R 1000-7423( 2003 ) 05-0300-03

T ] 4 2643 . K383, 24

[ L]

S300 - E AR Sk A A 2003 4R 10 A2 BES W Chin | Parusitol Parusit Dis 2003-10, Vol. 21, No. 5 ¢ 300 - 302

%% 75 H R i 12G Skt stk
BEE AEA FRA KR B BAE wAgA

[ME] B HEUE SRTLE N BROE LG fENTE, FiE REGCEAS A BRRBRNE,
%3 B BN LG AT AL, B e RIFIHOR . R IR0 oG MUIRAER MER L G & 1
SRR B SO AR E FERE , S R SRR 4 A G YRR A0 8. 5 R RURALL MK TG RO 3.1 4,

% GBI ERETIEA R T BULE O B S8 LA KR,

(@] #HATHE: FMT; G EA; kG

TARFFUIE A
A Rapid Procedure to Purify Serum IgG from Microtus fotis

JIANG Shou-fu, PAN Cai-e, HE Yan-yan, ZHU Min, LI Hao, SHI Yao-jun, WEI Mei-xiong
(1 Shanghai Municipal Center for Disease Conirol & Prevention, Shanghai 200336 ;
2 Shanghai Institute of Veterinary Parasitology, Chinese Academy of Agricultural Sciences
Key Laboratory of Animal Parasitology , Ministry of Agriculture, Shanghai 200232 )

[ Abstract] Objective To evaluate the procedure to purify 1gG antibodies from Microtus fotis serum. Methods 1gG anti-
hadies from sera of three groups of Microtus fotis were purified by protein G or protein A affinity chromatography, their purity and
binding capacity were compared. Results The protein G affinity chromatography wes more efficient than protein A affinity chro-
mutogeaphy. The antibodies isolated from protein G affinity chromatography showed a higher purity and better activity than that from
protein A affinity chromalography monitored by SDS-PAGE and ELISA. The ability of the purified 1gG to hind the second antibodies

were B. 5 times and 3. 1 timee that of non-1gG proteins and unpurified sera, respectively.

Conclusion  The protein G affinity

chromatographby is a rapid, convenient and reliable procedure for Microtus fotis serum TgG purification.
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477 B L Microtus fotis, Mf) R H A L sk iE
HIEE, ARG AR KRR . RiEREE
RIFH R, CEENEENER BB, SEMEHRAR
PROgEY A A MR Al Ak &Y L AR R S 7E
RSB Z 0 A A R B R ST B
ANBL B RIS ES A B W R AR Y BT
LR ERMEH RREEEN H AR Sk, B
WH BRI ERBY . B0 B eX
RTLHOR A BT RS BR i RF R AR B
W, A GE S TR R AR R AR H R
SR G EE ERIT AR, HE RE R eR
5 H R 1pG iR ay Bk,

MESTIE

1 Zhipm %

IR H B P A LS A G R 0 R R ( MEDr)
FITEMAB(MNG  AE5FB 430 £5 g F140 £5 g,
t LTS R-D R R AR A R, BN
BERA: R IR R %R ST H BEI( No. 20014909002)

R BT, | W IR AP L, L 200336,

2 PO R B L R A R ST, Al By R
tRPEATTREEE, i 200232

777 T 5 T O R S R ( MfDwe ), 917 BE 0 o W LR IR
THE B TR 25 ~ 60 g,

SD KB :200 2 ¢, 8 S HHR-UH LK
WARRL A

BLBH # /B ( Kunming mouse, Km) ;202 g, HH
KEEE R TR YR,

L BB & /B ( Kunming mouse infected with S.
Japonicum, PKm) 125 +2 g, S0BG BRIL F A (LR 2 )
42 d R R/ R.

b B R, AR RO BRE A
10 (R 1MiESh, Hp &2 30 fr i, ARG K,
B -T0C KA. BITRTSHIZ 10 000 g &L 10
min 0. 45 pwm FLAR 8B TR 4RI RE 1

2 BB RUSE

BARERER T wl 8 G 1 Sepharose # M HE
FE A A #( HiTrap protein G HP) 88 A ] Sepha-
rose [ PEBE AR FNE T W2E £ ( HiTrap protein A HP) , }
% Amersham Biosciences( B8 ™8, it SS9 B Lot
292804 F1294045, Z{{L AKTA purifier, S B 8 &k Y
SE250 , 34 F4 ML Pharmacia 4% AI R4, 754 BSR4
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Y C R ERT) (550 RUREHR{X ( Bio-
Rad) .

