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Purchaser's Agreement

Customer's order of pCold DNAs will be accepted only when the Purchaser's Agreement is signed by a

customer and is attached with an order.

- PRODUCTS are for research or laboratory use only. PURCHASER understands and agrees that
PRODUCTS shall not be administered to humans or animals, and shall not be used for pharmaceutical,
in vitro diagnostic, or any commercial purposes other than internal research.

- PURCHASER shall not modify pCold Vector DNA sequences located between and including the CspA
3'UTR and CspA Promoter. The adjacent multicloning site (MCS) is exempt from this restriction.

- PURCHASER shall not utilize any partial sequences from PRODUCTS for the purpose of new plasmid
construction using the Cold Shock Expression System.

- PURCHASER shall not transfer or sell copies of PRODUCTS, components of PRODUCTS, derivatives
of PRODUCTS, and/or products obtained through the use of PRODUCTS (collectively
“ DERIVATIVES” ) to any third parties.

Notwithstanding foregoing, PURCHASER may transfer DERIVATIVES solely to a third party which has
already been granted a license to use PRODUCTS for research purpose through purchase of
PRODUCTS from TAKARA BIO, its subsidiaries or its local distributors, provided that PURCHASER
shall enter into a prior separate agreement with TAKARA BIO for the transfer of DERIVATIVES to said
third party.

For this Agreement, please contact to TAKARA BIO's subsidiaries or local distributors.
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EREREHRED BEARNEHSIENBTIE—NEENRE AN EEIRRERGEGERAEH
FHRE—MNAATDOHNEMERR UABTEABENRERE 2RATEARARNFE. KBITE
RERGEEFEAFENRABENER ,ER , F—EEEAEARTHREBITEMEERHN TEHE, H
TR LR Takara 285 Professor Masayori Inouye( University of Medicine and Dentistry of New
Jersey, USA )BX &I TT & T ARR R EH 4K pCold DNA R, FRAANRER A KAEBIEEEAEAR
RN~ E, GEURBHBE. WEREFE cspd ( HARERA A) BRI FRAXTH , FEEAERE
(37°C-15°C ) MR TR , ENEARN~E(BITRS  XRENEBEENGIECHARERRDY
REHAHMAEHER, X—SIEATSNENEARSAE ( BE 60%NARER ) BFENRE , 54
S Ecoli REML , TAMES.

BAMEBEARTUENBIRES BN EHRW AN 52 % Takara 2 FH Chaperone Plasmid Set [Code
No. 3340] ) , EREABITEGREZENEARNER , RRE-IHSNMFEERARINLEMEIRE
M.

pCold TF DNA HTF&NE % T RLIRIENERY |, R —MUKBITEN S ZER Trigger Factor (TF)E
RUBRERSHRER S RRREEME, TF 5 FER 48 kDa , Trigger Factor  — R M ZFEEL S
BEAR , B EHANERENHEBRINTE, TF XRETABITE , BEMEYRENGSAL , EXBIT
BHREVES , TBERRF.

REEIECSpABH FTIHRBEATS FEHBRX (5 UTR ) TEE ( BiEETH ) FH. His-TagFsl. TF
FHMBREMNSR (MCS )% fEcspABEN T FHEEA T /ac operator , TS EREERREKE. HAE

TEFEFIFMCSZ B3 AHRV 3C Protease. ThrombinFlFactor Xa®f Il =  FAREBRBEEHRMNIRE,
pCold TF DNAR A KT EMN Bz F , MIE A pCold DNA—# | RSB KT R B UMER REEE,
FIApCold TF DNA , B TFH AA MR IEIIAE R 2 FREER |, AIUERRENERSEITAMERE,

o HIMAR
pCold TF DNA Vector 25 ug
< KBpH&EEE >
pCold DNA VectorSI Bl 7 KB ERRN AR ZERE cspANE 3N F |, FTAKRER D KT EER A A4S
BERER,

o Bk

1 pCold TF DNA & & it
GenBank &F5 : AB213654



o {§ 7 : -20C (RENIZH).

o BRAE
BEHWERNRELE
BNEARTE , HiEF. FS&H (EFE, SFEE. BARBEEKHE. FSHE. FSURE. %
EHERNEIS ) 2ERMTE , FTUSAXN B W EHRWEFRERITHIT —BERTEZOTAR,
(1) FERRRFIEH M pCold TF DNA ZSRENIAFEABNER |, FIERERE,
(2) ANBHRERAHICKBITE (WBL21 ) BBE , £E2F Amp M LB BFEFR LR T,
(3) EfEFREE 50 pg/ml Amp B LB 32555 |, 37°CIRFH 15+
(4) HEFHRMODe00=0.4-0.5 Bt , MEIFIEFRBE 15°CHE 30 5 &,
(5) % IPTG BI4KRE 0.1~1.0 mM , 15°CH%5F 24 /T,
(6)BFRERE , RIF SDS-PAGE FEMNEHWIAB NN ETL., REEMAAEM,

BEmERRITEEEMRER, FE&M4 (EFE, HFERE, BREREZY. FSHA. FSUWRE.
FESRENEFNEE ), BEARNRIENTALEERXEMRE.

