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ZKHR}&DEEBE%&* BCF4050 DFERATIE. CNEEAT DITHDERICENDMREZE L CUNET,

BCF4050
All in one Kit (PCR, Transcription, Translation) REFEE
PCR DNA Polymerase| T7 RNA Polymerase | Wheat Germ Extract -70°C
10x PCR Buffer Transcription Buffer | Amino Acid Mix -20°C
2 mM dNTPs 25 mM NTP Mix prod.#SB5055V
25 mM MgSO, 100 mM DTT 2nd PCR Product

100 reaction

EMIRSY Y NDEBERGEET Y FERNZYVNDEEHIE. RD 3 BRENSEHRSINTINET,

#5754 DNA

2 3P PCR ﬂ

#5555 DNA 5 mRNA R HYINDE

MDD % E:> MM ™ E{\/ g:{>

BSARE — PERAEE  — ﬁ 10 kDa - 150 kDa
=

1. 35858 DNA DOER = 2. 15

PSS 5100 TLS 5100
AAMX005

3. #ER

R
HEE73D DNA [T, &5/ 8WRABICERETSNICIB R B Z 2 BXIE PCR [CKDIFNILET,
CNICKD N K. CRIBABBIC. BRI TDORNTEANTRECZOTNET,

BHRERKIVTOFIVORELICKD, PCR DS V/NDERIRFET 24 BREMAICERILETI,

AEURERBAZE. Primer List 3K U 1st PCR Primer 851218 —)VIFEHR—AR=IDNBSF DY O—- R TEFXT,
https://nuprotein.jp/knowledge-base/

https://nuprotein.jp/blog TX =)L RLRZCERBEHFLNWTORIIE, Z1—AUIF—EUTTERN
ZUET. BIF CERBBLNELET,

RELDIEE
AEREIHARARETT, BHBLUVBRREREEL LTERALGVTESEW, T, FEROFERICHY
ERETO—MIBFEZETL., R2ICBELTLESL, BRI BIERIZEVT, AKRIZHEELGHEZHKRS
BELFPHEINFT. REICH L TCEHYGREREZ CERAVEEEETLIOBBLVELET,
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8 R

2021 F 5 BLDFy FRAB. JORIVEKBICEELTCNET, FREERIFROERDTT,

* Fw HERZE 110 pL EIERZR 50 @H'5 100 BICESE

o EREHFEM 5'UTR AIZREIB I D EICKD. FHEERSTOBRIEEEIR
BN—=Y 3 VDHEEREM EDMHEETT,

- 570 ~JJLDREHRIL
BY—X&EROBEHF LNEGSTORIILESRUTRE),

1. $x58%5%Y DNA DFE page 04
N XKims T 55 DNA DS page 04
1st PCR TS5V — (N RigH T M) DRETERE page 04

2nd PCR 54V — (N KisS TR DRFTEMHR page 05

C Kims U 5% DNA Digi& page 06
1st PCR TS5V — (C RiHY TR DRFTEHE page 06

2nd PCR 51V — (C RigH TR DFHRETER page 07

PCR RIVERH L O TOTS A page 08
PCR EYIDHESR page 09
2. 55 page 10
570D page 10
mRNA DR page 11

3. 3R peos 2
BERTO R page 12
B UINDBDHER page 13
(IB70 F3JL) 555! DNA DIFRIEE page 16
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1. 85855 DNA DIER

N Kimd T #8 DNA D&E

N Kiis J#5% DNA OBERLUS/\— FDEIIETDERV T,

tag sequence [ TFRNDSNTND 1 DEBA TSN, TRIFEBDEFZABLTIIZS),
Linker_N [35@X732 707 7 —CREBENICEEILETI,

Promoter 5'UTR Coding sequence 3'UTR
5' ATG Stop 3
t Tail
T7 promoter Enhancer o ORF al
sequence sequence
Linker_N
Sequences / Part
Region Site DNA Sequence Description
Promoter T7 promoter CCCGCGAAAT TAATACGACT CACTATA
5'UTR Enhancer GGGAATTCCC ATCTGCTCCT CCAACTCCAA TCCAATC RNK15FH
Start codon ATG
GAA CAT CAT CAT CAT CAT CAT GAG 6 x His
GAC TAC AAG GAT GAC GAT GAC AAG FLAG
tag sequence
TAT CCT TAT GAC GTG CCT GAC TAT GCC HA
Coding Sequence TGG TCC CAC CCT CAATTC GAG AAG strep I
Linker_N GAA AAC CTG TAT TTT CAG AGC ( E-N-L-Y-P-Q/S) TEV
ORF (ATG) + NNNNN === ===NNNNN
Stop codon TAG,
3'UTR Tail sequence |AATAAGTGCT CGGGCGGGCC AAAAAAAAAA AAAAA

N Kims T 55 DNA
54553 1st PCR, 2nd PCR D 2 ERETHERILE T,
1st PCR TS5V — (N KigSHTH) DiRTEME

TOERD, EBIEFIHENWZEDIZE 18-35mer BA LT, IstPCR T34 V—ZEERH LTI EE),
Reverse primer (& stop codon ZFR<FBHHEEBALTIZENN,
RES -y +TIES Yy TR 25 mer ZEMETHRETLTLS/ZEL), Tm 2 63° C

1st_ ORF_NF_T
[T~
10 uM
5' 3
ORF
3 5'
10 uM
<[]
1st_ORF_NR_T

1st PCR Primer_N

Primer name Primer sequence 5'to 3'