3 (UEEDREE

R4 T AKTA purifier JZ87 {0, ERY
ek A5 ml 0,02 mol/L{ pH 7. 0) BERR #128 #h ik
(PB) B (R RIS, FEF S8 PB 0P iCF 8 R
FEAL ml ARG I35 RE G L 4EFE 7 ml PB MR
FERA kB set & B L (B4 A 407 H LR E] /)
GBI EEHERFE 10 ml) ARG LA S ml 0.1 mol/L(pH 2.
7) HRRE S b ik BE L 2 45 5 B9 126 (HiTrup protein A
HP fEEREH 2 pH 3. 0 AT RERREE W i) | W] bl 2
TR (R | ml) o LA b PR (0 O R R IR
Rl ml/mn, & m TEFEPIA 45 ol | mol/L
(pH 9.0) Tris.-HCL F~ LA AL, FH 51 0Dy F1 0Dy, , 3%
SAMPGERER TTEYRE AW, PR L
HOR R SDS-PAGE v 3k, 3040 B B WO 2 10% , ¥k
R IE N 4% , THEIE 2. 6% o IMFERT, HEES 9t
SIS T AR &M S min, B TR
R250 e fh,.

4 FIHRIEE

BRI aRlEL . R EERERA
58 Bl HVE B R TIRAE SRR BT IS R, Rl
EFERMAMKAE2 ml FER DRRALRAE, B
SRR AR 2 TR 16 8/ min( | ml/min) .

5 mEWNIEE

J ELISA %55 HU {4 1 4 015 F, Bl & 4L Bl
B SEn TG B (H SRR iR it B4 ) LRIk
G FELI(PB EBMEBEB ) , 5 pH 9. 6 BYTRAR K np
W% 1 2008 REF AR 4 Cl i, AP uEiRn A il S
EEFT G B A O (HRP-protein G |, HRP-protein
AYRFHH lg G(HRP-GAM/1gG) ¥ 37 CHF&E 2 h,
B OPD B, 5T 0D .

= R

1 Ao &

FoT R RO RE R A (P A BRI
BOAED DR A IRA KRR R R R
PHTER A/ R I R R AT, LI RAE G RE R AE
fraideif D) § PB o TR S EOME K
ERR PR BENE BB ES S 1eC FLiR R A, & SDS-
PAGE Mk 747, S IEE W R AM &, &K
e, B KA B, KU C BHFABTAMLEHT

URoETR RS . O H R R N BT A0 AR R, LI
i 1gG A FeF Y C BASA BT RREE
BIF )7 BN PB stk B0/ TG R SHE
AK 77 B BR A Y44 0 D B EEE, T AN BE W M RO 48
A s, BN, KFEAN BRI M 166 515 C EA
MR D).

M1 23 45 67 89 10 1213 1415 16t718
kDa

97.4

66.2
43.0 v ¥

"_#' e T

Bl HEMmME G ELFMBHSH SDS-PAGE i
M ES 1,4,7,10 ,13,16 Mi§ 2,5.8,11,14,17 PB @b
B 3,6,9,12,15,18 HEBREHBERD |1 ~3 Km 4-6
Rat 16~18 PKm 7~9 WNx 10 ~12 MfDw 13 ~15 Mil)r

Fig.1 SDS-PAGE of different serum samples purified by pro-
tein G affinity chromatography M Marker Lanes 1,4,7,10 ,13,16
Sera lanes 2,5,8,11,14,17  FB buller elution fraction  Lanes 3,6,
9,12,15,18 Glyvine buffer elution fractien Lanes 1 -3 Km  Lanes
4-6 Rat Lanes 16 -18 PKm Lanes? -9 MfNx  lanes [0 -12
MDw  Lanes 13-15 MDDy

RH A BHAEMBITEN LRI 156 JUEET
itk % PB 2R WU T YR 458 8 1 FIAT AR B AR
WL L 555 B 1gG $ifEE M, K SDS-PAGE ik
RN AEHRAEEANUERWA LN UES G
H AL A E AR (BT AR T RS
FhE LA 2 &9 oG i E E DR AT
WRHAE ) M ESE BT RETE Y & G R
M, R A EORAZE T X 2 BUMLIE 16C STIRAE
R E AW ¢ BE s, mH, F/ALRMAETHR PR

