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B E AES A= T 3(Human Trefoll factor 3, hTFI3) EFR BB VA ELR R r A TERNERER
H EEARREN ST ERAERAERR TREE pHE EHNRERARERHBIXAZHRT 3
MR, SPERHLTEEKRBRMAGHEEREE ER 19h 5 D BT AP 5.0, £ 100mL KR
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8L, HEEE 0D M I5S.AHNBARARED 20myL. HSLEBRESTTEEEAR, £ 2%PH 2hiES . B
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B EREY: CuSO, - 5H,0 2.0, Nal 0.08, MgS0, «
7H,0 3.0, Na,Mo0, - 2H,0 0.2, H,BO, 0.02, CoCh
0.5,ZnCl, 7.0, Fe, (S0,), - 7H,0 22, H,50,2, BH X
BEfEdmA44ml B TEREY.
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0Dy, 3% 8] 5.0 Ja, 4+ 51 4% 50mL, 100mL, 200ml.,
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Fig.1 Influence of inoculation ration on hTFF3 expression

2.1.3 HEREN WTFF EX0Em . B TR
BUBESKBHES FRIIBEERH RS, H5EF
HUPE BN AR ENELR
LR A, W hTFF REBRASEREABEERR
T MU HEESHEBPRERIEL, BT
FEERERHNKELEAESTY, FHESTEK
WEMRESEEAREARSE], BINHKET AR
WEMPEMESREIENEN, SR LE 2,71
EEMEFPYPREARES 0.5%REH 1%8],
FHMEFERS MAMKELR 3eEQR
REMEEEEESN PR, XTEH T I
WENAREEEEER, FEQSBEL,

20 16

ot {15

{14

~
oY D = o
Cell density/ OD g0

hTFF3 expression/(mg/L)

ns 10 15 20 25 30
Methanol concentrationo

B2 FREES BN WTFF3 #3881k B B ok o B (R
Fig.2 Influence of methanol induction concentration
on hTFF3 expression and cell density
8 hTFF3 expression (mg/L) ;@ Cell density/ 0Dgn
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Fig.3 Influence of pH on hTFF3 expression and cell density
B hTFF3 expression (mg/L);® Cell density! 0Dy
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Fig.4 Influence of rotation speeds on hTFF3
expression and cell density
B hTFF3 expression {mg/L}:® Cell density/ 0D gy
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Fig.5 Influence of induction Eme on hTFF3 expression and cell density
® hTFF3 expression {mg/L);® Cell density/ ODgoo
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Fig.6 SDS-PAGE of expressed proteins in
the flask with different time
1. Marker;2 ~ 10. Fermentation after induction of 0,12,18,24,30,36,
48 and 54. —~indicates the expressed hTFF3
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Fig.7 Influence of induction time on hTFF3
expression and cell density

B hTFF3 expression {mg/l.) ;@ Cell density/ ODgnp
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Fig.8 SDS-PAGE of hTFF3 expressed in transformant
1 . Marker;2 . Proteins in fermentor for 32h;3 . Proteins in flask for 48h.
— indicates the expressed hTFF3

Studies on the Expression Condition of Human Trefoil Factor 3 in Pichia pastoris

WANG Yan-Ru FANG Min AN Lin LI Ling-Yuan RU Bing-Gen
{ College of Life Science , Peking University National Laboratory of Protein Engineering , Beijing 100871, China)

Abstract In order 1o enhance the expression level of human trefoil factor 3 (hTFF3) in Pichie pastoris , we optimized the trans-
formant growth conditions in shake flasks including carbon sources in growth medium, inoculation ratio , methanol conentration, pH
rotation speed and inducing time . The transformant could grow on the glucose 1o ODgy 5.0 after 14 hours inoculation. The best
inoculation ration of 100mL growth medium to the induction medtum was 1:1.The expression level of dimeric human trefoil factor
3 induction with 1% methanol for 48 hours at pH 6.0, agitation speed 240r/min could reach 20mg/L with ODg, 15. The protein
was expressed in 5-liter fermentor with 2% methanol induction for 32 hours, finally the cell density reached (D 120. 100mg/L

of recombinant hTFF3 was obtained in the supernatant.

Key words human trefoil factor 3, Pichia pastoris , expression , fermentation
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