Cell-Free with Increased Solubility

()

Promega

oo obo-ouboboouboon

By Michael R. Slater, Ph.D., Robin Hurst, M.S., Becky Pferdehirt, B.S., Doug White, M.S., Andrew Niles, M.S., Natalie Betz, Ph.D., and Elaine Schenborn, Ph.D.,

Promega Corporation

guoooobn

000005000 0000000000000000Flexi® Vector
0000000000 Wheat Germ Extract PlusD 2000000000
goooooboooo-cbobobooboooboobooobooboo
goooooOOo0oOooooOobDOos oo ooboooooo
E. coli T7 S30 Extract System for Circular DNAO OO OQOQOOOOOO
420000000000000O0OOODOODODOODODODODODDODO
0oooooo1000000000000000000Wheat Germ
Extract Plus 00550 0 0000000000000 00DO0O0O0OO0O
jo0o0ooO0o0oo00oo0ooUooo0ooobo4000onoOobooooo
ooo

gogoboooobooooboilaooooooo
gdobooobboooboboooboboooo

oo ouuooga
gogoooooood

goon

000000000000 DO00U0UOoU0OUO0DODUOOoUOOOOoO
Jo00d00000DoO0oOoU0O00O0DO0ODoUOoUOoOoOoDoDOoDOOoOO
jo00o0o0D0DOoDoDOooU0ooO0oOoDO0DoOooUooOoOoDoDoDoOooOoon
JoooDoOo10o0DOoU0oO00oOoooUooDoUODoOooOooo
Jo00000000000000D000000000D0O0OO00000
Jo0o0000000d0o0oo0oOo0ooooOooiooooOooo
Jjo00d00000d0o0O0oU00oU00DOU0O0UOoUOoUOUODODoDOOOO
J00000000000004dWheat Germ Extract PlusO OO0 O
goL300 000000000 ooooooooooooooiton
gopg/mI 0000000000000 OOOoOOoObOOOoDOOOO
(H)OOOOOOFexi®VectorOOOODODODODODODOOODOOOODOOO
jo00d00000oO0o000O0DO000OoU0oOoOoDoDOooOooOon
O00OOFlexi® Vector SystemO 0000000000 ODOOO0OOO
J0000D0U00o00o00ooU0oo0ooU0ooOoDoOooDoOo1Ooo
jo00o0o0D0DOoDoDOoOo0oo0ooDO0ODUOOoUOooOoOoDoDoDoDooOoon
gooooooooog (2)a

000055000000000000000 E.coli BL21(DE3) pLysS
Competent CellsDOOOOOOLI1910 0000000000 E.coli
T7 S30 Extract System for Circular DNAO D OO OO OL11300 000
Wheat Germ Extract PlusOD O 0000000000000 oooog
oooooo0ooo0oo0ooooooo0ooooo0o0ObOoDO
goo0o0bO0o0o0o0obDb0o0o0ob0ObObOOoOoooDbOoooDmooD
goOobooOoboOoooOobOOoooobOOooboobooboobooo
Wheat Germ Extract Plus0 0 0 0000000000000 00O0OO
0000000100000 00000o000o0O0O0o0OO Caspase-
Glo® 3/7 Assayd DD OO OQOGgoon D0 oooooooooo-3
oooboomoooooo0ooooooOo0O0oooooOO0o0B000
0400000000000000O00DODO

1

Prometech Journal

WWW.promega.co.jp

goubtggboboooboooboobbod
g

Flexi® Vector SystemsO 000000000000 O0OOODOOOO
00000000oooooooooooooOooOOoObOO0O000o0
00000000oooooooooooOoO0O0O00bb000000
0000000000000o0ooo0ooooO0o0o0O0O0bDOoDooOooUo-
000000000000 0ooooo20000000000000
SogflI0 PmelD 000 0000O0O0OOOOOODODODODOOCOOOOOO
Flexi® VectorDUOUDOOOOOOOOUOOOOOODOUDOOOOO
poooo0o0o0ooooOO0O000oO0ooOoOO0O000ooOoOoOOo0O00oO
000000000000 000000OFlexi® VectorDOODOOOO
000000000000o0oooooooo0o0oo0oo0bOoooooUo-
O000000OOFexi® VectorOOODODODODODODOD0ODO0OODOODOOO
oooo