BtAh , His tag ILATHRFHBEERR , N REMWRZFFIFLER Factor Xa, Thrombin, HRV 3C
Protease ¥1#, BRZo

o ZRENIME

pCold TF DNA
5' TAACGCTTCAAAATCTGTAAAGCACGCCATATCGCCGAAAG
TEE His « Tag
GCACACTTAATTATTAAGAGGTAATACACCATGAATCACAAAGTGCATCATCATCATCATCAC
SD Met Asn His Wal Lys His His His His His His
pCold-TF-F2 Primer pCold-TF-F1 Primer

ATG..Trigger Factor (1296 bp}.‘..GCGA.AAGTGACTGhAAA.AEmAACCACTTTCAACGAG CTGATG-‘AACCAGCJRGGCG
Met...TriggerFactor (432 aa)...... Ala Lys Val Thr Glu Lys Glu Thr Thr Phe Asn Glu Leu Met Asn GIn GIn Ala

HRV 3C Protease Thrombin Factor Xa

TCCGCGGETCTGGAAGTTCTGTTCCAGGGGCCCTCCGLGGGTCTGGTGLCCACGCGGTAGTGGTGGTATCGAAGGTAGG
Ser Ala Gly Leu Glu Val Leu Phe GIn Gly Pro Ser Ala Gly Leu Wal Pro Arg Gly Ser Gly Gly lle Glu Gly Arg

Nde | Sac Kpnl Xhol BamH1 EcoR1  Hindlll Sall Pstl Xbal
CATATG GAGCTC GGTACC CTCGAG GGATCC GAATTC AAGCTT GTCGAC CTGCAG TCTAGA TAGGTAATCTCTGCT

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

pCold-R Primer

TAAAAGCACAGAATCTAAGATCCCTGCCATTTGGCGGGGATTTTTTTATTTGTTTTCAGGAAATAAATAATCGAT 3'
transcription terminator

o IS4G
£/ pCold TF DNA 5 (1)#%4 pCold | DNA, (2) pCold | DNA + #BZE B RN pTfie MQB)—1MEHE
HtEARMSSH T7 B FREREHTEARIKLR. ¥ pCold | DNA 1 pCold TF DNA % l#
{t E.coliBL21 BIEEBNREFZHITENERNRET7 BHFRERFBEENT ZNHFMIPTG
J& 37°CiE 5%,
(1) EBEHRUAMEREHEESG
EHE A (#N25FE 29 kDa ), £ pCold | DNA ( B KREMEREARRE ) M T7 B3h
FRERGF  FENEARMNHENS TER 29 kDa BT ERENEARSKS , 5—AHM,
1EfEH pCold TF DNA B , ®MBIBMEAMR ( 81 kDa=29 kDa + 52 kDa ) B9k , K¥%
=ARHN  FEREERTNEOBANEREM. (B 2)
2-



1: MB3IRR

2 WEEES

— BMEAR

*. H#KR3K Trigger Factor

H2EHE ANKRE
(2) EHRTUBRMRKEEKHZKHS
EAHB( #ND FELA 63kDa ) fE pCold | DNA ( B RFHNEEZARRE ) NECHF
BAAMIREN T7 B FRIEREH(Trx Tag [~12 kDa], Nus Tag [~55 kDa]#l GST Tag
[~26 kDa)) , L& EAAKENEARMRE, B3—FHHE , M pCold TF DNA B , 2%
N, RENENEARABS BETBMEN , FAHRFKFPEEMHNSERS, (EAEAR
HENRERE , IUMBHRETYN, FELKENELIRHBK ) (B 3)

1: MERHIER
2 : AR
B 3.ZQ8 B &KX 3 FAEES

® Q&A
Q1. REEBARAFAAN , AT ?
Al. TREBWEARNREES. FSXEESTHEE, BF, FSRENEANABITERE, RIA
EESE LT EIH THIT.
o FEFSHE (FFTAXBHEIA BRI 2 RAVETHE )
s PEFESFIPTGHIRE (0.1~1.0mM )
o i ESENEFRNE (BELSC, 24/ NHEEE )
s WEBEBREHERY



Q2. REFRZFERAERDE , WFRFIY 2
A2.  FINERSESEH ($EQL), REERBEEX ABHITH.

