Code No. 3371

TalaRa

pCold™ ProS2 DNA

REAF

v201910Da



1]
%I-“

N &

@ i
® HmAA
@ HFE:K
R &
@ BRETE
@ ZREMR
@ %5

® i F
@ 5K
@ XEm

N NP~ DD DD NN



@ #ilsmizAA

EEEREAMART. EHREVSENBITE—NEEMNEE. BANELRRARSGN FIREKEMIE
BITENEHEAREXEE.

UKXKEHEABEENTARG ZNATEAEARNES . KTERARGEBERAEIRARN
s, B2, F—LERSHITEERITERASERANERREHRERATNMEEITESE. AA
(o),

AT R LEE]#, Takara 22815 Prof. Masayori Inouye (University of Medicine and Dentistry of New
Jersey, USA) BX&HI & T AAZRIAZH K pCold DNA 25, B AT KBTERERIAER (45
EH), BefANEHERRNTE. GEFMPAE. MA, BERXLFHADH cspA (cold shock protein
A) FIERREMET. BABMERRINEF. REAEIRAHDH MR EME B RNFRIATIRISE N
ERERE, XERNEHTFENEARSTE. 24E (SREEEERL 60%) MFRIA, B FEHMA
E.coliTRIRFZRL, TEEIRD A,

pCold ProS2 DNA B—HMRGHIRARRRIAF R, FRARKETFEZEAME Myxococcus xanthus HHY
Protein S {EARLAMMRE, X Protein S FETHMMAENMFRD, H 173 NEEMRKELN. 2
EBREWILAMERR. M Protein S Y N-RimEiid B 8%, BLES ProS2 Tag BWER. miEERERL
BEMEQMNREMEMNTIAHFEES. i, BTENEBH ProS2-Tag FEEIERMERIK, FELLPILL
B _EBERN B,

pCold ProS2 DNA Vector £ cspA BEFRITHHEANT 5° JE4HMBE (5° -UTR). ENEEI85THE (TEE).
His—Tag F5!l. ProS2-Tag 1% 5efE{iIm (MCS). ¥ ProS2-Tag f1% 5ef&fim (MCS) Z 8= ZE 2 HRV3C
Protease. Thrombin 1 Factor Xa BII#fiim, FAKHEMREIEE B RN . b, & cspA BohF T
WHENT /ac operator, AL IR BNERNR R, AT AHIRAIBREF 2 REMHEFRIRA, FrLAKED
A RGITFELFLMEAREBEFEA. 22, pCold ProS2 DNA Vector 12EHNSARTIRAR, RESSEHE
BHEMERTS, EMEMNEARMNTAE. N F—EHRFNENERRNETRAE—MRIFROERE,

@ HmAE
pCold ProS2 DNA Vector 25 pg

FRICEAR
10 mM Tris—HCI (pH8.0), 1 mM EDTA,
<KBtHtEEE>
pCold DNA N A T KT E SRRV ARERE cspA BT, FIAKREMD K TEE AIUEATE
FERA.
® ik
cspA 3" UTR
Multiple cloning site
Factor Xa site

Thrombin site
HRV 3C Protease site

lac operator
cspA promoter

pCold ProS2 DNA
5 (5,025 bp)

o
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®@R HF -20C

*BREIZHE SUYRHTRE MERNEX.
@ ®RIEAE
BHERNFARSTE
BEARAR, HiFF. B (ERE. EREE. BEEEME. BSME. BSRE. B85
FEFRATEE) 2BFAR. FILAN BRE B RASAS G TN, —RIR AN TANR,
(1) 7£ pCold ProS2 DNA ZfEfm AN BER, FIRFTAEIA.
(2) AMEMRAEFRNCKGITE (0BL21) BE, £A2F Amp B LB IEFREFR LIFEFEL T
(3) L FRIEE 50~100 pg/ml Amp B LB 1EF5RS, 37°CIRHEH .
(4) HEEFHEAY ODeoo iXE 0.4~0.5 B, 2AMEZFREEI 15°C, HME 30 25,
(5)
(6)

