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Studies of purification and the preparation of standard reference substance for

staphylococal enterotoxin C
BAO Xing - hao, RUAN Bi - wu, XU Ji - ping, & al. Zhgiang Yaojiang Biotechnical Research Ingitute. HangZhou,
310035, China

Abstract  Objective In order to detected staphylococcal enterotoxin C ( SEC) , For the magjor effective compo2
nent in the of staphylococcin injectiona liquid. We studies for SEC purification and preparation of standard refer2
ence substance. The concentration of the SEC in the degermed filtration can increase to 33840mg/ml after cultiva2
ting 36 40 hours in shake flask with pancreas casitone integratal medium, the origind solution of the SEC is con2
centrated about to 10 times( 336800ng/ml) with 10000 dalton ultrafiltration membrane and POST - FLO-  fluid
cycling ultrafiltration pump; Then making the purity of SEC 46. 1% through the DEAE - cellulose column chroma2
tography. finally the purity of SEC reach 96. 1% through the SephadexG - 75 molecular seve. It shows one band on
the SDS- PAGE . Molecular weight of the SEC is about 28000 dalton in contrast with the standard molecular
weight. Detectived with double antibody sandwich method, the content of the purified SEC is 349720ng/ml, accord2
ing to which the SEC is diluted to 500 times with 1% BSA and 0. 1% NaN,, then add 1ml to 2ml ampul which
made far freeze drying, seect 15 samples of freeze drying preparation and detect 3 times, the actualy content of the
standard reference is 700ng/ramus. CV is between 1. 04% and 4.34% dealed with statigics. It is showed that the
standard reference aquired is considerably precise.
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2 Sephadex G - 75
1 SEC
ELISA
(mb) (_mg/ml) (mg) (_mg/ml) (mg) (%) (%)
2000 8.2 16400 0.034 68
200 82 16400 0.34 68
DEAE- CM- C 77 5.1 392.7 0. 46 35.4 52.1 46. 1
(G- 75) 27.2 1.08 29.4 0.96 26.1 73.7 96.1
1 , DEAE - , , DEAE -
SEC 52. 1% 46. 1%, Sephadex G - 75
Sephadex G- 75 73. 7%, , 10% DPS- PAGE
96.1% ,
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56000 0.070 317520
349720
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21813 SEC
SEC( 349000ng/ mi ) 1%BSA 0.1%
NaN; pH7.4 PBS 500 : 2ml
, 1ml, ,
, Iml
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y =0.0152x - 0.0128 ,
3
3 (ng/ml)
SEC
EC
1 717.12
2 696. 24 699. 9 700
3 686. 32
3 : SEC
SEC 700ng/ml :
SEC
21814
12, :
Iml : ELISA
: 4 : 4
4 ELISA 4
SEC (ng/ml)
A B C
1 717.12 698. 48 704.80 706. 80
2 696.24 700. 12 691.00 695. 79
3 686.32 705. 89 689.30 693. 84
4 710.24 702.50 702.40 705. 05
702.48 701. 75 696.88 700. 37
4 ELISA 12 CcVv
:CV  1.04%
S=7.27/4
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CV =1.04%
: 12
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EC 2 SEC :
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SEC (ng/ml)
1 2 3 4 5
1 708. 17 689. 84 711.15 704. 25 694.81 717.01 704.20
684. 79 691. 64 678.94 699. 11 702.36 678. 85 689.28
696. 48 690. 74 695.045 701. 68 698. 585 697. 93 696.74
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