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Table 1 Bacterial strains and plasmids
Tl ke kL FRAIE e Bl SCHk
Strain and plasmids Characteristics Source or reference
A LA R R A U
YBT-020 ﬁfliji ﬁafuﬂ@*uj_i'%i‘ %E\A A o [9]
Wild-type strain of B. thuringiensis ssp. finitimus
T S B RS
BMB171 %aﬂﬁik_xﬁk J2E $ ¥ e . e - _ [10]
Acrystalliferous mutant of B. thuringiensis ssp. kurstaki
Escherichia coli
DH5 AT W F-¢80lacZA M15 A(lacZYA-argF) U169 deoR recAl endAl 28 H BT AE SL S S AR
e hsdR17 (rk-vmk—+) phoA supE44 Athi-1 gyrA96 relAl Stored in our lab
EPI300™ ) BAC X5 7 Host strain for construction BAC library Epicenter
pCC1BAC BAC CEM 44K , CmR Plasmid for construction BAC library Epicenter
KIGFE B 95 = 4 2 MU B S 2 344, AmpR , ErmR® 2 3 T A S0 5 R A
pHT304 . L < .
E. coli and B. thuringiensis shuttle vector Stored in our lab
pHT304E KB HHE AR AmpR,ErmR E. coli vector,deletion derivative of pHT304 AHF5E This work
BAC27S pCCIBAC #fi A 35 kb J B, % 1 BRI T p26 EH AR T T ARAT
P e pCCIBAC containing a 35-kb fragment of p26 containing cry26Aa Stored in our lab
HT304E ffi A 12 kb EcoR T SR BORIE T pBAC275
pRepl P ﬁ coR LB A BRIRT pB AWF5E This work

pHT304E containing a 12-kb EcoR I fragment of pBAC275

25 b IR ) 1 A R P VD L DNA S 22 il e
MR (CIAP) ., % i Taq.Ex Taq DNA ¥ 4 .
dNTP 4 F DNA 43 F it & b5 fE 55 1) 24 TaKaRa
ANFE A DNA NG & Omega 23 A 77
FHF MR H5E e v ml e DNA R B
1.3 DNA M EMMEIMRIESRWL

DNA [ BV | 25 0 2 1k | 3% $2 45 45 4R 1 4 IR it
L T HEAE I 7 AT . KA B CaCl, 832 25 11 1l
£ G BEOSCRR (11 ]y ik alk AT .

14 L

K AT B HL 3% R 2 & EPI300 3K [ Epicen-
ture, F5 Ak Jr T e BRUL A 5 UEAT , 25 AT BT 104 R 9 Jak
ZAS T 5 e Ak vk e BRSCEk [ 12-13 ]/ ik iF
7. HE AL ] GenePulserTM HL #% fk X ( Bio-
Rad) .,

15 BAC XEHHEIMEHE cry26Aa (L FH
i 1%

Ph 4 PR AT R 3 U AP YBT-020 B fk BAC
SCHEEA S Bk [ 14 ], B DNA B £ 38 AR o5
TG BE A L A e ) Hoind TR 58 4 BV 5 ik ob
VKAYES . 4y TR 0 DNAH H vk Bk A [k
Ml 75 5] 1) DNA F BRI Hind Il B Y B 2 85 W 16
A E AR pCCIBAC 78 16 “C # ##83d 4 h, PRECPH M
TLIE TR SO, B cry26Aa BEHIKIT 519 pl:
5'"-CAAGTGCGAGGGATGAAAAC-3" Hl p2.5'-
CGCCATAACGGATCAAGTAG-3", M 3C FE h %
EEH cry26Aa TR T,

1.6 DNA iUl = #0 43 #7

ARSI N SCE R iR 1 S A
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A KB sE BB # AR pHT304 b, I B0 )
HF . H SeqMan 4 (DNAStar) 41 %% ¢ 41, ¢
H) H Xt 43l NCBI ) BLAST,
1.7 EARNHME

¥ pBAC275 H1AY 12 kb iy EcoR T Bt %
Ak pHT304E b AR45 BTk pRepl s Bl J5 6 1% Fr Bt
HEAT M 5 B AL i — R A Bl R A4
18 HEREMELR

e IRB ZEH A5 I O K R O A R 2 A B
AL HEM LB R, KW 8 h #
1/1 000%% Fh it % £z 2 97 ff LB AR s % 2k 5% 82 3
W AL AR R BGE B 40 AR b . B B B )5 TR
JEH 107 ~10 "By W IR A LB F .30 C ¥ 5%,
K PR YR IS L PR 100 S8 75, [A] I 5 b 21 4t
PE R TCHPE LB Ao WG H ik & £ 2K, 30 ‘CHE
FIEITEBIE R S A EE A %, BN E
23K,

