Reconstituted cell-free protein synthesis kit
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Introduction

PUREfrex® [ZDWT

PUREfrex® (&, PURE system % £(Cfa nicBEmME
&MY VIO BERF Y b TY, PUREfrex® ic. BHD%
VI\VE%1—R9 2% DNA (F7zld mRNA) Z#mL <>
FaR—KFBREGT BRI VNV EEZERTEET,

PURE system (&, BRRAZAZBO LHSHEEZDO S )L —
Tlc & DR S nicBEREERREY Y /(U ERERT, B -
R - TRILF—BELCKHERYV/INVE, URY —L%Z@E5
TR Ut 7S/ NTP REELREULILEMRTT
(Ref. 1, 2) BHERAFERAURGREZFERT 26, HER
ZHHICHASNTE S, YV VERRICERRBY VNV EZ
FEEAEBERVWREDRRNHD £,

PUREfrex® (. RIGH=HBRT 25 V/IN0E, URY —L
tRNADFRR S EZBR U HEZE O L ERRINE T FFT,
BALTWeKIBEBRXRO YRS RIGK 1yl Hicbh
0.1 EU BEICEFTERSINhTWET, Ffc. RNase. ATV
NS —EREDRAYVIVEERPLTVWET,

PUREfrex® IL&&EN2BRAFHREDINTOY VIV E
I BHBREBOY VEINNEMENTWER Ao TDTt,
IO ERMUIcY VIV BZERL. ¥ VTSI & DR,
BRET 22 ENTRETT
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Template DNA

1. #2 DNA O#Ei&

T7 promoter Gene of Interest

CO— 0

RBS (Ribosome Binding Site; SD sequence)

PUREfrex® IC& 2% > /X EARICERY 285 DNA
F. BNy YU BZ - R 2ELRTFORAI R YD ERIC,
T7 70F—9—BIH LT URY —LEEENL (SD EF) A
EENTVWIRENH D T, £co KRIEDRYOTRICIE.
10 L EOEBROERFEIIZ ML T LIV,

PUREfrex® Tld. 3 BEDKIEIRYZIRTERATER
EB

BIR DNA (F5 A3 R DNA &), & &0 EHIR DNA
(PCR EMIRIK DNA ZHIREER TUIMTL /2 DNA 72&) @
EE55588 DNA & UTHERTERT, Bk DNA ZERT
358 BNEGEFORLEIRYOTRICT? §—I%—9—
PRETT, —/. EEIKDNA TiE, T7 ¥ —Ix—5—0ft
MEBTLEBETESH D E R A,

Template DNA

2. 5% DNA OFRESEDS)

PCR ZF W /e PUREfrex® m#E DNA DOFEHEDH%
RUET,

FOR primer \\
------ I -

S\ REV primer
‘ PCR

T7PRO-SD primer )

O
AN REV primer
PCR
T7 promoter  RBS Gene of Interest

3. 734X —DEe5
FOR primer
5’ ~AAGGAGATATACCA-ATG-N (10-20) -3’
RBS
REV primer
5/ -GGATTAGTTATTCA-TTA-N(10-20) -3’
more than 10 any nucleotides
T7PRO-SD primer
5/ -GARATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCC
T7 promoter
TCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATACCA-3'
RBS

Kit components

« Solution | 100 pyL
WA 73 /8. NTP, RNA, BROBEBE
B REERA - -20°C

« Solution Il 2 12.5 uL
AR5 VINUE (30% 7' E0—ILBR)

B RIERET © -20°C F7zid -80°C "3

« Solution 111 ™ 25 uL
ME  URY — L (20 M)

B RIERE : -80°C *3

* Cysteine ™ 20 pL
WA Y25 (10 mM)

B RIERE  -20°C

«DTT" 20 pL
WE  IFAZLA R—)L (40 mM)
BRI - -20°C

«GSH™ 20 uL
AR JETEIILY F A (80 mM)

B RIERE : -20°C

* DHFR DNA ™> 10 pL
W% : KE3E DHFR E{EF £ &0 PCR 1 (20 ng/ulL)
MERIFRE | -20°C

Kit components

HEHRIORERERR. IT-80°C T,

)

PUREfrex® 2.1 ® Solution| [£i&. Y271 >, BETAID
BENTVE A, FYNTERERIC. BEIIGU THRED
VRTA Y BRAERMUTLE N,

Cysteine OIRENKEREEIZ. 0.5 MM TY,

BEAlE LT, R0 DTT UL & GSH Z{ER9 3550
EENERRER. ThEh 2 4 mM TIH. &RT 35
VIRVBILED, REBRENELBZARENSGDET., T,
2-ANWATRNIY /=B EDMDETHSHERTEET,

2)

PUREfrex® 2.0 (#PF201) IZiFff&f1TW3 Solution |l & F—#HEAD
BRTY,

*3)
EARDED DRISEE -80°C THRERET 2HE. BREZRP RS

FAR/LY /=B ETRERBLTHSRELTILE WV, &l BE

IKISUTHEL, RERMBORDIBLEZTEBRIFBIF TN,

*4)
PUREfrex® 1.0 (#PFO01). PUREfrex® 2.0 (#PF201) [Ciifd&nT
W3Solution lll,. DHFRDNA & ZZnE—#EROBRTY .

*5)

YYNRVEEROBEIY MO—LAE L TERT 2B 20 L 0&
BRIGRIC 1 uL ZF/MU T<REE W, HEMAEERIE. ¥itD web
site [CBWEINTVNET,

Protocol

PUREfrex® 2.1 # W\ 2 ¥ Vv N BARIK. EBEORISR
BETHIS>2EMNTEET, fIXIE HE 20 L T, 0.5 mM
YRATAY. 4mMGSH ZRMUL TERYT BB IFUT DL
SIERGRZEBELTIIEE W,

1. Solution I, Cysteine. GSH %z. ZE&~37°C T 1 /I
EROTERAICHBL, KECEEHI,

2. Solution Il Solution Ill =X L TEf#EL 9,

3. F# U 7z Solution I, 11\ Il Cysteine. GSH Z#& < RILT v
VAL Ttk LU TARYEF 12— T TEICEDE T,

4 UTOESIERIGRERABLET,
(DNA IF 1 kbp 3720 0.5-3 ng/pL I£75% & 3 AL T E W)

Water 7-X pL
Solution | 8 uL"6)
Cysteine 1L
GSH TuL
Solution Il 1L
Solution 1l 2 uL
Template DNA X uL
Total 20 pL

5.37°C T2~6 BEIRISS BT, ¥V /X UBEEBULET,
6. BRIy VIV EE, TNENOBEMICERLET,
*6)
PUREfrex® 1.0 (#PFOO1). PUREfrex® 2.0 (#PF201) & & fEREA
ERDETOT, TEBLS W,

Note

PUREfrex®MRARE T, £ hEBLHYBRENDEK
5. BRR. PHIREMOARNDERZELCEY., £l B
i RERICERLBVTIZS W,

PUREfrex®% £ 2MEIC1d. RNase” U —dik, HZE,
BEFEFAL TSV, Fleo FR YRIDERZHH
HLET,

FEBE, BIRBFEARRREL D, 5375 4931135 5
OERFFEESLEMTY. PUREfrexid, Y—>70Ov7«
THRBHOBFEHIE (BERHIES 5443077 5) TY,
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