0000 OrigenedMD, D OOODNADDODOOOOOO O
IMAGE consortiumO O O MGCO ATCCOOOVA, 000000000
0000000000000000000000000000Origene
O0O00ODNADOOODDODOOOO000000000O0SgfA0 Pmeld
00000Flexi® VectorD OO OO DO O OO0 IMAGED MGCO OO
cDNADOOOOOO00O00OSg000Pmel0000000000
00000000000000000000000000000 Flexi®
VectorDOOO OO OO0 (3)0

0000000000000 00D000000pF1AODOOpPFIK
T7 Flexi® VectorOO O OO OO 000000000000 OOOOO
go00O0100o00A@OOOOODOoogT7RNADOOODODO
oo00oooo0o0oUooOo0oUoooOoOoUooOoOooUoooOooo
O000o0o0oO0oooOoooOdOooinvivoDOOOOUOOOOOOO
BL21(DE3)pLysS 00O OOOT7 RNADOOODOOOOOOOOOO
0000000000000 0o00o0o0ooDoooooOnopk3A
000 pF3K WG(BYDV) Flexi® VectorD 00 0 000 00100 O OB
00o00oooooooT7000SPE RNADDOOODODDOOOOOOO
O0o00ooo0ooOoOoginviroDOOOOOOOODOOOOO
0o00o0ooO0o00ooO0o00oooOo0oUooOooooooooo
0 O Barley Yellow Dwarf Virus(BYDV) 050 003000000000
gooobobOooooobO0oOoooboboooobboooobog
000000000 (4,50

0000000000 00000000oo0o0000ODbNAD
PureYield™ Plasmid Midiprep SystemO 00 000 0 A24920 0 00O
0000000000 0iInvivoOOOOOpFIAODODOpFHKOOODOO
DNAO OBL21(DE3)pLysSO 0 000000000 OOOOOODOOO
000000000000 ooooooooooooooooooon
gooo0o0oobbbooooooobboooooobobooooo
0000000000000 0oo0o0oo0oooooooooog
0000000000000 00o0o000UoooDOooD0ooUooOtO
0O00O0O0O0O00ODOOOO0OO0O0oO0OooOoOoDOoDOoOoOooooooooa
gooooot1oooooooon

Number 18 2005



17 Sofl

B
B Terminator

Terminator pmel

Barnase
T7 Terminator cer

T7 Terminator
DF3A WG (BYDV)
Flexi® Vector
(3,689bp)

pFIAT?
Flexi® Vector
(3455bp)

5346MA

01.00000000000000Flexi® Vector

OO0OA pFIAT700000O0O0O0B. pRBAWGOBYDBO O OOOOOOOOO
Jooooooooooooooooooooooooooooo

E.coli BL21(DE3)pLysSO 000000000

good

BL21(DE3)pLysSO O OO OIPTGO O OO OOOOOOOOODOO
0000077 RNAOOODOOOOOOOOOOOOOS000000
0000000000000 000000000Coomassie” 0000
00000000000 00000O0O000ObOO0OUOoDODOOOs50
O0o000000ooo0ooOooo30000sSbs-PAGED O DODOOO
000000000 ooooooooooooooobobooooo
0000010002000 0000000000000000000
000000000 00o0o0o0ooooooo0oooooooooog
000000000000 0o0ooooooooooooboooooog
0000000000000 0oooooooooooOb0b0oooOooO
oooo0oo0ooo0oo0oooooOoo0oooooooOooDO
00o0000000oooooooooooooooobobooooo
00000000 0o0ooooooooooooooooooooog
goooooooO0oooooooOoUuooDoooOoO0OoOooooOE.coli
T7 S30 Extract System for Circular DNAO [0 [0 Wheat Germ Extract Plus
oo0o0oooOooooooooooooo

E. coli T7 S30 Extract SystemOJ 0 OO0 000
Oo0O0ooooo

E.coli T7 S30 Extract System for Circular DNAO O OO O0OOOOO
J000000000T7RNACOOOOOOODOOOOOOT? RNA
000000 000000000pF1AD OO0 PpF1K T7 Flexi® Vector
00o000ooocs4410C84510 000 0000000DNAODOODOO
J0000D0D0D0O0ODNAODODOODODODDODODOOO370020
000000000 OFluoroTect™ Greenwys in vitro Translation
Labeling SystemO 00000 OL50010 0000000000000
jd00o0ooooDU000oooDU0oOoo0oDOO0o0OOoOoOoU0goosbs-
PAGEO OO O0ODOOU0ODOUODOODOUODOODOODOOOOO
Jooo00oog, 0J00AOoOos00nouonooonooonon42
00076%000000000050% 00000000000000
jo0odoio0000o000oooood24% 0000001