M12 34 58 74 9101112
kDa
97.4
66. 2

3.0

W2 HEMWEABOFNBEHGA SDS-PAGE # M I
A% 1,3,5.7.9,11 PBEBHERYREY 2,4.6,8,10,12 Mg
kB 1,2 K 3,4 Rat 11,12 PKm $,6 MiNx 7,8 MiDw

9,10 WD

Fig.2 SDS-PAGE of different serum samples perified by pro-
tein A affinity chromatography M Marker Lanes 1,3,5,7,9,11 PB
buffer elution fraction Lanes 2,4,6,8,10.12  Gitric acid buffer elution
fraction Lanes 1,2 Km Lanes 3,4 Rat  Lanes 11,12 PKm  Lanes §,
6 MiNx Lanes 7,8 MfDw Lanes 9,10 MfDr
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BERR SR A AR gC(E 2) .
2 HkEELER

FERMES 1 ml 5 2 KEFEMEHTAOE, H
SEHMAT LSO I E & ml N DAL RY 166 FLAEE
KB, & REMHLL G EAFMALRET A BAE
Ao ib s, Ao AR B R B A BE B AR
(25 P SETA D) DA TR fi R 2 i % riL B 4 BE 4 A9 B B /)
RAEHES, B A BOFEMALE RS
11.5% 11.4% 25. 1% # 17.6% .. £FHEMIGH
CEHRABRNEMIHABS FEE/ RMK
B IgG, B g 68% L L

WAk, FITR— 2 M 023 4 ok B 1 /S BRI 3 1 £
10 %4t FE g R ERA(CY) N3 16%
AR ER .

3 mgkEiEER

ELBA R ER, A FHR ABSE DR 265
E2Efy | ml fi3 G SR S lag vt i) ,
H3IF R C EA A BE EH R 126) UL
J1I5E BB T4k 1gG B (PB Z sty , 55k
BEW10.6.10.4 F16.2 &, FH8.5 F:41ARET
FEELANLH AR 2.3.3.7 3.5 4%, Fi 3.1
. RHIETALEITTR A TG, HIEEHR (B 3) .

M3 IgG W{LH AL
Fig.3 Comparison of IgG activity before and afier purification

4 FIHERE

T TRFAALIT oG SUARE ST, %
PR 2 ml B HARE G Bk BE
(LA Py SR 1Y) T 2 108t A 07 1 B R 9, 1R 4) L T
ABEBIHE A RAED EE R M RAE 2 m EE
WL HAE RIS, & &S 2R EW R 70% L.

it
R R AL T A AT B AR M b R

RLUEL GEREHTE SR, RABET R RAEREM.
TR Ok A TSP TR R, B S

Az80

MtDr

2.0

0 e 3

H4 G EAEMENETRTERMN IgG Hikiam i
Fig.4 Purification of IgG from Microtus foris serwm by protein G
affinity chromatography

', BHELETEENENESERENS TR
BRI I B A T AR, B S L (A B, SR
WEESE, ARRESTED, FRRE R A BOEN
B C BIAERENE. ABAAFES Y 16
() Fo BRek &m0 B, I TeG ROBBATERIE. 10 A B\
IRAT 5 1gA B I1gM B9 Fo B R LT ML T T RETR B
IRASE ASE 3 RoE B ek i

C B H4E B S 126 1 Fo RS &, A8 14
ABEM EEERTAEN BSEIEAEAKS
FhEY kG B ER RS, DRSS MAE
%A R G BAFRMBEN R S/
1 1gG FLik Ml fL KB, 1gGl A1 IgG2a AHi Ik, &
CRFS G BB R, W 3 A AEE A4 H RIS
BR BRA/NRILE 186 Bk siTo0 0, 80P AL
HWHERES ST A AR, dikiks
AR 0 B TR B 7 4380 0 9 1gG SR REAIG8. S5 Fn ok
SEfL I TeG 79 3.1 15, (T EMkAE Lk (L, F
FrILM S EE LT, RN ORGSR,
T T#EY, BARK H—FHE B b6y
Btk sl ik,
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