEER
BTSRRI R E, EHERRARTAEH
(BRF)GEANECIHTRERIEEREAS
P, BN E—E R C3 G, THBRE
MEMERENRERR . B CHARBZYEY
ERRE. EL, 2B ai b g xMA C3d I HAEN
THEERFEMFREE S BT EEE RN
RAFEEE L AN AR RAREEMZENE
ABTHMECd EA ARG RRENT.

1 MRS T
1.1 # #

CNBr-activated sepharose 4B Fast Flow, ¥y B
Pharmacia 24 ) R E Y BIFiC K FH R
IgG, W BB LA RA R TMB.EGTA 3 [R5E
246, ¥ B Sigma 237 596 FLEEFRHR .10 cm X 2
cm EHHM PMSF WAL AEEY IRER

[k A#] 2005-09-05
(Z4WAT WRGBZFFD B (SDGP2004-54-0)

[(XBTHS] 1671-9387(2006)05-0055-04

A4 MEAEA. WA LBAREYREARL
Bl FEAKE . B Amiresco 24 H) ;SPF X ffiL 7 . # 1L
RESHRF SPF MR YRR HILERE
K BUR A P fh s AT R AL

.2/ &

1.2.1 4 C3 21 ko4& KXY C3a i
BEWKFHD, H W C371221 jk, W 4 JF 90
Y. EPFREAEY TEARTR. 121 KA
FEROEBESENEFEARAEER N REEREY, A
FhERRH &R C3 21 BRILME .

1.2.2 # C3 21 phii4k [gG 69 R BRI
C3 21 Bk % 20 mL, A 20 mL pH 7. 4 § PBS,
TR A1 G T A R B BR 4% 40 mL, MR F
50 YL U . A FLEL 4 000 r/min B0
20 min, F L& ;¥ UTREE T 20 mL PBS IR+ .
T AR 0B R Bk 4R RN EE AR 20 W65 ULBEJE 4 000
r/min .0 20 min, FULEE ; b 1E o F i niE m e R
A IR 33 %L BEREULIESS 4 000 r/min B0
20 min, B I TE & pH 7. 4 1 PBS I8, B
EI{E 4L C3 21 Bk 1gG,—20 CRER&HA.

1.2.3 ¥AEMAEe4 4 & Pharmacia 23
LB B 35, % 2 g CNBr-activated sepharose 4B
Fast Flow A 400 mL 10 mmol/L ) HCI % k3 %
BOREEEMARFTES  REREOFR.EA
SRUTIE ¥ S b C3d 21 K 1gG A1 0. 22 pm B9 40 15 E

[EERMA] BERABI—) . KAUREMABIHE EEl L, TENTRBEMAEYF S REFHA.
CEHEE] 4HHMA953—) . B IKERA SR B0 TENFEEREY S5 REEMI. E-mail:zxniu@sdau. edu. cn
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PR AP K ¥ ¥R (A RBERO

¥k

BadmEEMARS,REH 0.1 mol/L # NaHCO,
(% pH 8.3,0.5 mol/L NaCD 43 E¥; 2 K018
B, ik B %W ODyg 2k 0, A 200 mL 0.1
mol/L i Tris-HCI(pH 8. 0) 22 rh il £ 4> ¥e A, LA &
PR E R BB IEIL s 3 5k pH 8.0, &
0.5 mol/L NaCl # 0.1 mol/L ¥ Tris-HCl 0 3 {Z
AP0 1 mol/L MZBREZE M (PH 4.0,F 0.5
mol/L NaCDE3R gt 3 B AL, 317 3 MEIR.
1.2.4 #H&&4& SEHCEI5]IM T, B SPF
X 10 mL,37 C/AKE 4 d. MAFEKBRREIE
22% 1 PEG BB AE 4 CHEH 3 h,4 000 r/mim
B0 30 min, B FEEH.