Prometech Journal

www.promega.co.jp

kDa
~—EHHHE
CLTug— - b
25w :
| —
—15- e —

5351TA

M 1 2 3 4

02 BL21ODE3DpLysSOOOO0DO0O00O0O0O00OOOLI01I0000000
490000 invivod O

LBOOOOOOO0OO0OO03700000.D.eoo 00.5000000001mM IPTGO O
gooO0ooooo37004500000000O0O0O0O0O0O0O0O1O0-20000000
0o0ooosoug/Mo 00000000 20mM HEPESO pH 7.2000 2mM EDTAO O
OO0O0O0ooOoOooOoOBranson Model 25100 0500 300000000000
0000040 20%0 Tris-Glycined O O Invitrogend 0 0 O 0O 0 O EC60250 0 O
00000 00OAmersham Personal Densitometer SIDO 00000000 OMO
Promega Broad Range Protein Molecular Weight MarkersO 0 0O O 00O
ve4oo0 000010 00000000000 DOODO200000000000OO
0000030000000000000400000000BL210 DE3O pLysS
0000003000000 000000000016,000x gd 220015000
00000000D00o00o0o0ooo1s747ba0 000000

Wheat Germ Extract PlusO OO QO QOQOQO00O0O
ooooo

Wheat Germ Extract PlusOD O OO OOOmRNAOOOOOOODOO
0000000000000 ooon ()ooooooodpk3A
O00pRKOOOOOO0OO0O0OOOOTY RiboMAX™ Express Large
Scale RNA Production Systemd 0 0000 0OP13200 0000000
0000000 MicroSpin® G-25 Columnsd AmershamO 000000
oooooooo

0 8pugd mRNAC O O O Wheat Germ Extract PlusO0 O 0000000
0000000000000 000D000FluoroTect™ Greenwys in
vitro Translation Labeling System O 0 0 0 0 0 L5001; 0400000
000000000o0oooooooooooO0ooOO0oobOoDOoooUO
O00000SPS-PAGED D0 O0O0OOODOODOOODODOODOOO
0000000000000 0000000s 0000000000
0o0o0Os0% O 00000000000000030000B8B; 0400

Number 18 2005

1



gogoboobobbuoogoooboooob-obbobboooad
___________________________________________________________________________________________________|

01.00000000000000000000000

000010400 OrigeneOMDO O M O000410440000DNADODOOOOOOOODO10440Flexi® VectorOO O OO OOOOODODOOOOO450550PCR
000000 000OFlexi®VectorDOODDODDOODOODOOIMAGED OOMGCOOOOODOODOATCCOVADOODODOOODDOOOCcCDNAOBL21 = E.coli
BL21(DE3)pLysSO 0 0 0 0O 0 O OO S300 E.coli T7 S30 Extract System for Circular DNAO WG Wheat Germ Extract PlusOACCO 00O O0ONOOOOOOIODOOO
000000sOoo0000000onD00O00220000016,000x g0150000000000000000000D00O00O00O050%0000000000000

Sample Description ACCN Mol. Wt. BL21 $30 WG
1 Androgen receptor (dihydrotestosterone receptor; AR) NM_000044 99287 ]
2 Estrogen receptor 1 (ESR 1) NM_000125 66315

3 5-hydroxytrptamine (serotonin) receptor 1A (HTR1A) NM_000524 46206 ]
4 Glutamate receptor, metabotropic 2 (GRM2) NM_000839 95667

5 Glutamate receptor, metabotropic 3 (GRM3) NM_000840 98979 ]
6 Mitogen-activated protein kinase 14 (MAPK14) NM_001315 41393

7 Heat shock factor binding protein 1 (HSBP1) NM_001537 8643

8 B-cell translocation gene 1 anti-proliferative (BTG1) NM_001731 19308 ]
9 fms-related tyrosine kinase (FLT1) NM_002019 150834

10 Integrin, alpha V, vitronectin receptor (ITGAV) NM_002210 116151 ]
1 Kinase insert domanin receptor (a type Il receptor tyrosine kinase; KDR) NM_002253 151640 ]
12 Protein kinase C, gamma (PRKCG) NM_002739 78547

