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Abstract: The full-length sequence of integrated Bt gene in genetically modified rice TT51-1 was amplified and cloned into
pGEM-T vector. After sequencing was confirmed, the Bt gene was inserted into pET-28a expression vector using Hindll
and BamH I . The recombined pET-28a-cry was transformed into E. coli BL21(DE3)and the recombined target pro-
tein ('CRY) was expressed in E. coli BL21 (DE3) host cells under 0.1 mmol/L IPTG induction. The purified rCRY protein

with the relative molecular mass 7.1 x 10* was recovered from SDS-PAGE gel by denaturation and refolding of inclusive

body protein. This work would be helpful for the development of new GMOs detection methods.
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Tab.1 Primers used in this study

Hi& AR Fe51 (5°-3°) SIYKEEMt YK B/t
. Cry-F CGGGATCCATGGACAACTGCCGTCCATACA 30
Bt HEIH 4445 1 v 1844
Cry-R CCAAGCTTATTCAGCCTCGAGTGTTGCAGT 30
pET-cry-up-F CATACCCACGCCGAAACA 18 491
. pET-cry-up-R CTGGCACGAACTCGCTGA 18
WG IE
BARHRRIES |9 pET-cry-down-F TTCACTCGGTAACATCGT 18 73
pET-cry-down-R TAGTTCCTCCTTTCAGCA 18
T7 TAATACGACTCACTATAGGG 20
T il —
RS SP6 ATTTAGGTGACACTATAG 18
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PCR S % (50 pL) 7: 100 ng/uL #iflz DNA
1 uL, 10 x PCR Buffer 5 uL, 10 mmol/L dNTPs 1 pL,
10 mmol/L | FiE5 #1451 uL, 5 U/uL Taq fif§ 1 uL,
KW EBETIK 40 uL. P HFEFH: 95 CHiAH
5 min; 95 ‘CZEM: 455,56 ‘CiEk 45 s, 72 ‘CHEfi
2 min, 331 35 MEH; 72 CHEM 10 min. PCR 774
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Wiy 78 ) 20 58 Ok pET-28a-cry #41k E. coli

BL21(DE3) , $kHX Kan HUlk &R HTEL, BUSG =Y
P 10100 IIA KanHilk 2 x YT WA SR, A
ZHeFE 0.1 mmol/L B IPTG, 25 °C . 120 r/min %555
F% 6h, IR &M MR IE T, 12% SDS-
PAGE #:igeik i, WPHMEEE 37 CAMF F T
KSR, S PR 2O AR AL IR A, TritoxX-
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225555 (1) T8 BB R (mg/mL) .

TE SRR = 1.45 X Ay30-0.74 x Aygp (1)

2 HERE5HMH

21 BtEER[E

EEILROKFE TTS1-1 JEH4] DNA $#2HUS 1%
JEBHEE I L RGN 25 SR 7R , DNA 2735 M |l it 58
U JCRERRRECS RNA J55% (K] 1a). Bt ZEH Y 1415
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Fig.1 Results of Bt gene cloning

22 EFERREBEHEREE

T-cry R4 Hindlll'5 BamH 1 WYIE§HEILE,
A 1.8 kbp HINEH S 3 kbp ZRiRL kA 444 (&
2a) . pET-28a JFikiZ Hindlll'5 BamH | NYIEHNAL,
FEr 5.3 kbp BAKRL ML 4 (B 2b) . DI [N
1.8 kbp H 41 544k pET-28a, 54 1L IM109

.
¥
>

Xy
S5
S o¢
~

SEE

¥
&3

5.3 kbp
1.8 kbp

(@) T-cry WY

(b) pET-28a X

(c) EELHJTTRL PCR %

Ji » Kan AR Pk U B4 BT AL R SR BUTORE. 244
AIGUES 953 A F T g e S P, PCR 46
EBIFRAST 491 bp 5 273 bp K/ (F
2¢). #—2 Hindlll/BamH 1 3GHI K60 25 FiF B
TRINH A F R 8A pET-28a-cry, Bt KEPRf AL
B IER IR (] 2d).

(d) BRI E

2 pET-28a-cry RiZRiEH AHE

Fig. 2 Construction of prokaryotic expression vector pET-28a-cry
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Fig. 3 Prokaryotic expression and purification of recom-
bined CRY1Ab/Ac protein
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