4: by T8 # R 7(1):62—65, 1981
Chinese Journal of Biotechnology

hERE S Wi B HE T 7295 i (K83 .K99)
REEANEETE

BAE BED HKER

TR FEE BER

(PERER LEEHTR ML, LED

AXIRETEHBERERMEF TG (K88, K99) MEZSEEBNIESALRETE
REMPIAEY LAFMEEEEENTE. SEERRNTE W (K88, K99) REEES
65°C fRIRICFE. BOLEREE M, HRBS &RBRPIERN 80%, MBEZ B(ERLK
BR7 WORETEE£BHERY, MNSNEERERREREORETHRG R &
HEW. EEMNAERG TEETHFREM52, 36, 22, 18kANES, BRSNS ERS
FELE, AR THEZRENRRZALY, BRARERREEE. SREEAHD
BHEARNONER. R EERRBY, ARARPTHERANET.

kA K. Koo HIEITEEHN

G RORETERGLHE (F
. MEBIREMELSRCEE R &
HHBHRE Y SRR R K S,
Koo ® e, SHEBBOLlRETNR
RRAE R EGHEAGITEESY
BNGREH S, NG ~HER
REHESENEE " i EakH
THEHESRNE H T % (Kss,
K99) MREERBLE. HREQHE
Heyd L&, EHERM L — 5 WA
THEEANEELEMENNRREES

HR, HTXMAEEAEGE NG TR

B, MR T B A i, 0 TR
PRGERDRE. Fild. kLR
e g 7 A U HE K 958 5 B O I e By L
HEFIM. AT feng DNA B, £k
% b0 el R A A A
BEREIL U0 5 RISHRBEHRE -
4 M T AR LT IR TTEC

HHEF B
(=) B8

© PERFERMEDFRAATIKSHEEL http://journals

1. FEEHIMER . RBITE Coo0
REKSS, Koo E LA K pTKSs-
99-8/F b it R it

2, MofEsri A KKe8, K99iH
TREMRE: Mo 3w 4 B (%),
NH,CI 0.1,NaCl ¢,5,Na,HPO, 0.6,
KH,PO, 0,3, MgSO,-7H,O 0,01, #
FHE0.4. EEM0,5, KBS 16L, =
ENew Brunswick Microgen Fermen-
ter, KEESHUAT 12,

3. K88, K99 2N T8 B i E fi i
¥ 5K88, Koo HE A FHCe00kM
HET1% Bl E - 80CTREF.

() K&

1. K88, K99 i EAnsi{bRE
B HE. K HEE F 4
BARIBITE T S 4 (K88*, LT+, ST+)
e Koo HiREAKABF B Kl2-
K99+ 43 Bl fh FModk 55 3 vh T 37°CHE %
B, BOREEE, BEERZT 0.1

A Ti1os0sE s ez HiE s,
AMBEAF L RWE, AEFHSE,

im. ac. cn



1 RS, SEEERMERTREEE X, KINERESHAETE 83

mol/L Tris-1,0mol/L NaClZ ik,

pH7.5, B T60°C/AREpRIE 5min, {#
SERE, HOBLEME, LEEM
(NH4)ZSO4§609’E'£@$HJ§, :.FflgC'—FB(E
T, BOBRE, BTE 2.0mol/L R
2-0.1 mol/L Tris-Cl& ks ,pH7,5,
# Sepharose 4B( 2 x8em) BEFHS
B, APRISKSS, K9REEDY, Kk
K88, K99 FiRE FMARE RS 4 i
ERRITTIE IR FE At E k.

