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571101
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Volvariella volvacea 4C
1-3
4
56
THP Thermal Hysteresis Protein — Michael G.
Choristoneura funiferana 411bp
AFP 10~30 7 100 *°
THP PCR
THP
1
1.1
pUCI9AP E . caliDH5a pCAMBIA1301 pGEM" T-Vector
Promega
1.2
Neo I BstZ1 Promega BstEIl T4 DNA Taq DNA Biolabs
Kit DNA Kit  PCR Kit Roche Diagnostics
1.3 PCR
THP AFP1 5'-TGCAGGAATCGGCACGAGGAA-3’ AFP2
5’-GACTTTCATGGCTTAATTAGC-3’ OPERON
1.4
BstZ1  BstEIl
Oligo 5'-GGCCGCCATGGATGGTAACCAAGATCTAG-3" 29BP 5'-

GTAACCTAGATCTTGGTTACCATCCATGGC-3" 3bp

1.5 THP

1.5.1 DHS5«

" 39960050
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1.5.2 THP PCR PCR 10 x PCR Buffer 25mmol/L MgCl, 5.0pL. dNTPs 10
mmol/L. 1.0pL. Primer AFP1 10pmol/LL. Primer AFP2 10pmol/LL 1.25ul. Taq DNA 5U/pll 0.25pL
2.0pL ddH, 0 39.25uL 50pL 94°C 5min 94°C 40s 55C
30s 72°C 1min 35 Cycles 72°C 6min
1.5.3 PCR PCR PCR Kit
1.5.4 PCR PCR pGEM® T-Vector
DH5a 37°C
1.5.5 PCR QIAGEN Kit
DNA ABI377A°  DNA THP pGTHP4
1.6
1.6.1 pCAMBIA 1301 pCAMBIA 1301 1.5.1 BstEll
pCAMBIA1301 pCAMBIA 1301 15pL 1.1pg/pl. 10 x NE Buffer3 3.0pL BstEIl 5U/pL
3.0pL ddH, 0 9.0pL 30pL 60°C 2h 3.0pL 3mol/L. NaAc pH5.2 60pL
DNA 12 000r/min Smin 100:L75%
12 0001/ min 2min
ddH, 0 25.2uL DNA 10 x Buffer D 3.0pL. Neo I 10U/pL. 1.5pL BSA
10pg/pL 0.3pL 37°C 2h 1% DNA
Kit -20C
1.6.2 pGTHP4 pGTHP4 1.5.1 BstZ1  Neo 1
Neo 1 pGTHP4 3.3pg/ul. 5.0pL 10 x Buffer D 3.0pL Neo 1
10U/pL. 2.0pL BSA 10pg/pL. 0.3pl 37°C 2h BstZ 1 10U/pL 2.0pL 50°C
2h  1.6.1 THP -20C
1.6.3 0D 2 66pg  29bp  30bp  Oligo S0uL ddH, 0
10min Oligo DNA 13 000r/min 30s 25pL
95°C Smin 10min 5 000r/ min 10s -20C
1.6.4 T4 DNA
30pL 10x T4 DNA Buffer 7.0pL. T4 DNA S5U/pL 3.0uL. PCR
16°C 16h 1% 1.6.1 -20C
0.1pg/pl 8.0pL 10 x T4 DNA Buffer
2.0pLl. T4 DNA S5U/pl. 2.0pL 14.6pmol 2.0pL ddH, O 6.0uL 20.0pL  PCR
16°C 16h pCTH823
1.6.5 pCTH823 pCTH823 DH5«a 10
50pg/ml. LB 37C 1.6.1
-20C
1.6.6 PCR pCTH823 Primer AFPIt  AFP2 pGTHP4
PCR 1.5.2 PCR 1%
1.6.7 pCTH823 Bl 1l pCTH823
pCTH823 3.12pg/pl. 6.0pL. 10 x NE Buffer3 3.0pL. Bgl Il 5U/uL 4.0pL ddH, 017.0pL 37°C
2h Bglll  EcoR1I pCTHS823 Bgl 1l
1.6.1 DEAR ERl 2 B M MR ST AT B A R4 hteo:// journafdHa0adden



