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PCR [L-12p40 cDNA s 940 bp s
( Pichia pastoris) pPICZoC  Clal , Xbal , pPICZaC-
p40. LiCl , Zeocin s p40 Pichia pastoris X-33/ p40, =
05% , p40 s SDS-PAGE ~ Western-blot
44 000,
47%.
. 1212 P40 i Pichia pastoris;
. Q786 . A . 0529-6579 (2001) 02-0072-04
12 (IL-12) 1.2 Easy Select™ Pichia Expression
, P35 PAO kit Invitrogen , Pichia
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20 kb, 984 bp, 328 Topl0"
, P40 34 1.3
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. P40 IL-12 , Qiaquick DNA kit, P40
, 112 s , Zeocin . .
, IL-12 (-, Promega. Gene. GiBco. Invitro-
P40 , gen.
, , 1.4 PCR
, P40 :
=3 ) P40 P1 AGCATCGATCATATGGGAACTGAAGAAAG
. P2 TGAAGATCTTCACTGCAGGGCACAGATGC
p40 cDNA , PCR .95 C 1 min; 60 C 1
p40 940 bp ) min; 72 C 1 min, 30 ; 72 °C 10
Pichia pastoris min; PCR 0=0.8%
) P40 , , Qiaquick DNA kit
1.5
| DNA ' . Zeocin
1.1 pEDp40 1.6
I[-12p40cDNA 2.3 kb , Fasy-Select Pichia Expression kit 5
Aoxl 3'Axl ,  ABI
DNASIS
* : (960059)
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2 : -12 (P40)
1.7 p40 2, pPICZoC 5
LiCl « Zeocin Aox1 , o-Factor , 1
Easy-Select Pichia Expression kit kex2 2 stel3 , 6xHis
1.8 p40 tag, 3'Aoxl :
Pichia pastrios X-33/p40 Clal /Xbal pPICZaC  Clal . Xba
25 mL BMGY (P=1% , b= I . Cal /Xbal PCR
2% , 100 mmol/ L , pH 6.0, P= p40 ) 3
1.34% YNB, 4X10 ° , =1% ), 30
C300 v/ min Ago 2 ~6. PR oroduct Cla 1 Xbal
4500 1/min 5 min, . BMMY S Ll V%
(BMGY ¢=1% ¢=0.5% ) 50 940 bp
ml, ., 28 C300 /min , Ppﬁzfﬁc
24 h 0. 5%, Cla 1 /Xba 1
12, 24, 48, 72 96 h 1 mL,
12 000 r/min 2 min, EP Cla 1 (Xba |
—80 C T. DNA ligase
1.9
Clal Xba |
[4] )
SDS-PAGE, P40
2
2.1 P40 2
P40 Fig 2 Construciton of the recombinant expression vector
, , p40 b thp _l 2 3 4 5 S bp
s p40
, pPICZaC 3" myc . 00
7500—
6xHistag , 5 5000 —
Clal . Xbal , . PCR iz - 2000
w=0.8% , 940 1000 — - 1000
bp ( 1) ’ [ SI-JI'.I
Khbp 1 2 - 250
1 p40
R 3 pPICZa-C-pd0 PCR

2000
Fig 1 PCR amplification
1060
750
500

of p40 gene coding region
1 DL 2000 DNA

250

2 PCR

2.2 pPICZaC-p40
pPICZaf p40

Fig 3 Characterization of pPICZ-C-p40 Clal / Xbal

digestion and PCR amplifi cation

1 DL-15 000 DNA ;

2 pPICZo-C-p40 Cla 1 / Xba 1 ;

3 pPICZe-C Clal / Xbal ;

4 pPICZ0-C-p40  PCR ;

5 DL-2 000 DNA

2.3
pPICZaC-p40
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, pPICZoC p40
2.4 p40 Pichia pas-
toris X-33/ p40
Clal pPICZaC-p40
LiChL X-33 ,
X-33 Aoxl R
Aox1 , Zeocin ( 500
Pg/ml) p40
Pidhia pastoris X-33/ p40 ,
PCR
2.5 p40
Pichia ,
[5], Pidhia pastoris
X-33/p40 BMGY ,
BMMY , 28 C ., 9P=05%
, p40 , 12,
24, 48, 72, 96 h SDS-PAGE,
44 000 ,
4, P40 Western-
blot , 44 000 ,
5, P40
47%, 72 h

T

31000+

4 P40 SDS-PAGE
Fig 4 SDS PAGE analysis for time-course expression of P40
1 ;
2 Pichia pastoris X33/ pPICZaC 72 h;
3 Pichia pastoris X33/ p40 12 h ;
4 Pichia pastoris X-33/ p40 24 h ;
5 Pichia pastoris X33/ p40 48 h ;
6 Pichia pastoris X33/ p40 72 h ;
7 Pichia pastoris X -33/ p40 96 h ;

96700 —
71800 — 8

45400

28700

|

19700

5 Western-blot
Fig 5 Westernrblot analysis of expression products
1 ;
2 Pichia pastoris X-33/ pPICZoC 72 h ;
3 Pichia pastoris X-33/ p40 72 h

Pichia pastoris
. L6l
]1‘_
12 P40 , SDS-PAGE ~ Western-
44 (00, pPICZaC
, 8h p40
, 72 h

, . Pichia

pastoris/ p40 ,
( 100 )
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Sequence Analysis and Characterization of a Novel cDNA Clone

ZHAO Guijun', HUANG Yu-shan', XIANG Meng-ging”, Zhong Xiaofen', XU An-long'
(School of Life Sciences, Zhongshan University, Guangzhou 510275, China;
2. Department of Pediatrics, Center for Advanced Medicine,
The State University of New Jersey at Ruigers, New Jersey. USA)

Abstract: A novel dDNA was discovered through the screening of a human fetal heart library. Genbank searching
and blasting suggested that the cDNA sequence probably encodes a novel protein belonging to A —Kinase Anchoring
Protein (AKAP) family and its predicted protein sequence shows 71%; similarity with AKAP95. RII— binding site
in its 3 teminal was also found by Blasting with Genbank database. The sequence was found to be included in
Cosmid R33907 and F20900 origimated from Q13. 1 locus in Chromosome 19, suggesting that this gene locate in
Q13. 1 on Chromosome 19 and interestingly neighbore with AKAP9S.

Keywords: novel cDNA; PKA; AKAP; BLAST
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Expression of Human IL—12 P40 Subunit in Pichia pastoris

CHEN Xin-hua', YANG Lin', CHEN Qu-hou”, WANG Xunzhang', LONG Qing-xin'
(1. State Key Lab for Biocontrol, Zhongshan University, Guangzhou 510275, China;
2. Institute of Entomology, Central-China Normal University, Wuhan 430079, China)

Abstract: A 940 bp coding fragment of human I1-12 p40 gene was amplified via PCR technique and then cloned
into Pichia pastoris expression vector pPICZaC. After transfoming the linearized recombinant expression vector into
the yeast strain X-33, we obtained the engineered yeast strain Pichia pastoris X-33/ p40. The p40 gene was secretly
expressed after induction with 0. 5% methanol. Both the result of SDS-PAGE and Western-blotting pooved a 44 000
potein band in the superatant of medium. Gel scanning revealed the expression product acounted for 47% of the
total supernatant protein.

Keywords: hIl-12 P40 subunit; Pichia pastoris; expression