2. K88, K99 HilE R Fifk e i
E I, FIEKSS, K99 EEART
PR BIBORAT IR, A HIE S i 4 Bl
£ R F) 05 B e 00 By i 40 i 1R ROBE B
KRR,

3. B2 FH SDS- %275 BE R BER m Tk
MEKes, KoohiR&Emm 41 8. SDS
~BS M B RO e 4 %, 4
BWA12%, BEASTEMRENF BRI
B(gdkd), miEHE = (67kd), HlZhHE
F(48kd), TREREFEG (30kd) K AHTIIER:
EHRERE (17.5kd), 2 FHIyE
FHRiN

o7, K88, Koo i E RN NES
MSE IR 15 K88, K99 HEE
HEE 0.6mg, IEFEET 21 RaEinsg
B, SBENEREm b i Kss,
Kootk fk, HAEITELIFH TR
BB B300—500{S R B B S b e
W, F30—soBF R ETER, W
T RELAREE .

g R

(=) Kss, Koo iFERENNLE
=IE

75 161 B 4 B 8 o 22 N 1OLAG 570

BV EREBEFNTEEE R

© HERFRHMEMHRAEATIKSHEL http

B, RlprefciiiEs g THERSCHRE
30min, 2000rpm .0 30min L@k,
RS UNEZ ZEE6000% 7 %, HHkE
RO PEBRTE L CTRELR,
4000rpmE Ly 20min, WENEETEH
ke, SEET, BHEREE
F0,5mg, HlEHEERETHNIEZE®
WE 1 s
e

Farmentation broth
BB
Incubation at 65°C for 80 min

B

Centrifugation, - 3000rpm

k%
Supernatant

g

Precipitation
with i% PEG
B
Centriiagation, 4000 Trpm
e
Precip“irtate
wF
Lyoph‘iilization
=

Vaccine

E1 Ksa, Kov JIZHBREERARANE
PLARE
Fig.1 Shematic diagram of the production of
the protein antigen of diarrhea vac-
cine of Kag, Kog ’

TEEEPRFEERNSAIE LT
R, K88, K99 FEEORSE e E =
fhy REEWPEHFRBEHBENIEER,
£Z65°CHRIRATERHESE R K8
Mefpohy 2% =256, MEREDHIRKS83T
Hrg2t® = 102480 80X WIMEE SN E
LR, BRI EEL520%, &%
ZRIUUEE, PEE ORI AR, W
HRg — L Z iR 2R R Sn Tl 4T iy, [HRZ 3

journals. im. ac. cn



54 £ ¥ I

27 ¥ R 7 B

WREFRERERRTAERR & B %
ik, PR B AR

(2 ARBARENEHESES
ﬂ

% 2 4 BRI TR R SR
F1 KB, KOHRZEANSF
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Supernatant 2% 2t
Cell pellet 29 g1t
s After ineubation at 657
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Cell pellet 28 210.5
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of immunized mother pig

SR K it Titers of antibedy
Days after

child birth Kss l Kssg
First day 29,5 28,5 97,5 | 210 21045 510,58
Second day | 265 26.5 27.5 | 26,5 38.5 g9
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Technology of the Production of the Protein
Antigens of K88, K99 Diarrhea Vaccine

Gu Danian Wu Aizhen Xu Anqging Jang Hopo Zhong ¥iyli Sun Yukun
(Shanghai Center of Bictechnology, The Chingse Academy of Sciences, Shanghai)

This paper described that the technology of production of the protein
antigens of diarrhea vaccine of K83.K99 by the high cell density fermen -
tation and antigens over expression, The fermentation'broth was heated
at 65°C for 30 minutes and then removed the cells by the centrifugation,
The supernatant containing about 80 percent of the antigen proteins in
the broth was precipitated completly with 7% polyethelene giycol, The
precipitate of protein antigens was collected and Iyophilized, The pro-
tein antigens of K88, K99 obtained by this methods keeps its natural
three dimensional structure without treatment with formalin, This is
more favorable for the inducing of the production of the antibody,
salty, storage and fransportation, The protein cemponents of the vacei-
ne showed that the majorily of the protein antigen with the molecular
weight of 52, 36, 22 and 18kd,
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Gu Danian et al,, Technology of the production of the protein Plate 1
antigens of K88 Kg9 diarrhea vaccine '
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Zhou Jianming et al,; Cloning and expression of promoter of Plate 1
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