Q3. E&ESHL, FANNKBITEEEZEMLE ?

A3.  Novagen A T]#IBL21, Rosetta™, Origami™ %5, BL21 2 &K & AMRIETE £, Origami™2 rx/gor
ERMRBEEYR , IUEARRFSKTEA—GRE , BT UERREE QRN B ENER
B, Rosetta™N2EE—FEH , TARERGITEREEZE THMMNRNA , SEERLER R X
HEZBFEAZIRNERRBEENRE,

Q4.  fEpCold TF DNAFEABEMERMRNEHLEIKBITEE | EERTE4CRIZG?
A4, THELACHREFR, AHAEBNERMpPCold TF DNARLBIKGITEE , NYRBHIZERH BRE
¥ | -80°C{R1F.

Q5. FANKREMNEARS FERZD?
A5, BRIEXH L ANEREERL125 kDatIEBRERIFNAAM( CBBRE AT LM EI125+52 kDak i %

A6. EEHWHE{LE , SDS-PAGEHINRIZENERRELKWIIM , AT ATFtagEHRERTRESEN
EQRSE?

Q6. RBEEMNEARNEMYE, BNEARNTFagEARAGEEEORECENTEEEEER  ZEAR
AAMARR | XFEEERANBERE,
BRAR . EEEHYMEDRN— LB E R RS BHEERNIRF |, Hli0 : 1% Triton X-100,0.5 M
arginine, 5mM DTT = 20 mM CHAPSE [BR&EBBANSH FTUALATTRS AN,
BR , EWENZEARSTF tagWHEEANE , ESYTEES . HEIBENEARTRERE
Mo BB R #EMEApCold ProS2 DNA( Code No. 3371 ) A pCold ProS2 DNA# AProtein
SHRMProS2A B HHRE , ProS2 tagE EMEBRRMMHEEAS , EHWLER , BENEERE
ProS2 tagf 7 B R B S

Q7. RFApCold TFRZEMNEHRFZHANSIEZWH/LA ?

A7. HRFNTFREEARAHRENEN ,—RELTHROLEPERRENTFRESE WRERSTF tag
MEEAMRAEREN HECAXRZEANEE ANRFHITEEN BURAZABMIMTFE tag
MEER , BHTEETFtagf BEMNERR , RAEABHIFNBENEER IR T,

o fff %
RERPEPHE—URAEZERER K6
1. pCold TFFRIAHFH &M 19 BLR
(1) BIEFEENEARBDNASERTEPCold TF DNAK FIIRAE HiE R & B K R HIESES I = o
(2) ®mBEENEHRDNAR BN HI&.
(3) RHIEHILE M,
(4) BILMERAMDNAK BEER , BILEEHNAKBITET.
(5) MABINREFHERK , fikH EMEADNAR MR,
(6) FHBRNRNATREER,
DNAK B #l& 5 EBPCRAZ, BYRFIBEECRNYEENERNEERERNE S . MR
BNERSEAEN RIS , ATERIN-Fusion® HD Cloning Kit (Clontech Lab.,
Inc.)RIES Eib EiEWHTER R, HApCold TF DNAK Z R = SpCold | ~IVHI—#E |
AR ZIpCold | ~IVERISNR A B AT AR A 2 i E# ZlpCold TF DNAH,
LT RBEPCRA AN — k=SSR A,
-4-



2. KBHERELEARERMNFE
(1) BRI ( BIMRITAZERIZEEZEN )
O EZREMS EEFE2RMTEELIM B HERE 7RIS,
@ RITEMERNSIYE , RESIYNS WRMOPFMIERNEBIMNR. BHEEANDNAFE
PR FI BB U012 R Z BRI E 2 , AEDNAF BRHYIRFEHE S pCold TF DNA NR I H REDAEH
. BRFEALBBFEEERA —MREBEYMLS.
® ERFHBIEILSINMIEEENINBRESHRE, RAXSHNRHEBEEEEBILIN
MRMRFHENRSEYNE, IREFXNMNEE , BUIRELERE,
[B141i& 1t 41]
#£pCold TF DNA HIMCSHINde I/ Xho L= A -
Nde
Primer 1 ( £E3#5|¥ ) 5-GCCGCATATGAGCGATAAAATTATTCAC
TEEF7 mETEAMERFH
Xhol
Primer 2 ( Fi#51% ) 5-GCCGCTCGAGTTAGGCCAGGTTAGCGTC
EEF5 REXEANERF5*2

