Reconstituted cell-free protein synthesis kit
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Introduction

PUREfrex® [cDWT

PUREfrex® (&, PURE system ZE(CHEIN/cBEREEREY v/ IEEHEFY T
9. PUREfrex® [c.BH®D% » /U BE% 1— K9 % DNA(F7ciE mRNA) 2/ ML <1 v ¥ 2
R—hF37FT. BTV VBEZERTEET,

PURE system (&, ERAFZARZRO LHSWERO T IL—FIC L D RS N cBEBREE
MY YO EERHRT. BE -8R - IXLF—BECLERY V/IVE, URY —L%E
AlICHERUIE. 7SI /B NTP BRELREBULICERRTY (Ref. 1, 2), BERTFZES
feRINEZERY 2, HRzBHICHETTE2, YV /N VEARICERRBY VIV EZ
FEAEEBERWREDERNBDXT,

PUREfrex® (&, RIbEzH#HEY 25 /X E, UIRY —LA tRNA OFHAFEEZWR L.
MEEBOIERRIGETT . i, SEAL TWeKBEBRD U RSHEIE. RIGK 1L &
720 0.1 EURBREICETERINTWET, Ffo. RNase. BHTI VT —EREDEAY Y
IRIBHREASLTWET,

PUREfrex® L& &N 2BRAFLREDINTOY VNV EICIE, BE. REBDY VES
MEMEhTWERA. ZDH. FTEINEMMULIEY VIV BEZER L. ¥ TEIICLD
B, RET DT ENTRETT,

References) 1. Shimizu et a/. (2001) Nat. Biotechnol., vol. 19, p. 751
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Kit components

Kit components

e Solution |

5x 100 pL

WA 72 /. NTP, tRNA, BEROEEGRE

RIS RIPRE | -20°C
e Solution Il 2

5x 12.5 pL

ANE VI E (30% 7'V EO—ILER)

FIHBEFRE | -20°C F/cld -80°C 3

e Solution Il
WA URY—LA (20 uM)
R RERE 1 -80°C *3

* Cysteine™
AE : Y274 (10 mM)
FSBRERE : -20°C

«DTT™
RE : IFAZLA h—IL (40 mM)
RHBERERE  -20°C

*GSH"
HE BETESILY FA Y (80 mM)
R RERE : -20°C

* DHFR DNA ™3

5x 25 pL

5x 20 pL

5% 20 pL

5x 20 pL

5x 10 pL

AR : KIBE DHFR Bz FZ &0 PCR E® (20 ng/ul)

FHZREFRE | -20°C

FRHBIORFREIR. $T-80°C TY,

*1)

PUREfrex® 2.1 ® Solution| [£l&. ¥ RF1 v, BRANEEFNTWEEA, YV /VE
BRI, BRELCIGUTRMEDOI AT Y, ERAZRML TIILEZ W,

Cysteine DIFEMREREEIE. 05 mM TY,

BEITAlE LT IO DTT © U <I& GSH = #AY 258 DRENBERRER. ZhZTh
2. 4mM TYH BT R VINVEICED, RERENERIIUREMENHBD XS, iy
2-X)VATNITY /=B EDMDBETHIGERTEET,

%)

PUREfrex® 2.0 (#PF201) ICifdE T3 Solution Il & E—HERDBRTY .
*3)

EA%ROED ORISHEZ -80°C THERET 258, REBRPRNIATFTAR /LY /— LIk E TREREL
THSREFELTLLIEE W, ey BERBUTHEL, FERBORDIRLETERRITEIT TRV,

*4)

PUREfrex® 1.0 (#PFO01). PUREfrex® 2.0 (#PF201) (C#fd &1 TL BSolution Il DHFR DNAL 2
NE—HEROBR T,

*5)

YYNREEROBEIY FO—ILAE LTHERY 2. 20 yb OBMRKRGKRIC 1 b 23U TS W,
FHASIEERIL, B D web site [CBMENTVWET,



Template DNA

Template DNA

1. #% DNA D&

T7 promoter Gene of Interest

CO— 0
?

RBS (Ribosome Binding Site; SD sequence)

PUREfrex® Ic& 2% VXV EEBRICERT 288 DNA CiF. BRY > /(U Ez21—Rd
ZEEFORBINYOLERIC, T7 7OE—Y RIS LT URY — LRSI (SD B
MNEENTWIRENHD T, e, KIEIRYOTRICE, 10 BEU EOERDEERS
ZRMULTLIEE W,

PUREfrex® Tld, 3BEDKIEIRN Y ZINTEATEET,

BIK DNA (75 XX R DNA 2&8), BKUEHIK DNA (PCR E¥PERIK DNA %z HIfRE
RTYMILIEDNA R E) DEESEHFRDNA & LTHEATEEX Y. RIKRDNA Z2EHAY %5
AR BNEGFORIEIARVOTRICTI Y —I =5 —DBETT, —H.EHIKDNA T,
T7 9 —3%—9—DOFNMBEHTLEDETREHD LA

2. %8 DNA ORESEDS]

PCR %z W\ fc PUREfrex® D #% DNA OFFRTEDHZRLE T,

FOR primer \A
------ I - -
S\ REV primer
‘ PCR

T7PRO-SD primer :

O
N REV primer
‘ PCR

T7 promoter ~ RBS Gene of Interest

3. 7314 —DE

FOR primer
5’ -AAGGAGATATACCA-ATG-N (10-20) -3’
RBS
REV primer
57 -GGATTAGTTATTCA-TTA-N (10-20) -3"
more than 10 any nucleotides
T7PRO-SD primer
57 -GAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCC
T7 promoter
TCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCA-3"
RBS

Protocol

Note

PUREfrex® 2.1 2 W ¥ VNV BERIEEBORIGRETITS TN TEET, fIZIE,
RE 20 UL T 05 MM Y ZXTFTA Y. 4 mM GSH ZRINL TERT 2B EREUTOL S ICR
IGRZFHLU TSI W,

1. Solution I, Cysteine. GSH %, ZER~37°C T 1 DEIFLRO TERICHMMAEL. KEICE
EESN

2. Solution Il & Solution lll &K - TREL F 9.

3. @f# U 7z Solution I, II. 1ll, Cysteine. GSH &< R)LF v 7 A LTtk &L TAHAEY
ZEF 21— TEICEHET,

4. UTOLSCRIGRZFARLET .
(DNA (& 1 kbp &7 D 0.5-3 ng/uL (243 & 3 SHIML T HEW,)

Water 7-X pL
Solution | 8 uL*o)
Cysteine 1L
GSH 1pL
Solution Il 1uL
Solution Il 2uL
Template DNA XL
Total 20 uL

5.37°C T 2~6 KRARISE® T, YV VBERBLET,
6. BRENII VNV EE, TNTNOBNICERLEI,

*6)
PUREfrex® 1.0 (#PF0O01). PUREfrex® 2.0 (#PF201) & EABNELDEI DT, ERLEE W,

PUREfrex®ZHIRARETY ., £ hZEVHYRENDKRE, BER. ZHIREMEOREAN
DEMZREUET, i, Bfd. REBIIFERLBNTRE W,

PUREfrex®% 9 2BRICiE. RNase7 U—mok, RE, REHFFEAL TSN, &
foo FRONXRAIDERERBOLE,

ABGBIE EIRPEARRKEL D, 55575 4931135 SOEMAFHERHATY,
PUREfrexid, ¥—>70v 7« PHARMOBREER (BHARSE 5443077 5) T,



