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Expression and identification of Bm-TFF2 in Pichia pastoris
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Abstract: Bm-TFF2, an amphibian trefoil factor, which is isolated from skin secretions of frog Bombina maxima,
has much stronger biological activities than human TFFs. In the present study, Bm-TFF2 gene was amplified by
polymerase chain reaction (PCR) from its cDNA and cloned into Pichia pastoris expression vector pPIC9K containing
AOXI1 promoter and a-factor leader sequence. Multi-copies insertion transformants were screened on G418 plates. After
the induction by 1% methanol for 72 hours, the expression of Bm-TFF2 came up to the best quantity which was about 50
mg in 1L medium, and 80% saturation ammonium sulfate was suitable to collect the Bm-TFF2 protein, as identified by
SDS-PAGE and Western blotting assay. The results showed that the plasmid of Bm-TFF2-pPIC9K was constructed
successfully and expressed abundantly in eukaryotic expression system, which lies basis for researching further the
biological activities and the relationship of structure and functions of Bm-TFF2.
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IT RS A 40 B9 T K 5 4F F (Farrell et al, 2002;
Hanby et al, 1993), Jf H TFF2 & (039 0 & L fib
Jo 1) E i R AN )1 YIS AH 0% (Dhar et al, 2003;
Emami et al, 2004; Katoh, 2003). M K BER I Hz Jk /)
WA 2l Ak 1 B 1 A = R R S
Bm-TFF2, &% /M ARIE 1) HA G2 ollbp3 1K
A /NS A3 P (Zhang et al, 2005)f%) = H-[X 1
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Fig. 1 A: The PCR product of Bo-TFF2 gene from amphibian

cDNA; B:The plasmid of Bo-TFF2-pPIC9K(a) and the
linearized plasmid of Bo-TFF2-pPIC9K(b).
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Fig. 2 The identified of positive recombinant clone
A: pPICOK (KI5 14(a)f1 Bm-TFF2(b) 4555 K G418
PR 8 AT
SDS-PAGE(B)Hll Western blotting(C)ZH7 BH 1k 7 6 T4 4 14 3%
K g R EORAHRE TR 13 k (MR 4T TS T o iR
AT ERE B HCD, TRAE B GS115 F1J6 H M ARk,
A: Identification of 8 clones selected by G418 through the universal
primer of pPIC9K (a) and the specific primer of Bm-TFF2 (b).
SDS-PAGE (B) and Western blotting (C) analyzed the expression of
recombinant protein in positive clones. The results showed the 13 k
protein band existed in supernatant solution of clones, but there was

no protein band in GS115.
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Bm-TFF2. 4 RERBAR, FIFE20 8 5w pEifs
$RIE 72 h, HHAFERE MR R T 4°CUC
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Fig.3 The expression of recombinant protein in various

times and ammonium sulfate precipitation of
supernatant solution

A: 7E 1.0%H EE% S N, Western blotting /347 2 51 8 5 TgAE

24, 48. 72 F1 96h i) Bm-TFF2 {4, B: MFE&ET, % 8

LR HEAT 5 35, Western blotting 7347 40%~ 100% I HFIG

FREDIIE A B TR A e .

A: Western blotting analysis the expression of Bm-TFF2 in 24, 48,

72, and 96 hours for 2 and 8 clones induced by 1.0% methanol; B:

Western blotting analysis the precipitation of supernatant solution

with 40%—100% saturated ammonium sulfate.
3 it it
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