2 HERESMW

21 EFFEERE pHT304E W&

pHT304 g K ¥F 1 958 2 4 28 MOAT 1 20 4 2%
A, R T 3R A F ek pHT304E, | EcoRV
iU 4s pHT304 75 = 4 2F A B 2 %l 7 )5 A i
54k DH5 o BREUR A6 T, 38 5§l U0 3647 30 0E (B 1)
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— ek BMBI71, % LA GEFE 95 =5 & 2F ML AT
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12 3 4 5 bp
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1. EcoRV 1] Digested with EcoRV; 2. BamH | 1] Digested
with BamH 1 ; 3. Hind [l B ¥ Digested with Hind Il ; 4. il 2
pHT304E Jfiki Plasmid of pHT304E; 5. Marker A(Digested with
HindIlD).
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M pHT304E A #/kF R, B X 4> 12 kb 1Y
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fiti U1 5k (B 2-B) , 45 2 /R pRepl EcoR 1 g )™
A= 4.4 kb A1 12 kb W45, DLW A6 7 1IE 84 .
23 BRNEHITHEEEBHHE

TR E p26 B ER /N W BB BN 12
kb i EcoR 1 FBc it & (R4l sl M HEAR WA 3) .18
o AR — R B, PR X i B O e A
pHT304E I A i i b 95 = 4 28 M AT 18 JC o hr 58 7%
Pk BMB171 mofs i HOE 5 B &2 Re 7, 45 3R s
S48 520 or 15 F or £16 09 BEA et k47
AL HE or f15 K or 16 19 7 B, 5
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M. HET DL EZER BN BURL p26 (Y 35/ i IX A
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F 30 HE S 43 BT 45 SR R L or f15 GRS 427 AN
B2, A E 0B 1 H A 2 D Re i A A R R
AHEEANT A 1A 8 iE-5 /f-12 € (HTH)
DNA 2544k, 57 ORF15 1] fig 2 i 3 &2 i i 1f 2
HB I EE sor £16 S t5 719 A28 55 1R F 78 IR 24 A
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M
24 RNEHITNEEENRE ST

G WUFHREN or £15 F or 16 IR /NE i X
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BRI IX R T B R DI Re Ak, 8 AT L 4 S A
A M

A:LB ¥ # LB plate; B: LB+ Erm ¥4 LB plate added with

Erm.
B4 p26 RNAEFIRBIEEMSEED
Fig.4 The stability detection of minireplicon of p26
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EDR R 19 32 RRAED B T T B R 19 K R, ok
8 22 1 A IR 2 LA TR IR 190 e DR Bl e, i PR 4 )
it 4 B 22 B0 R 25 AT BT A b e T 14 i [ v
B 5 R S 8 A W] Y 81— B RS
BRI, e pBC210M 0 pE33L466

T A F AT YBT-020 &4 2 4N KJFHKL, U
A SEIE W A AR 2 R DY cry26 Aa 3E RLTEZ) 200
kb MK BURL p26 b ABEGE B T4 5 P 5 1 0 A
R SCFE R THRBER] 14 35 kb (R B &0 LA

e X234 K BRAE cry26Aa FE PR B SIT X 38 AT A A7
TE p26 M9 &2 i X, o A4 HE 0y 2 o B AR
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X R TORL I 55 76 40 L 2 R i
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R PR S 0 2% W o5 /N 2 o T B B BR T RE A8 A2 A A1
i BE A BRL B E AL, L XF 4R B & B ORF15
ORF16 FFAE & | AL 3 30 43 25 HLH A FRAE
T B X 2 A2 52 0 % B ORF15 7] LA 3 40 2% Ck & %
PED SHEM ORF15 76 Bk oy 85 e EZA/EH . p26
N X Re g e e B IR, nl o R RIBAT IE
FTR 2= 4 28 HUFT 11 52 B R 3R TR SR B AL A1 L
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Cloning of a replicon of plasmid p26 from Bacillus thuringiensis strain

JI Si-si ZHU Yi-guang PENG Dong-hai RUAN Li-fang SUN Ming

State Key Laboratory of Agricultural Microbiology s Huazhong Agricultural University ,
Wuhan 430070,China

Abstract In this study.a 35-kb fragment was screened from the genome BAC library of a Bacillus
thuringiensis strain with special primers. Sequence comparison of this fragment indicated that it con-
tained a replicon of the plasmid p26. To test whether this fragment contain a replicon or not,a vector
pHT304E that does not replicate in B. thuringiensis was constructed through deleting a 2. 1-kb EcoRV
fragment of pHT304 which containing the replication protein of B. thuringiensis. A 12-kb EcoR | frag-
ment cloned with the probe of replication vector pHT304E revealed that it was capable of supporting the
replication in Bacillus strain. The replication region of p26 was still stable after 40 generations under the
nonselective condition.

Key words Bacillus thuringiensis ; plasmid; special primers; BAC library; cloning; replicon; dele-

tion mutation
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