3 THP 377
OpL. 10x Buffer H3.0L EcoR [ 12U/pL 1.7pL BSA 10g/pL 0.3ul 37°C 2h
1%
2
2.1 THP PCR
PCR 1 PCR
23 THP
400bp  500bp H, 0 1
DNA
2.2 PCR
PCR DNA
2 THP 411bp THP : pert
M.100bp  DNA Marker
2.3 pCTHS823 11,0
pCAMBIA1301 GUS PCR
pGTHP4 THP 23
pCAMBIA1301 PCR
GGGCCCGACG  NCGCATGCTC CCGGCCGCCA TGGCONTGGG  ATTTGCAGGA  ATCGGCACGA 60
| Neco 1 | |—~ THP
GGAAAGNGNT ATTTTTTTIT AGTTTCAAAA GTTGTGTACA TTITTCTCAA  GTATCATGAA 120
GTGTTTAATG CTGATCATGG CTCTAGCCAT TATCAACACT  GTATCTTCTG  ATGGCTCGTG 240
TACAAACACG AACTCTCAGC TCAGCGCAAA CTCCAAGTGC GAAAAATCGA  CGTTGACCAA 300
CTGCTACGTC GATAAAAGCG AGGTTTACGG CACTACCTGT  ACAGGAAGCC GATTCGACGG 360
AGTCACTATA  ACGACTTCAA CATCTACCGG TTCACGTATT TCAGGCCCTG GATGCAAGAT 420
TTCCACTTGC ATTATCACCG GGGGTGTACC TGCTCCATCA  GCTGCTTGCA AGATTTCTGG 480
ATGTACTTTC  AGTGCTAATT AAGCCATGAA AGTCAATCAC TAGTGCGGCC GCCTGCAGGT 540
THP | | Bsz1 |
2 THP DNA
pCTH823 3
2.4 pCTH923 PCR
PrimerAFP1  PrimerAFP2 pCTH823 pCAMBIA1301  pGTHP4 PCR
4 4 pCTH823  pGTHP4 500bp
pCAMBIA1301 H,0
pCTH823 pGTHP4 THP
DNA Kit pGEM" T-Vctor 2
THP
2.5 pCTHS823
Bgl 1l EcoRI1  Bglll 5 5
pCTH823 10.25kb 1kb  1.5kb
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Xhol pCAMBIA1301

11837 bp

Apal
Sph 1
BstZ1
Neo1
SacIl

THP

N Spel
Not1
bV g’& BstZ1
&
%Q > < Sal 1
Y BstX1
T4 DNA Ligase
5 GTTAC CATG
— 77—
GTAC CCGG
l T4 DNA LigasetAdapter
2
J‘}lo
(0 0{[:7 %6: 35 g;z ?l
A A Sall

HindIII

pCTHS23
10254 bp

4’%01
Sz,
e/,f’f
%,
Nher %
e %,
3 pCTH823
4 pCTH823 5 pCTH823
PCR
1. pCTH823 PCR 1. pCTH823  Bgl ll
2.pCAMBIA1301 PCR 2. pCAMBIA1301  Bgl I
3.pGTHP4 PCR 3. pCTH823EcoR 1 Bgl Il
4.H,0 PCR 4. pCAMBIA13013EcoR I Bgl Il
M.1000bp ~ DNA Marker.

. L 1( _DNA Marker.
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1.23kb pCAMBIA1301
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Re-cloning of THP Gene and Construction of High Efficient
Expression Yector of Volvariella volvacea ™

Guo Ligiong Lin Junfang” = Chen Shoucai Xiong Sheng
National Key Biotechnology Laboratory for Tropical Crops . China Academy of Tropical Agricultural Sciences Haikow 571101 China

Abstract PCR technique was used for amplifying THP gene in an unknown vector with primer
AFP1 and AFP2. Then THP gene was ligated to pGEM T-Vector to be the plasmid pGTHP4. The
plasmid pCAMBIA1301 was digested with restriction enzyme BstE [[ and Nco I and digestion
product was separated with 1% of agarose gel then big fragment containing promoter was isolated
and purified with the Agarose Gel DNA Extraction Kit. At the same way the plasmid pGTHP4 was
digested with restriction enzyme BstZ | and Nco | and the small fragment containing THP gene
was purified from 1% agarose gel with the Agarose Gel DNA Extraction Kit. The big fragment and
the small fragment were ligated at Nco | digested cohesive-end. The ligation product was re-ligated
to be cyclic plsmid by addition to a specific adapter resulting in the pCTH823 a expression vectorof
V. volvacea .

Key words Volvariella volvacea THP gene Straw mushroom expression vector

* Project Granted by National Natural foundation of China 39960050

" Author for correspondence © PERFREHBEDFRMATIRKSHIESS http://journals. im. ac. cn