AN IPTG RZKRE 0.1~1.0 mM, 15°CHRHIET: 24 /BT,

1EFREAE. FIF SDS-PAGE FiiEIENEMIABFTYINET. RASMIAM.
B FAKXITEBERNESR. BEEM ERE. ERERE. BSHEEM. E2ME. EE8WRE.
ESEIIERNE%E), EORMNKRASNTAHEETSBKRE. £ N RKnRREFESPIBERA Factor
Xa. Thrombin 1 HRV3C Protease &, FI{ERA TALON® Metal Affinity Resins (Code No. 635501, etc.)
@it HEH His—tag IR E &R R,
@ LRfEALR
pCold ProS2 DNA

5 TAACGCTTCAAAATCTGTAAAGCACGCCATATCGCCGAAAG

TEE His-Tag
GCACACTTAATTATTAAGAGGTAATACACCATGAATCACAAAGTGCATCATCATCATCATCAC
sD Met Asn His Lys Val His His His His His His
ATG......... ProS2 Tag (552 bp)............ GTCTCCAGCATCCGCGTCATCTCCGTGCCGGTGCAGCCGAGG
Met.......... ProS2 Tag (184 aa)............. Val Ser Ser lle Arg Val lle Ser Val Pro Val Gin Pro Arg
pCold-PrS2-F2 primer pCold-Pr§2-F1 primer
HRV 3C Protease Thrombin Factor Xa

] |
TCCGCGGGTCTGGAAGTTCTGTTCCAGGGGCCCTCCGCGGGTCTGGTGCCACGCGGTAGTGGTGGTATCGAAGGTAGG
Ser Ala Gly Leu Glu Val Leu Phe GInfGIy Pro Ser Ala Gly Leu Val Pro ArngIy Ser Gly Gly lle Glu Gly Arg*

Nde | Sac | Kpn | Xhol BamH|1 EcoR1 HindlIll  Sall Pst 1 Xba |
CATATG GAGCTC GGTACCCTCGAG GGATCC GAATTC AAGCTT GTCGACCTGCAG TCTAGATAGGTAATCTCTGCT

His Met Glu Leu Gly Thr Leu Glu Gly Ser Glu Phe Lys Leu Val Asp Leu GIn Ser Arg End

. pCold-R primer

TAAAAG CACTAGAATCTAAGATCCCTGCCATTTGGCGGGGATTTTTTTATTTGTTTTCAG GAAATAAATAATCGAT 3’
transcription terminator

@ =Haf)

pCold ProS2 DNA 5 pCold | DNA #8ELERRIFRATIEH. 45 pCold ProS2 DNA 5 pCold | DNA ¥t Z|

E. coli BL21 4ifE, IBFRENT, IBEBNRETEREZEAR.

(1) FIatEERRFRETLS
5 pCold | DNA =X, ;ZBENEEEER A (fhitnFE 524 kDa) BEMISE . k. #H pCold
ProS2 DNA, #&MZE|~75 kDa BRIZEHER (52.4 kDa BHF+23 kDa i5%5) &, EHARAINE
EAMERE (B2),



pCold | pCold ProS2
1 2 3 1 2 3
kDa kDa
97.2 972
- ]
66.4 66.4
443 - 443
T 29.0
29.0

—

2: FEH A BIFAB LR

(2) EBFEFEILARAIILLS]

10 HREERER)
2: mAMERER
3: NAARE

5 pCold | DNA =k, J& B HNEIZE R B(2FE77 43.3 kDa ) BB - {BfE A pCold ProS2 DNA,
1ME~66 kDa BRIZERAMR (43.3 kDa EAF+23 kDa #1%) &%, EARAIBHEZ AR

(B3)o
pCold |
1 2 3 4
kDa
97.2
66.4

44.3 e |-

29.0

kDa

pCold ProS2

1 2 3 4

3: BAR B RAIRITELER

(3) MBEaZEAR EEMFTEERRISES
fEF Ni #E4E1E (2) HRAERRS. A HRV 3C protease ZMTEER. BEMA Ni HE4{LE
HEHR, 78R 43.3 kDa EMERFR.

