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1
1.1
DH5cx , pMD18-T Tag DNA
T, TaKaRa R
( ) EcoR Kpn
NEB , M-MLV BBI , DNA
DNA
1.2
1.2.1 cDNA ( )
1.2.1.1 RNA
, TRIzoL RNA FastTrack®
MAG mRNA mRNA ,
( ,2010)
1.2.1.2  Uncut cDNA
cDNA CloneMiner , 0.5mL
1 2 3 4 5ugmRNA,
DEPC 12uL, biotin-attB2-Oligo (dT)

, 65°C 5min, 45°C
2min; 5 >< Buffer 4uL, DTT
(0.1mol/L) 2uL, dANTPs (10mmol/L) 1uL, 45°C

Primer (30pmol) 1uL

2min; 1 2 3 4 5uL SuperScript III RT
, PCR 45°C 20min; 50°C 20min; 55°C 20min
cDNA 20uL
DEPC  91uL, 5> Buffer 30uL,

10mmol/L dNTPs 3uL, DNA (10U/uL) 1uL,

DNA I (10U/uL) 4pL, RNaseH (2U/uL) 1uL,
150uL, 16°C, 2h T, DNA 2uL,

16°C, 5min; 0.5mol/L EDTA (pH 8.0) 10uL;

cDNA attB1 : cDNA 6puL,
Adapter 5>Buffer 10pL, attB1 Adapter (1pg/uL) 10uL,
0.1mol/L DTT 7uL, T, DNA (1U/uL) 5uL,
DEPC 50uL 16°C, 16—24h

BP : cDNA 14uL, pDONR222 (250ng/uL)

1uL, BP Clonase® 11
25C, 16—20h
DHI10B: BP

K, 37°C, 15min, 75°C, 10min
30—40

4uL, 20pL

2uL
8uL TE Buffer
cDNA s
: 10pL
100 , 50uL LB ( ),
CFU/mL =
=<10°uL

/50uL >< 100 <1

24
PCR

1.2.1.3 cDNA
Uncut

30C , , OD

Uncut

(300ng/pL1uL), pGADT7-DEST

(300ng/uL) 1uL, LR Clonase II 4uL, ddH,O
14uL 20uL 25C, 16—20h
, DHI10B,
15mL , 37°C, 225—250r/min
1h; , ;
20% -807C,
1.2.14
10°  10° , 30pg/mL
LB , 458 ,
GenBank
1.2.2
1.2.2.1
EcoR Kpn

XCferF: 5'-CGGAATTCGAAACGATG-
TCTCTGTCAAGA-3'
XCferR: 5'-GCAGGTACCTTAGCTGT-

CGCCATC-3'
1.2.3 RNA RNAiso
RNA, M-MLV
cDNA PCR ferritin
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R 1 95C Smin, 94°C45s, 60°C BMGY ,30C 1d; ,
45s,72°C45, 30 , 72°C 10min, 1500<g Smin; BMGY ,
, 16°C ImL BMMY , BMMY
pMD18-T 6h, DH5a, 30°C ;
LB , 37°C 100pL SDS-PAGE ; 100pL 40%
PCR , Invitrogen s , , 30°C ,
LB 24h, 1500<g 10min ,
pMD18-T-fer SDS-PAGE
1.2.4 pMD18-T-fer
pPink-HC  EcoR Kpn Sh, 2
pPink-HC , 2.1
1 7 , Ty 16C , 2.1.1 RNA la
DH5a, LB , 28S 18S 2 1,
37°C PCR , RNA Ib  mRNA
, Invitrogen s 500bp,
, pPink-HC-fer
1.2.5 1 < 12,000
YPD 28°C 2d;
10mL YPD 28°C 12h;
30uL 50mL YPD ODgg0
13—1.5 1500=<g 4°C 288
Smin, , 50mL ddH,O 188
25mL 1mol/L
; 150puL  1mol/L ,
1.2.6 40uL
Sul , b
Smin; 2000V 25uF 200Q Sms, i RNA () mRNA (b)
> ImL YPDS > Fig.1 The pattern of total RNA (a) and mRNA (b) of P. esculenta
, 28°C 2h 200uL
PAD ,28°C 2d; ,PCR 2.1.2 Uncut 6.19><10°CFU,
1.2.7 10mL 100%, >1.2kb ( 2)
bp

2 Uncut
Fig.2 The size of the inserted fragment pattern of Uncut library
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2.1.3 6.09><10°CFU, 2.2.2 pPink-HC-fer PCR
100%, >1kb ( 3) PCR 1% , PCR
2.14 200 548bp, Sa , 500bp
, 1 , 67 , ,
, 132 29.54%, ferritin R
15.9%, 10.6%, 2.2.3 PCR PCR
8.3%, 6.1%, 29.56% 1% , ferritin
. 5- (5-amino levulinate syn- ORF 525bp, pPink-HC
thase) (bleomycin hydrolase-like) 157bp, 742bp, 5b 750bp
(fibrinolytic protein) ,
(glutamine synthetase) (heat shock protein 2.3 SDS-PAGE
70, 90) (nonspecific alkaline 12% SDS-PAGE ,
phosphatase-like) (lipase) 20kDa, pPink-HC
(metalloprotein) (mitochondrion) , 3kDa,
(thioredoxin-2-like) (protein phos- 23kDa; 6a ,1 2
phatase) C(troponin C) (ubiquitin) 29.0kDa  20.1kDa ,3
2.2 ; 6b 1
2.2.1 PCR PCR 1% , 2 ,
, ferritin ORF 525bp, pPink-HC-fer
23bp, PCR
548bp 4 500bp 3
; ferritin , , 20

3
Fig.3 The size of the inserted fragment pattern of yeast two-hybrid library
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CONSTRUCTION OF ¢cDNA LIBRARY BY YEAST TWO-HYBRID AND RECOMBINANT
EUKARYOTIC EXPRESSION PLASMID OF PHASCOLOSOMA ESCULENTA

ZHANG Yun-Yun', ZHOU Jun', LIYe', ZHANG Chun-Dan',
CHEN Li-Ping', LI Tai-Wu?, SU Xiu-Rong'
(1. School of Marine Science, Ningbo University, Ningbo, 315211; 2. Ningbo City College of
Vocational Technology, Ningbo, 315100)

CAI Jiang-Jia',

Abstract

clones. The rate of recombination was 100% and the average size of inserts was larger than 1000bp. 200 clones were se-

We constructed yeast two-hybrid library of Phascolosoma esculenta, containing 6.09>10° independent

quenced. The sequencing results show that there were 1 control plasmid and 67 unknown kinds of genes in total. Among all
the 132 known genes, the genes related to mitochondrial protein accounted for 29.54%, hemerythrin 15.9%, ribosomal
protein 10.6%, ferritin 8.3%, actin 6.1% and other genes 29.56%, including 5-amino levulinate synthase, bleomycin hy-
drolase-like, fibrinolytic protein, glutamine synthetase, heat shock protein 70, 90, nonspecific alkaline phosphatase-like,
lipase, metalloprotein, thioredoxin, protein phosphatase, troponin C and ubiquitin. Based on the ferritin genes of P. escu-
lenta, we constructed the recombinant eukaryotic expression plasmid pPink-HC-fer with primers designed by two enzyme
sites EcoR and Kpn . The fragment was successfully constructed and judged by PCR and sequencing. The product was
constructed successfully through identified by SDS-PAGE after transformed into yeast by electroporation. The molecular
weight of the fusion protein is 23kDa.

Key words yeast two-hybrid library; eukaryotic expression
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