1.2.5 H&eFEmEN B I0mLHEHAHOI
mol/L NaHCO,(pH 8. 3,4 0.5 mol/L NaCl) % 4
FEAT.IL 0.22 pm HABEB/FLEER EH O
Wik 6~8 ¥ /min; A 0. 1 mol/L NaHCO,(pH 8. 3,
% 0.5 mol/L NaCDWEW®ENH, HiEHR R ERE
VIR, S E W E 2 mL, U ODy,, B 3 ¥ IR &
- ODyo 0, A 0.1 mol/L & Z B-HCl E i
(pH 2. )3, B & 1 mL/min, & 1 mL 0.1
mol/I. NaHCO,(pH 8. 0) & i& 1§ ik Bk £ vE IR ¥,
HEWE 1 mL, e 10 .

1.2.6 #MA&R PAlk C3d #9443 LI SPF W Im 3

Y5 S PR XT AR, 25 g/L B B B 1 BAHE X B, 5
BRI6IM BT, LA 1. 2.5 oo B v Bk vl 6
ELISA #, 487l 100 pL £ 83 8, e 3 pH 7. 4
f9 PBST, % biig 21 kM ## 1+ 10 % &, B 1L 100
pl, BT EL Y BRI E PR 1gG # 1 ¢ 800
R, S 100 pL, KW 3 TMB-H,0,, 84 100
pls & E WK 2 mol/L H,SO,, & 7L 50 pL. 20 min
P7E BRI b 2B 450 nm 401 OD . 5B 3L K
HIT2AEE, LA B ODHE X2 ENA
WA TR,

1.2.7 C3d & R SDS-PAGE ¥%. # 1.2. 6
st ELISA & A FHYERE & 3 PEG ¥ 48 £ ODy,
=2.5,H 100 g/L 5> BSIEFEATHLIK o

2 GRS

2.1 BEMRRPH C3d 47

& 1 0] F.% SPF 78 8 {b il ¥ 13 3% F1 2 W7
B, H 0.1 mol/L B Z B-HCl Zrb#i (pH 2. 8) ¥k
BRI, KBT 8EEE 1 mL)C3d XM ZER
W, FP 1R ODego nm R F 0. 205, BEBIHLN C3
21 Btk Cad HABREFEM S, B mF FHEM
2 A A 7 B, W7 KAM SPF X8 1 3 R 4 25 18 B
C3d,

R1 ENMETRHBRE C3d i

Table 1 Analysis of C3d in the elution from the affinity chromatography

oy OD{E  OD value P

Sample 1 2 #48 Mean value Result
% (1 88 Blank 0.010 0.015
BH % %} B8 Negative 0.033 0. 030 0.032
PRt %f B Positive 0.199 0.213 0. 206 +
% 1% First 0.038 0.042 0. 040 —
% 2 & Second 0.130 0.013 4 0.132 +
% 3 F Third 0.156 0. 150 0. 153 +
% 4 & Forth 0.174 0.182 0.178 +
% 5 F Fifth 0.188 0.222 0. 205 +
% 6 & Sixth 0. 160 0. 156 0.158 +
B 7 % Seventh 0.158 0.138 0.148 +
% 8 & Eighth 0.132 0.132 0.132 +
% 9 & Ninth 0. 054 0. 057 0. 056 —
% 10 % Tenth 0. 045 0.043 0. 044 -
4. HtE; —. BE.

Note: +. Positive; —. Negative.

2.2 C3daEEEMs FREANE

M SPF 38 i & 51 4> BS t 9 C3d B 114 100 g/L
SDS-PAGE 1 3k, B/ B —8 1 £R&AF(E 1.8
2K C3d REKEEA. BERHEER

BN, K TR K2R 35 ku, (M ARG C3
21 Jik 1gG i % 89 5% F1 2 A7 tE 464k SPF X5 i ¥ & #9
C3d BA[17 Y.,
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1 4k gt C3d &89 SDS-PAGE s 7k i
Fig.1 Non-degeneration PAGE electropharesis

3 W

C3d skt 2 C3EHMNBMRLX B, B4ME
REFHLHFRE, AR REE LR EIWIRR
FAH C3d r=4d. HHEERSPF XM F&, I
REEA S A E % C3d, RE K MEE/hIUEF.C3
ABERNELREMEE C3d, Hit. . ABRE SPF
38 i 35 o R AR HTAERT B HAE 37 CRIFT &4
d, PRk C3 EAZ 22 LIBR C3d Bk
B,