*1 : NANde I RA , NFRREAEEQERBIREE FATGHLE S Nde INATG
LB — B
2 BEEALFBTHRETERERM EiME,
(2) Insert DNAKY #I4% :
[PCRY EHMEETEHMNENER ( L9350 bp ) K% ]
® PCRY #EMWER
BNMTR2ESRMEAR ( BIUEAPrimeSTAR HS DNA Polymerase(Code No.R0O10A) ) o

Template DNA (5 ng)*t 1 pl
5xPrimeSTAR Buffer*2 10 pl
dNTP Mixture (2.5 mM each)*? 4 ul
Primer 1 (10-50 pmol/pl) 1 pl
Primer 2 (10-50 pmol/pl) 1 pl
PrimeSTAR HS DNA Polymerase (5 units/ul) 0.5 ul
RE K 32.5 pl
Total 50 pl

*1: BAUBTRL A AR AR AT R IN& 10 pg~1 ng , A cDNA F1E R4 DNA HEHRASHR & 5~ 200 ng.
*2: 5xPrimeSTAR Buffer 1 dNTP Mixture M7 PrimeSTAR HS DNA Polymerase #,
£/ Takara Thermal Cycler Dice (Code No.TP600)iz#N Fi2FX B FER# 1T PCR ¥ 38,

98°C 10sec.” |
55°C 5~15sec. (30 cycles
72°C 1 min.

@ BWINT =Y

Y PCR RRIE 5 pl B3k , WA R EB&WE—, EH,

® #by =y

MRS —FEN , BIUERAR/EFHELERZE PrimeSTAR HS DNA Polymerase. ¥
WY RSEER , BT Agarose BIREIK , BfEH TakaRa RECOCHIP(Code No.9039)%
A R T — i,



@ BRFEIEEHELY "=
£/ Ndel F xho| EILKE IS8 DNA B
a. BEHIESYI R BIE

Insert DNA (0.5~1 pg) X pl
10xK Buffer 3 ul
Ndel (10 units/ul) 1 pl
Xho| (10 units/pl) 1 pl
RN Y u
Total 30 pl

b. 37°CIR R 1 IMY,
c. ZEEIUE , EUR DNA, *
d. BEEREIK, MEOD20HIADNAK BRI K/ PFIRE
* . ZEEIUEABAME Nde | Fl Xno| K58, MR ZEIETREFERFIBTES KT , FENRR
BTHAE, A, b SUBEDERE W — S8t , BUFEN DS REBTERE,
(2B R ]
@ EEBETEN 110 MMA 3 M EEEE4 (pH5.2 ), BA ( Fla0 30 pl BYIEERMA 3 ul 3 M
HIBEER A )
@ EHRBAETIN 2~2.5ZINA 100%5 28 (10 33 yl SEEBRMNEETIESRINA 66 pl &Y
100%5 288 ), JBS , -20°CHE 30 78 L.
® 4°C, 12,000 rpm B> 10~15 740 , F LFH,
@ IA 70%% 28 , 4°C, 12,000 rpm B4 5 7346,
® FLBER, BATR.
® MNA 10~50 pl B9 TE buffer , A#% DNA,
(3 ) BR#IEEH{L pCold TF DNA
EASHELY 8 B RN R HIEE L AR E 4 pCold TF DNA , REEHl. BHlFH DNA
A TE buffer A% , WEWRKLE , it DNARE,
@ BT RS B R B

pCold TF DNA 1 g
10xK Buffer 3 ul
Ndel (10 units/u ) 1 ul
Xho| (10 units/p ) 1 pl
REREK X ul
Total 30 ul

® 37°CRAL 1~2 /ot

® ZEBIUR , EIRE A DNA, *

@ FEY TE buffer B,

® MEWKE ( OD2eo ), itH DNAKRE, dsDNA: 1 ODzso =50 pg/ml,

® V8% DNAREZ] 100 ng/ulo

* . PREIEGHEILE , A Alkaline Phosphatase(£.coli C75) (Code No0.2120A ), CIAP (Code

N0.2250A ) W # {& DNA # T ERBBICRNAE T —%, B2 , MRRA—HRFIEHEL
B, MG ITEBBICE R, BITEREBY~EN/ DA E DNA , ATAERERIEFER
BREaSk , RS IE B 4L £ 4k DNA,



(4) DNA FE#EA pCold TF gk E#1tL
O EERN
FREIESH LS B4R F DNA FEURE fE DNA Ligation Kit<Mighty MixX Code No.6023A )
BATEZRN, BIMNEESENBARBRNERLER 1:3-1:10,

