Brevibacillus Expression vector

pNC-HisT DNA

Code No.HB121

Shipping at — 20°C
Size:10 g (0.20D) PPINg

Stored at — 20°C
* 2 years from date of reseipt under proper storage conditions.
Lot No.

Concentration:0.2 ug/ul

Volume:

Regarding protocol, please refer to the product
manual supplied with this vector.

Description :

pNC-HisT is a shuttle vector of B. choshinensis and E. coli, and this vector

is a secretory expression vector. Expression plasmids can be constructed

by using E. coli as the host, then transfered into B. choshinensis cells.

The pNC-HisT contains P2 promoter, which is one of 5 promoters driving

transcription of cell wall protein (HWP) gene and does not work in £. coli.

In B. choshinensis cells, P2 promoter works as very strong promoter, en-

abling efficient protein production.

His-Tag sequence is located at the downstream of the secretion signal

peptide and Thrombin cleavage site is inserted so that the His-Tag can

be removed from the fusion expression protein.

Form: 10mM Tris-HCl, pH8.0
ImM  EDTA

Base pairs : 5,260 bp

Usage:
This is a vector for protein expression using Brevibacillus Expression Sys-
tem (a shuttle vector between B. choshinensis and E. coli).

Cloning sites of pNC-HisT DNA : (Please refer other side of this sheet)

Map of pNC-HisT DNA :
Lac operator
P2 promoter sec signal peptide
His-Tag
// MCS

ori—

ColE1 ori

PNC-HisT
(5,260 bp)

rep

AmpR

NmR

NOTICE TO PURCHASER: LIMITED LICENSE

[L39] Brevibacillus Expression System

1. B. choshinensis SP3, pNY326, pNCMO2, pNCMO2-BLA, pNC-HisT,
pNC-HisF, pNC-HisE, pNI and pNI-His were developed and manu-
factured by Higeta Shoyu Co., Ltd. and sold by TAKARA BIO INC.

2. The use of this product is allowed for academic research only. You
have to conclude a license agreement if you use this product or the
products produced by using this product for commercial purpose.
Contact us if you would like to ask any question about license etc.

If any questions are received, either Higeta Shoyu Co., Ltd. or an
agent for it will answer.

TaKaRa Bio Inc.

Tel +81-77-543-7247 Fax +81-77-543-9254

2. All rights of intellectual property related to this product are owned
by Higeta Shoyu Co., Ltd. This product is covered by the following
Japanese patents and corresponding international patent : Japanese
patents, 2103774, 3696322, 3734593, 3753945, PCT/JP2004/016912
(international application based on PCT treaty), 3433807.

. This product, the components or the derivatives of this product, or
the products produced by using these items can not be transferred
(distributed freely or sold) to third party. (When you purchase this
product, you submit the license agreement to us.)

w

Note

This product is intended to be used for research purpose only. They
are not to be used for drug or diagnostic purposes, nor are they in-
tended for human use. They shall not to be used products as food,
cosmetics, or utensils, etc.

Takara products may not be resold or transfered, modified for resale or
transfer, or used to manufacture commercial products without writ-
ten approval from TAKARA BIO INC.

If you require licenses for other use, please call at +81 77 543 7247 or
contact from our website at www.takara-bio.com.

v200910_S



TLENFIVARERNY 2—

pNC-HisT DNA

Code No.HB121

Shipping at — 20°C
Size:10 g (0.20D) PPINg

Stored at — 20°C
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Lot No. (RXEEELEEWL,)
=k (EXHEETELEEWL,)
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AEGDERAEICONTIE, BEFMTOER
SEAEZE TSRS EEL,

@ BmEHEA

PNC-HisT DNA (& Brevibacillus & KBZED Y v b IVRT 2—TH Y. 73
KNI 2—TH b, KBERNTHEE TSR I NaEFE. Brevibacillus
ITEA, RIRFARICEG T EDHKS,