1 2 3 4 5 6
kDa

97.2
66.4 —

44.3 |

29.0

4: BMVERARIMEERRNITE

S O~ W

Protein MW Marker (Broad)
ZAREIRERY)

Aa%EAR
ALAMHEAR

A O =

Protein MW Marker (Broad)
HRV 3C protease A RIS
HRV 3C protease LG+
ENU

&% (Protein B K ER)

it
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pCold ProS2 DNA FiAF (AL

) EEFE—15 pCold ProS2 DNA H{ARFS1EAIER] DNA F ERRIPRGIMERG T
) #|& DNA K E&,

) kM1t pCold ProS2 DNA &k,

)

)

O T Q

PEHE DNA FERFNERMCEE, HILEIEE™ £ coli BkEH.

MEE B A BRI R AL B

f) BatENRNATERRKTALR,

IENFTEL DNA FILUEE PCR 418, ESTIEHE BNERNRN . ATEREREAERRE. =E
7E£ pCold 1-IV # pCold TF ik LRI ERTIURA S5 E| pCold ProS2 DNA A1, EAXLEH K
HI% RS2 —88. In—Fusion® Cloning Kit AIAFIREEMEME, LEEHATFENERERFT
ERBEEEHIRGIMEESIM RANE . TH=E PCR ¥ IGH|&HEN 7 B DNA B934,

o O

HlE £ coiifiERERRIAFRIAIRIEH!
a) sl¥nst
i IEFRMFREREN A ES DNA #0 pCold ProS2 DNA AY MCS Hii57#ERIIRHIES.
i. RITERFYIRGIY, EEESIMN S RIGHINRHEFRAIFS. BHZEEHENFE DNA 75
0N RimPREIEGIRAIF 5 B RAZEBR 21, LUEEN 7 B DNA RIEEHERESS 5 pCold ProS2
DNA _E#Y ProS2 tR2E BB AL, Eh—&K3MPIUTE C RimA ML L ZEF .
ii. TEPRGIRGIRBIFEABIIMUAIN 4 MEELARIFEE. DUERHIESsES B B, SRE R
THER, B RIRESBEAMER,
[B1¥m&it]
R Noe| §0 Xho | BREIBEEIRETEQER., I EAE Ndel/ Xno| BRI pCold ProS2 DNA
HikF,
Nde | i g: Primer 1 (IE@5147)
Nde |

1
5 - GCCGCATATGAGCGATAAAATTATTCAC
EEIRE F s [
Ry AL E R N K

Xho | ii82 : Primer 2 (&[@3|4)
Xho |

1
5 — GCCGCTCGAGTTAGGCCAGGTTAGCGTC
TN FreEE BRI C RikF5™

© NFA Nde | BT R, NIFERREEHNERERENF ATGRIMLES Nde | B ATG
I EEYS.
*2. SRR UEEBFHNENT.

b) %U%?ﬂi)\)#ﬁx
[PCR¥IBHREEERER (£9350 bp) |
i. PCRY¥ &
FRH T REFIN R AR (BIVERASIRER, 20 PrimeSTAR® HS DNA Polymerase (Code
No. RO10A),
—4—



Template DNA (5 ng)*’ 1 pl

5x PrimeSTAR Buffer* 10 pl
dNTP Mixture (2.5 mM each)*® 4 pl
Primer 1 (10 = 50 pmol/ p ) 1 pl
Primer 2 (10 = 50 pmol/ p ) 1 pl
PrimeSTAR DNA Polymerase (5 U/ ul) 05 pl
KEK 325 pl
Total 50 pl

R TaKaRa Thermal Cycler Dice™ Touch/Gradient (Code No. TP350/TP600)#Za0 T~
EFRX BRIER$HT PCR ¥1g,

98°C 10 sec.

55°C  5~15 se{| 30 cycles

72°C 1 min.
*1: DURRDIIEIRATRINES 10 pg~1 ng, B cDNA FIEAEE DNA AE#RASRINE A 5~200 ng.
*2: 5x PrimeSTAR Buffer 1 dNTP Mixture HfiH7E PrimeSTAR HS DNA Polymerase 1,

i, WIAYIEF)

EVRRGR 5 pl #HTIRAEMESEAR ALK, MRIAYIBRERETE—. Eff.

