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Pgracl00-amyQ-C-His-Cm

PR S 2L (23
D2522-1ug Pgracl00-amyQ-C-His-Cm lug
D2522-100ug Pgracl00-amyQ-C-His-Cm 100pg

FEanfEaT

> Pgracl00-amyQ-C-His-CmJE 2 = K& 19— F TRl E 2 AT B 0 W RIBCofi & A HishrE (His tag) i B HE FERIK AL,
TRL A K AT B8 /R R 2 FROAT B SRR ORE,  PIAE R T B Fh A T 3 A AN 1 D E A B2 P B Fh T S K TSN L R0,

> AR E A Pgracl0058 53 FMLaciR T, AILMER N E-B-D-IfCEASEE IPTO)IE S FexUss) HERZIA(L, 2], £

% v BN R LIRS A Y 77 Al AN A LIRS PRI H ORI, sl DARIRCHIT B HisER HIVEH, A6, ARPTRIE S

BIEMEFamy QIS Sk, FIEE B AR 953 SIS B2 AT iR A b B R B

MBS AT B (Bacillus subtilis)@ TNV A —FE 2Rk, BAEMNSERIK, EBORME. BET RIEW. 5 IE ke

SR A5 EEFRERE, B RIRE ORI WA T 1T ARG AT R USRI A ORI R, TIFE K

FREE RN BE D R SR 75 (8, DARDIEE AR AT /A B2 AT I SRR B, S MR E RS R CE R AT B A 52 A IS e

MR FAT B A T AN R 1 2RI [3]

Pgracl00-amyQ-C-His-CmgEFiEa-7E#iamyQfE S Ak (Z IR F5: MIQKRKRTVSFRLVLMCTLLFVSLPITKASA), #J

HAT5ISHNEARSIBRIK, &AM S O el & UG HUE S KR AR (SRP) 2 7 FHER IR A @ Sec 7tk

FLMPERE, Bk EIMER, HUEEAKEE(SPase )2 IHBlamyQE SRR FFH, RIA-X(EEEEMR)-A, I BAERE

—ANA(REIR) G~ ARY), BBEAEH, ZEERER TS FHEER TR EMNESB R[4, 5. Fit, WREH

O I g% s PR 7 P R BamyQE SINFHI 2 f5, HIEHMINHASIRE LM 2 REEMRIRE, ATASKHHME

FIR5EERIB,

AR R B R (Ampicillin) i1 &% £ (Chloramphenicol) WHilE, EXBFFEFETIAY N, HEETEERMEK

JE9100ug/ml, TERGEF AT A TR RIAN, 3 RS RREIRE 5ug/ml [6].

A FRLIE F T ARG B2 AT B 168 A 4BAK(D0441), (R AR B 2R AT IR RS2 SRR, B — AN LA TORL Y R AT B,

B 1 R BTAE BRIR A, X8 TG e ARAEBA X BRSCRRIE T, PG AR A A IR, W S A B e (e 7

PSR R AT RS2 25l s 1l & (D 0312),,

Pgracl00-amyQ-C-His-Cm/iiii(8058bp) FIE WU T :
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Pgracl100-amyQ-C-His-Cm
8058 bp

BamHI (z351)
Xbal (zzsm
PstI (zs70)
NotI (zss88)
Xmal (2927)
Smal (2020

Terminator

> Pgracl00-amyQ-C-His-Cm/Fih i 3 Z5 540 R
Feature Nucleotide Position
Chloramphenicol resistance ORF (Cm) 113-763