13 Mitogen-activated protein kinase 9 (MAPK9) NM_002752 48238

14 Mitogen-activated protein kinase kinase 6 (MAP2K6) NM_002758 37592 ]
15 Mitogen-activated protein kinase kinase 4 (MAP2K4) NM_003010 44387 ]
16 Aurora kinase C (AURKC) NM_003160 32087 ]
17 Aurora kinase B (AURKB) NM_004217 39380 ]
18 cAMP responsive element binding protein 1 (CREB1) NM_004379 35236

19 v-erb-b2 erythroblastic leukemia viral oncogene homolog 2 (ERBB2) NM_004448 138026

20 MCM2 minichromosome maintenance deficient 2 mitotin (MCMZ2) NM_004526 101996 ]
21 MCM5 minichromosome maintenance deficient 5 cell division cycle 46 (MCM5) NM_006739 82385

22 Calcium binding protein P22 (CHP) NM_007236 22555

23 Nuclear receptor binding protein (NRBP) NM_013392 59944 ]
24 Mitogen-activated protein kinase 8 (MAPK8) NM_139049 48395 ]
25 MCM4 minichromosome maintenance deficient 4 (MCM4) NM_182746 96657 ]
26 Growth factor, augmenter of liver regeneration (GFER) XM_034465 15495

27 Bruton agammaglobulinemia tyrosine kinase (BTK) NM_000061 76381 ]
28 Glutamate receptor, metabotropic 5 (GRMS5) NM_000842 128973 ]
29 Spleen tyrosine kinase (SYK) NM_003177 72066 ]
30 tec protein tyrosine kinase (TEC) NM_003215 34649 ]
31 PTK2B protein tyrosine kinase 2 beta (PTK2B) NM_004103 115935 ]
32 EPH receplor B3 (EPHBS) NM_004443 110429 ]
33 Receptor tyrosine kinase-like orphan receptor 1 (RORT) NM_005012 104412 ]
34 Colony stimulating factor 1 receptor (CSF1R) NM_005211 108083 ]
35 Discoidin domain receptor family, member 2 (DDR2) NM_006182 96836

36 Cytochrome P450, family 3, subfamily A, polypeptide 4 (CYP3A4) NM_017460 57542

37 Neurotrophic tyrosine kinase (NTRK3) NM_002530 929015

38 fms-related tyrosine kinase 3 (FLT3) NM_004119 112904

39 v-kit Hardy-Zuckerman 4 feline sarcoma viral oncogene homolog (KIT) NM_000222 109964 ]
40 Protein tyrosine phosphatase, receptor-type, Z polypeptide 1 (PTPRZ1) NM_002851 254630 ]
4 Protein tyrosine phosphatase receptor type T(PTPRT) AB006621 165434 ]
42 DnaJ (Hsp40) homolog, subfamily ¢, member 6 (DNAJC6) AB007942 102887 ]
43 Myotubularin-related protein 3 (MTMR3) AB002369 154450

4 TAQ kinase 1 (TAOK) AB037782 116533 ]
45 Histone deacetylase (HD1) 150079 55202 ]
46 Caspase-6, apoptosis-related cysteine protease BC000305 33409 ]
47 Cysteine protease Yama (procaspase-3) 26943 31707

48 Mineralcorticoid receptor (WMR) M16801 107167

49 Cellular retinol binding protein Il (CRBPII) U13831 15747 ]
50 Glucocorticoid receptor (GRL) NM_000176 85759

51 Procaspase-7, cysteine protease CHM-1 140281 34376 ]
52 Melanoma antigen recognized by T cells (MAR1) BC014423 13256 N
53 Small muscular protein (SMPX) BC005948 9658

54 T-cell activation protein (Q9Y605) BC022797 14749 ]
55 T-cell tumor protein (TCTP) BC003352 19695
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Wheat Germ Extract Plus 40%x 50yl 13250 60,000
10x 50yl L3251 17,000

pF3A WG (BYDV) Flexi® Vector 2019 15671 45,000

pF3K WG (BYDV) Flexi® Vector 20ug 15681 45,000

pF1A T7 Flexi® Vector 20ug C8441 42,000

pF1K T7 Flexi® Vector 20ug (8451 42,000
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BL21(DE3)pLysS Competent

Cells 1ml L1191 21,000

Caspase-Glo® 3/7 Assay 2.5ml (8090 16,000

E. coli T7 S30 Extract System

for Circular DNA 30 reactions L1130 58,000

FluoroTect™ Greenws in vitro

Translation Labeling System 40 reactions L5001 50,000

PureYield™ Plasmid Midiprep

System 25 preps A2492 27,000
100 preps A2495 96,000
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