L ITIBFY)

TIgFYIh TR, BIUEREY SUGMIRAI. T8 MAS&HE, HiHIT Agarose
EEREEK, BERA NucleoSpin Gel and PCR Clean—up (Code No. 740609.10/.50/.250)
ERUTERTH AN,

TG YIREIES B

5 Nde | 0 Xho | BETTIFEHIFERY DNA FE%.

a. FeHlEs R LR

Insert DNA; 0.5~1 pg X i
10x K Buffer 3 pl
Nde | (10 U/ ul) 1 pl
Xho | (10 U/ pl) 1 pl
KEK y ul
Total 30 pl

b. 37°C/R M 1 /BT,

c. RELEHITZEETUE, [EU DNA,

d. EERZERK. T OD26o ff5iA DNA FERFIA/NIIRE
* ZEETUERILUE Noe | §0 Xho | )KiE. MNRZEETUENBEEIRFIEETREKE. RAKE
BHITERRNIR, AN, FTLUE SRR — 54, BN S EREEBE T2 IR .
(BT AE]
@ IRFERATERT 1/10 AN 3 M BEERSM (pH5.2), SRS (030 pl BEERERMAS pl3M
RIBEEREN)
@ IRFERATRAY 2~2.5 fEIN 100%2 282 (9033 pl BB IARIERTTIES RN 66 |l
RIEZ), JRE), —20°CHE 30 4hld ko
® 4°C, 12,000 rpm By 10~15 48, BrELER.
@ N 70%%Z 8, 4°C, 12,000 rpm By 5 944,
® RELE, T
® MO 10~50 plAY TE buffer, &f# DNA,



c)

d)

e)

pCold ProS2 DNA PR#IESE{t
FERSELTIEEE—HARTIES, BT EIA pCold ProS2 DNA, AE#EH. fEHlEH
DNA B TE buffer /&, MEWNE, T DNA RE.

10T A BC i R Rt

pCold ProS2 DNA 1 pg
10 x K Buffer 3 pl
Nde | (10 U/ pl) 1 pl
Xho | (10 U/ pl) 1l
KEK x pl
Total 30 pl

ii. 37°CRR1~2 /BT,

il REDREHTZEETIR, B DNA, *

&Y TE Buffer ;5f#&.
MEMFEE (OD260), THH DNARE. dsDNA: 1 OD260 = 50 pg/ml

i AEERER 100 ng/ plo

*: PR&|ESEILE, H Alkaline Phosphatase [BAP (Code No. 2120A). CIAP (Code No.
2250A) EHITERMBEYRNSEIF—%, B2, NRIA—FMIRHIEEELCA, Mt
ITEBBRI RN,

DNA FEg# pCold HiFEH{t

ERER N

FRHIESECERVEAF DNA HECES . A DNA Ligation Kit<Mighty Mix> (Code No.
6023) HTERRN. Bl HEEFZAR insert BIEE/RELA 10 3~1: 10,

ek EEeHEE R LR :

Digested pCold DNA; 100 ng (~0.03 pmol) 1 pl
Insert DNA fragment (0.1~0.3 pmol) 4 pl
Ligation Mix (from DNA Ligation Kit<Mighty Mix>) 5 yl
Total 10 pl

16°C M 1 /\BTs

i, ¥EE

a. £ coli HST08 Premium Competent Cells {ERRT/KREI.,

b. HEERFR 10 pl £28/0F 100 pl Competent Cells 1, B&195,

c. JKARE 30 74,

d. 42°Chn#k 45 Fhid.

e. KFHE 1~2 5§,

f. AON (37°CRE) SOC HEsrBEELAMA 1 ml,

g 37CIRHIEF 1 /I\iTo

h. Z£&%8 Amp (100 pg/ml) B L3RRS FRIETRE L 37 CH&IEF:, MREEE.