lacI 1298-2380
Pgracl00 2632-2748
Lac operator 2709-2733
Ribosome-binding site (RBS) 2739-2746
AmyQ (signal peptide of a-amylase) 2755-2847
Multiple cloning sites (MCS) 2851-2894
8X His 2896-2919
Terminator 2935-2960
repA 3161-4194
AmpR promoter 6135-6239
AmpR resistance ORF 6240-7100
ori 7271-7859
» Pgracl00-amyQ-C-His-Cmff) 2 s PN R 40 T :
gracl00 promoter
5632 AGGAGGTAAG GATCACTAGA AAATTTTTTA AAAAATCTCT TGACATTGGA
TCCTCCATTC CTAGTGATCT TTTAAAAAAT TTTTTAGAGA ACTGTAACCT
Lac operator
2682 AGGGAGATAT GTTATTATAA GAATTGCGGA ATTGTGAGCG GATAACAATT
TCCCTCTATA CAATAATATT CTTAACGCCT TAACACTCGC CTATTGTTAA
RBS amyQ
2732 CCCATATAAA GGAGGAAGGA TCAATGATTC AAAAACGAAA GCGGACAGTT
GGGTATATTT CCTCCTTCCT AGTTACTAAG TTTTTGCTTT CGCCTGTCAA
5782 TCGTTCAGAC TTGTGCTTAT GTGCACGCTG TTATTTGTCA GTTTGCCGAT
AGCAAGTCTG AACACGAATA CACGTGCGAC AATAAACAGT CAAACGGCTA
A S A BamHl1 Xbal Pstl Spel Aatll
2832 TACAAAAGCA TCAGCTGCTG GATCCATGTC TAGACTGCAG ACTAGTGTCG
ATGTTTTCGT AGTCGACGAC CTAGGTACAG ATCTGACGTC TGATCACAGC
Notl 8X His Xmal/Smal
2882 ACGTCGCGGC CGCACATCAC CATCACCATC ACCATCACTA ACGTCCCCGG
TGCAGCGCCG GCGTGTAGTG GTAGTGGTAG TGGTAGTGAT TGCAGGGGCC
Terminator
5932 GGCAGCCCGC CTAATGAGCG GGCTTTTTT
CCGTCGGGCG GATTACTCGC CCGAAAAAA
> Pgracl00-amyQ-C-His-Cm A HIEE VI s f4E :
Aarl Absl AcclII Acc361 AccB7I Acvl Adel
Afel Agel Alel Alol Aorl13HI Aor51HI Ascl
AsiGI AsiSI Aspl AspA2I Avrll Axyl Bael
Ball Barl BbrPI BbvCI BfuAl BlnI Blpl
Bpull021 BsaMI Bse21I BseAl BshTI Bsml Bspl3I
Bsp68I Bspl4071 Bspl17201 BspEI BspMI BsrGI BssNAI
Bst11071 BstAUI BstENI BstZ171 Bsu36l BtuMI Bvel
Celll Cfr421 Cpol Cspl CspAl Drall Dralll
Eco471II Eco721 Eco81I EcoNI Eco01091 Fsel FspAI
I-Ceul I-Ppol [-Scel KflI Kpn2I Kspl MauBI
MlsI MIuNTI Mrel Mrol MroNI Mscl Msp20I
Mssl Mval2691 Nael NgoMIV Nrul Olil Pacl
PalAI Pasl Pctl Pdil PfIFI PfIMI Pfol
PI-Pspl PI-Scel PinAI PmacClI Pmel PmlI PpuMI
PspsIl PspCI PspPPI PspXI Psrl Psyl Rgal
Rigl Rrul Rsrll Rsr2I Sacll SanDI Sbfl
Sdal SfaAl Sfil Sfr3031 Sgfl SgrAl SgrBI
SgrDI Sgsl Srfl Sse83871 SspBI Sstll Tth111I
Van91I Xagl XmaJl
> Pgracl00-amyQ-C-His-CmH i S EGIAL= FI45:
Aatll Acc631 AfITI AhdI Apal BamHI BmgBI
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Bmtl
BssHII
Hpal
Nsil
SexAl
Xbal

Bpulll
BstEIL
Kasl
PaeR71
Sfol
Xhol

Bsal BsaBI
Clal DrdI
Kpnl Mfel
PIuTI PshAI
Smal SnaBI
Xmal Zral

> Pgracl00-amyQ-C-His-Cm#E= FHRINT 5 175140 T

Forward primer (2598-2617): 5'-GACCTCGTTTCCACCGGAAT-3'

Reverse primer (3195-3214): 5-TCTTCTTCCGTGATTCCTTG-3'
> Pgracl00-amyQ-C-His-CmH 27 5(E RIES %58 = KRG _EIZBUR 5 R

BseRI
Eagl
Narl
PspOMI
Spel

BsiWI
Eco53KkI
Nhel
Pstl
Sphl

[ZEICEN
7 S LR (2ES
D2522-1pug Pgracl00-amyQ-C-His-Cm lug
D2522-100ug Pgracl00-amyQ-C-His-Cm 100pug
— Wil 11

RIFEM:
20°CIR1F,

FEEI

> APRARZERZ KA AGHATEMAE AR, AT SAFESLSE = SMIEM D A,

BspDI
EcoRV
Notl
Sacl
TspMI

> AP URT LA RRIRENH, MR TIRKRIZEEGGTT, MIAT 8RS, MIFRTEEEEN.
> NTIERNZENEE, EFLRRTFR—RETER.

fEFBIRER

L EHOER g (R AIA Fhi, e BA R ORI &, TR NG, R EMIEEHEN TRSME, MR
A BURL AT OB B DI FEOKHH TR0, B 3T 50

2. 100ug LA AT S BRLIREEM0.5pug/ul, FTDAEREH TEgY)s#E 1L,

3. Pgracl00-amyQ-C-His-CmFfi7E H: 2 ve B A m0E S B ) o m] DU A RE RIS B EER, M5 i BORE a] DA R T TR 82 A RIS

PRI T RIS,
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PSR
e 7 AR (2
D0312 Rl AT B S A & 20{%/100{X
D0441 TR ZF AT B 168 A 4 H 200ul
D0442 R B ZEFUAF B WBB00 H il BE 200ul
D2521 Pgracl00-C-His-Cm 1ug/100pg
D2522 Pgracl00-amyQ-C-His-Cm 1ug/100pg
D2523 Pgracl00-N-His-WELQ-Cm lug/100pg
D2524 Pgracl00-amyQ-N-His-WELQ-Cm 1ug/100pg
D2525 Pgracl00-C-His-Tet 1ug/100pg
D2526 Pgracl00-amyQ-C-His-Tet 1ug/100pg
ST1150 FEHE(>98%, Reagent grade) 5g/25g/100g
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