PNC-HisT DRIRE 7O E— 2 — KB EEDMAEE 2 > /N7 BHRD P2
TOE—42—EBAVLTWS, P2 7OE—%2—Id. Brevibacillus |ZW\T
IEFERICRBNTOE—2—& LTELH. KBRERNTIEEL G,
BMEGFOIO——2 B TH 5,

DT FIVDTRIC His R THEBEINTVS, BREICRHERZ VN
VEHS His B T HBRETES K ST Thrombin REEFINEA TN T
W5,

@k  10mM  Tris-HCl, pH8.0
TmM EDTA
®HE  5260bp

@ pNCHIsTDNADY O—=2 5454 R

@ Fi&
Brevibacillus #RZ =B LT 2 >IN HIR,

@ pNC-HisTDNA DRI 22— v 7
(EEZELREY,)

[ & {Hielhke

1. B.choshinensis SP3. pNY326. pNCMO2, pNCMO2-BLA. pNC-HisT.
pNC-HisF. pNC-HisE. pNI & KT pNI-His . b7 2Emkth
BE - WEL. 2H 5N\ M A HASHEDNRTLTVET,

2. AERIIHAERENICOMEBOEHFAI TN TVET, ABGH. Tk
AUGEFHALTHRELLLDEBHEENTERT 5IE. Bk &
HMNAZODFEDBELGVET, SV AFICET BEBVE
DEFTFRETCERVHLET, BEVEDETRVEE. 7428
R, Flld. TORBADS CEE S TELBENEV E
TDTTTETREL,

BEEE 2051\ 1 7 %At SXMBAERY
Tel077-543-7231 Fax077-543-9254

3. ARGICRIE Y MM EEIL L 7 2B R MMRIFLTOE T,
FREFEICBI LS T 2EREBEESIEUTO®@Y T,

B A& E % &F $£2103774 5. 53696322 5. 53734593 5. &
3753945 5, PCT/JP2004/016912 (PCT &MIcE D EHRHEE) . 5
3433807 &

4, ARG ZTOEEEDEIEZOFEEMRE, GoTlcIns TRIESTN
EDEE=FICGEE (BHER. &5 25T LEHFTENTESY
FHA-

(FHBDOTHEADRIC, ALV ABRBZEERAT/INAF #R)N\T
REWREWTEVET,)

[ Jra-3

RERIIARBELTRELTEVET, £ b BMNDER,. &
FEMTAICIIEALEVE D TEBCREL, T, B 1bHm.
RERRFE L TERALGEVLTIREL,
BATNAFDEREFT I RADER - HiE. B - REDS
DWRE. BRANKOBEILFERT ST LERLEThTVET,

AAGGCGCCGCAACTTTTGATTCGCTCAGGCGTTTAATAGGATGTAATTGTGAGCGGATAA 120

P2-35 P2-10

lac operator

CAATTATTCTGCATGGCTTTCCTGCGAAAGGAGGTGACACGCGCTTGCAGGATTCGGGCT 180

SD1

TTAAAAAGAAAGATAGATTAACAACAAATATTCCCCAAGAACAATTTGTTTATACTAGAG 240

Hpal

SD2

GAGGAGAACACAAGGTCATGAAAAAAAGAAGGGTCGTTAACAGTGTATTGCTTCTGCTAC 300

M K K R R V V N

Nco |

S VL

L L L

TGCTAGCTAGTGCACTCGCACTTACTGTTGCTCCCATGGCTTTCGCTGCAGGTAGCCACC 360

L L AS A L AL
Sec Signal peptide

T VvV AP M AF

AAA G

Signal cleavage

S H

‘ Cloning site

Bar‘nH | Xb‘al

Xhol EcoRl Kpnl
| Rean P‘ 420

ATCACCATCACCATCTGGTTCCACGTGGATCCGTCGATCTAGACTCGAGGAATTCGGTAC

HHHHHL VP R G S
His-Tag Thrombin
\
Small Hind Il

BstBl  Clal
N \
CCCGGGTTCGAAATCGATAAGCTTCGGCATTATAG

v200910_S

WEIONTD
BinnasBVnEhbEE

TaKaRa 77 ZAHIVYEKR—bFSa 2 [& 28508