Bl & SHiA

£ d) —ii S EEERZESMNEE Amp (100 pg/ml) B LB IESERF, 37°CEKiEsE. A
[E1RENERL. EFARHIESEAIRENIR N, BIARIARE S BIAENFE DNA,
LIAREIRN B IEARE DNA [, XFNFHHIA DNA FEERIFS!, &I1EfAF5 DNA BY
BRI MEARIAEIAER. MFEERS AR

L5514 pCold—PrS2-F1 primer: 5° —CACGCGGTAGTGGTGGTATC
pCold-PrS2—F2 primer: 5° ~-CGGGTCTGGAAGTTCTGTTC
TH514 pCold—R Primer: 5° —~GGCAGGGATCTTAGATTCTG
_6_



@ SEXER

1) Qing G., et al. Nature Biotechnology. (2004) 22: 877—-882.

2) Inouye M., et al. Proc Nat! Acid Sci. USA . (1979)76: 209-213

3) Kobayashi H, Yoshida T, and Inouye M. App/ Environ Microbiol . (2009) 75(16): 5356—-5362.

@ XB™m
EBRREAE R @
[Induction of target protein expression]
TaKaRa Competent Cells BL21 (Code No. 9126)
IPTG (Isopropyl— B —D—thiogalactopyranoside) (Code No. 9030)
[His—tagged fusion protein purification]
TALON® Metal Affinity Resin (Code No. 635501-635504/635652/635653)
TALON® Superflow Metal Affinity Resin (Code No. 635506/635507/635668—635670)
HisTALON™ Superflow Cartridge Purification Kit (Code No. 635649/635681)
[pCold vector series]
pCold™ DNA vector series (Code No. 3360—-3364)
pCold™ TF DNA (Code No. 3365)
pCold™ GST DNA (Code No. 3372)
SePEREXT
[PCR amplification of target genesl]
PrimeSTAR® Max DNA Polymerase (Code No. RO45A)
PrimeSTAR® GXL DNA Polymerase (Code No. RO50A/B)
PrimeSTAR® HS DNA Polymerase (Code No. RO10A/B)
Tks Gflex™ DNA Polymerase (Code No. RO60A/B)
[Purification of target gene fragments]
NucleoSpin Gel and PCR Clean—up (Code No. 740609.10/.50/.250)
[Insertion of a DNA fragment into a vector and transformation]
In—Fusion® HD Cloning Plus (Code No. 638909)
In—Fusion® HD EcoDry™ Cloning Plus (Code No. 638912)
E. coli HST08 Premium Competent Cells (Code No. 9128)
coli DH5 o« Competent Cells (Code No. 9057)
coli JIM109 Competent Cells (Code No. 9052)
coli HST08 Premium Electro—Cells (Code No. 9028)
coli DH5 ot Electro—Cells (Code No. 9027)
E. coli JM109 Electro—Cells (Code No. 9022)
[Plasmid preparation from £. colil
NucleoSpin Plasmid EasyPure (Code No. 740727.10/.50/.250)

E.
E.
E.
E.



PrimeSTAR is a registered trademark of Takara Bio Inc.

TALON and In—Fusion are registered trademarks of Takara Bio USA, Inc.
pCold, Tks Gflex, and Thermal Cycler Dice are trademarks of Takara Bio Inc.
HisTALON and EcoDry are trademarks of Takara Bio USA, Inc.
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K4z Takara Bio Inc. BEIFAHEAEHNE, TEHE. IFEHEE. $HE . @O Takara/~m, & FEA Takara
T B RIER T RAB X AR
WMREFEEMFERINT AN, BEBEEI], SARBIIMiLwww.takara—bio.com,

I ERAF U IUEST MM EEANEE T ERK. BiE. THRTETLHEEANMEIRGIMERE
TRy,

FrEEMIET & BAME &N, FLEIRHRESITHRE EM.

AXHREBEEYRAK (IER) BRABEIEHIE, SHMANIHESE Takara Bio Inc.Mid. 7 IEHIE
F Takara F=an, 18N 2 ZEEAFmAERARTAER R,



BRAREEHRLEL:

0411-87641685, 87641686
4006518761, 4006518769

TAKARA BIO INC.

URL: http://www.takarabiomed.com.cn

v201910Da