Tk EEHIERER N
Digested pCold TF DNA; 100 ng (~0.03 pmol) 1 ul
Insert DNA fragment (0.1-0.3 pmol) 4 ul
Ligation Mix (from DNA Ligation Kit<Mighty Mix>) 5 ul
Total 10 pl
16°CR R 1 /Mt
@ #it

HEERBE 10 pyl £2%1LE 100 pl £ Coli HST08 Premium Competent Cells (Code No.
9128) , #£574 100 pg/ml &9 Amp B9 LB FHx k£ 37°CEI KT , FREEE.
a. E. coliHST08 Premium Competent Cells {8 517k & gh iz
b. E#ERRE 10 yl £EiE 100 plCompetent Cells H,
c. KFPRE 30 54
d. 42°Chn# 45 BéfE.
e. TEXKHPHE 1L~2 D%,
f. b 37°CEEH SOC EFHREFLMAIAN 1 ml,
g. 37°CiER%HIEF 60 2D,
h. &8 Amp (100pg/ml ) B L-BRREFARIEFRE £ 37°CERIEFR , KA EE%.
(5) RAMEESHIA
(4)-OFFif8R=EEMIERMNESE Amp (100 pg/ml ) B LB 555K F |, 37°CR&EIEFR , A
JRREUR#L
R Ndel Fl Xno | SELREMRRL , BXBIAREEEEAN R DNA, HHWIAREA A
EBM\AR B DNA B EFENFHIA DNA F B FS] , §EHF5] DNA B FUR A SUERE
HAEER, NENERSIMM TR
E¥5I¥  pCold-TF-F1: 5- CCACTTTCAACGAGCTGATG
pCold-TF-F2 : 5'- GCGAAAGTGACTGAAAAAG
T#sI4¥ pCold-R : 5-GGCAGGGATCTTAGATTCTG

o SENM
1) Qing, G., et al/ (2004) Nat. Biotechnol . 22, 877-882, 2004.
2) Gerlind S., et a/(1995) EMBO J. 14, 4939-4948.

o XE™m
Chaperone Competent Cells BL21 Set (Code N0.9120)
Chaperone Competent Cell pG-KJE8/BL21 (Code N0.9121)
Chaperone Competent Cell pGro7/BL21 (Code N0.9122)
Chaperone Competent Cell pKJE7/BL21 (Code N0.9123)
Chaperone Competent Cell pG-Tf2/BL21 (Code N0.9124)
Chaperone Competent Cell pTf16/BL21 (Code N0.9125)
Chaperone Plasmid Set (Code No.3340)
E. coliHST08 Premium Competent Cells (Code N0.9128)

-7-



E. coliDH5a Competent Cells (Code N0.9057)
< E.coli Competent Cells >
TaKaRa Competent Cell BL21 (Code N0.9126)
E. coliHB101 Competent Cells (Code N0.9051)
E. coliIM109 Competent Cells (Code N0.9052)
E. coliDH5a Electro-Cells (Code N0.9027)
E. coliHB101 Electro-Cells (Code N0.9021)
E. coliIM109 Electro-Cells (Code N0.9022)
< HE >
IPTG (Isopropyl-g -D-thiogalactopyranoside) (Code No.9030)
Chaperone Plasmid Set (Code No0.3340)
pCold™ DNA vector series (Code N0.3360 - 3364)
pCold™ ProS2 DNA (Code N0.3371)

-8-



NOTICE TO PURCHASER: LIMITED LICENSE

[L13a] pCold™ vectors

This product is covered by the claims of U.S. Patent No0.5,981,280, 6,686,174 and their foreign coun-
terpart patent claims, assigned to the UMDNJ. This product is covered by the claims of U.S. Patent
No0.6,479,260, 6,897,042 and their foreign counterpart patent claims.

[M9] pCold™ vectors
This product is covered by the claims of U.S. Patent No. 6,479,260 and its foreign counterpart patent

claims.

[M10] pCold™ TF DNA

This product is the subject of the pending U.S. patent application and its foreign counterparts.

Note

This product is for research use only. It is not intended for use in therapeutic or diagnostic procedures
for humans or animals. Also, do not use this product as food, cosmetic, or household item, etc.
Takara products may not be resold or transferred, modified for resale or transfer, or used to
manufacture commercial products without written approval from TAKARA BIO INC.

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

Your use of this product is also subject to compliance with any applicable licensing requirements
described on the product web page. It is your responsibility to review, understand and adhere to any
restrictions imposed by such statements.

All marks are the property of their respective owners. Certain trademarks may not be registered in all
jurisdictions.
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0411-87641685 , 87641686
4006518761 , 4006518769

TAKARA BIO INC.

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