C3™M7™ 2 C3a b N 21 Bk, FE CdHEE
. T B B R 458, B 7E ELISA R
LI 21 BRPTIAR XS C3d 8 @R, [ A B 5K o
HEBUE 21 RS 4mMEHEAEEHSRERER
H. AT RSP 21 KA IEFF S BEHEPER
IgG, f#i Z 32 BE ¥ CNBr % 1k 9 Sepharose-4B F. M
TR R A SR ZAME K C3d,

YL S B 4 AT I8 i R 2R 4 (FDC)
¥ C3d 4K (CR2/CD21) . &% C3d HE 4L
FoEEH S RE AR, N C3d /] B HE AT
Y5 7R 8 SR 5 0L e B Y82 258 o 40 L 3 o [) B R B

& 2 &tk C3d B SDS-PAGE f1pk [Hi%

Fig.2 Degeneration SDS-PAGE electrophoresis
P44 X B D G0 R N & R MHC R4 BR il » Bl — & 43 41
JEANZE APCHIRIR 2 MR A a4 3 TH
CEIBhYE T 40 ) 40 /Y B B, T AT L 2 00 3K B 40 B
PR BA, AR S B HUR (RO RN R 5
4h,C3d SH R E ERESREIIRERCERFH
EM R EZPOHER;H B,C3d 5§ FDC
WM CD2L IERMESY, TSR E
FDC #ifih R T XA R BESE R P L P
B 20 A 60 40 EL AR R AT DA SR AL R LS S 3R LR
B MR TS XL HPLEI BRI #E B 48 ML B
SR a7 A LA A A1 R P I 5R B 40 M IYICAZ
Thfk, 3 mic 12t B M B0, 1348 DL ST HUR
ELA 504 i 6] R 58 9 40 L . Fang SRR T 48
HL,FDC 41 5= CR2 B9/ B, Hoxt 31 R M
R 2., Thornton ZU B HE . B BE T
C3d 5 B#4iMi £ CR &4 )5 ,CR T #5457
B MNP A R . XBBRYIEY 7 Cad i
R, B, AR RIFR R Cd R
BRI R AR G T BARRUE, 48 5 %8 4 B =
R RSN RBRTHERZ.
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Study on isolating complement C3d from the chicken serum
by the method of immuno affinity chromatography

MA Xue-yun',HAN Jian-qiu’,GAO Shu-xia' ,NIU Zhong-xiang'
(1 College of Animal Science and Technology,Shandong Agricultural University, Tal’un ,Shandong 271018.China;
2 Zaozhuang Garde Manage Bureau Shundong Province sZaozhuangShandong 277102,China)

Abstract : Using the antibody of 21 peptide from the complement C3’s a« chian of chicken,the affinity
chromatography column was fabricated and the complement C3d was isolated. With the method of indirect
ELISA,the C3d portion in the solution was tested,and the isolated C3d was examined with the method of
SDS-PAGE. It showed that by using the method of affinite chromatography,the pure C3d protein can be
obtained. The method provides a simple way to purify the chicken C3d.

Key words :complement C3d;immunol affinity chromatography;indirect ELISA
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Clone and genetic variation analysis of N gene of nephropathogenic

avian infectious bronchitis virus isolates

WANG Jing-yu,DENG Xiao-min,ZHANG Yan-ming,LUO Yan,LI Peng,GUO Kang-kang
(College of Animal Science and Veterinary Medicine s NorthWest A &. F University,Yangling ,Shanzi 712100,China)

Abstract : The complete N genes of eight avian infectious bronchitis viruses (IBV) isolated from differ-
ent places of Shaanxi province were amplified by using RT-PCR method. The products were ligated with T-
vector separately and the transfered plasmids were obtained respectively. The'N genes were sequenced in
invitorgen cooperation. Sequences were analyzed among the eight isolates in China and the reference strains
in GenBank by using DNAstar software. According to the analyzed results of N genes nucleotide, BO1
strain, YL strain. WH strain and YX strain share high identities,while the identities of G strain,B] strain,
WG strain and FF strain are low. The results of deduced amino acid sequences show that the mutation of N
protein mainly display sporadic point mutation as 46,48,50,75,78,189,223,236,237,298,301,350, 366 et
al. Mutational site did not show obvious regularity.

Key words :nephrotropic avian infectious bronchitis virus;local isolate strains; N gene;sequence analy-

sis;chicken