ORF

1st_ORF_NF_T GAAAACCTGT ATTTTCAGAG C+ (ATG) NNNNNNNNNNNNNNNNNN (N=18-35)

@)

1st_ORF_NR_T GGCCCGCCCG AGCACTTATT CTA+ ““*RRRRRRRRRRRRRRRRRR (R=18-35)

* ORF IC ATG 730\, FERMBRNBESEIS ATG ZIRNTIIZSY,
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2nd PCR 7504V — (N KimSTFB) D518

BATDIINTRICHIBE. I

CHRETDWBEDHDFIEA. UMTFDERDDTSAV—Z2ARLET,
3BEOTSAV—DYUEICRDFT,

BETSAV-RELL. THOERDICHELTIES,

page 5

2nd_NCF_U01
I |-
10 pM 2nd_tag_NF1_T
I | |-
100 nM
5' ATG 1st PCR Product 3
ta Tail
T7 promoter Enhancer ° ORF
sequence s|equence
3 Linker_N Stop 5'
2nd_NCR_UO1
<1
10 uM
Forward Primer NCF_U00 (N/C #£5&)
Primer name Primer sequence 5'to 3'
2nd_NCF_U01 CCCGCGAAAT TAATACGACT CACTATAGGG AATTCCCATC TGCTCCTCCA ACTCCAAT
Forward Primer NF1
Primer name Primer sequence 5'to 3'
ond His NF1L T TGCTCCTCCA ACTCCAATCC AATCATGGAA CATCATCATC ATCATCATGA GGAAAACCTG
nd_fis_NFL_ TATTTTCAG
ond FLAG NF1 T TGCTCCTCCA ACTCCAATCC AATCATGGAC TACAAGGATG ACGATGACAA GGAAAACCTG
nd_FLAL_NFL_ TATTTTCAG
ond HA NF1 T TGCTCCTCCA ACTCCAATCC AATCATGTAT CCTTATGACG TGCCTGACTA TGCCGAAAAC
nd_nA_NFL_ CTGTATTTTC AG
nd st I NFL T TGCTCCTCCA ACTCCAATCC AATCATGTGG TCCCACCCTC AATTCGAGAA GGAAAACCTG
nd_strep & _NF1_ TATTTTCAG
2nd_XXX-tag_NF1_T* TGCTCCTCCA ACTCCAATCC AATCATG NNN---NNN GAAAACCTG TATTTTCAG

EROYTEBATDHBE. 2nd_XXX-tag_NF1 D NNN---NNN BDZEZEELTIZEN,

Reverse Primer NCR_U01 (N/C &)

Primer name

Primer sequence 5'to 3'

2nd_NCR_UO01

TTTTTTTTTT TTTTTGGCCC GCCCGAGCAC
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C Kimd T 55 DNA DiESE

C Rimd T 5% DNA DEERLUS/\— FDEIIETDERV T,

tag sequence [ERENDSNTFND 1 DEEATLIEEL, FEREBRDEIZARLTLIIZENN,
Linker_C (@73 T705 P —E5RHMBIICEEIRETT,

page 6

Promoter 5'UTR Coding sequence 3'UTR
5' ATG Stop 3
Tail
T7 promoter Enhancer ORF tag al
sequence sequence
Linker_C
Sequences / Part
Region Site DNA Sequence Description
Promoter T7 promoter CCCGCGAAAT TAATACGACT CACTATA
5'UTR Enhancer GGGAATTCCC ATCTGCTCCT CCAACTCCAA TCCAATC RNK15FH
ORF ATG + NNNNN === ===NNNNN
Linker_C GAA AAC CTG TAT TTT CAG AGC ( E-N-L-Y-P-Q/S) TEV
i GAA CAT CAT CAT CAT CAT CAT GAG 6 x His
Coding Sequence
GAC TAC AAG GAT GAC GAT GAC AAG FLAG
tag sequence
TAT CCT TAT GAC GTG CCT GAC TAT GCC HA
TGG TCC CAC CCT CAATTC GAG AAG strep I
Stop codon TAG,
3'UTR Tail sequence |AATAAGTGCT CGGGCGGGCC AAAAAAAAAA AAAAA
C Kims J#%L DNA
55855 1st PCR, 2nd PCR D 2 EXBETIERILFE T,
1st PCR JS51V— (C RKiwHTF) DRFTEMB
TOERYD., ELFRHENSEIIZ 18-35 mer BA LT, Ist PCR TS5 V—ZFR L TIESUN,
Reverse primer (& stop codon ZFR<FBHHEEBALTIZENN,
RS —Tv FTRES v TR 25 mer REM ETHRET LT ZEN, Tm = 63° C
1st_ ORF_CF_T
[ T1-
10 uM
5' ATG Stop 3!
Tail
T7 promoter Enhancer ORF
sequence
3 Linker_C 5'
10 uM
-—
1st ORF_CR_T
1st PCR Primer_C
Primer name Primer sequence 5'to 3'
1st_ ORF_CF_T CTGCTCCTCC AACTCCAATC CAATC+ “FFATG NNNNNNNNNNNNNNNNNN (N=18-35)
1st_ ORF_CR_T GCTCTGAAAA TACAGGTTTT C+ ““*RRRRRRRRRRRRRRRRRR (R=18-35)

ORF IC ATG D' 2V\BE. T ATG ZNR T IEEN,
ORF BB23IC Stop Codon Z#BA ULRNTLIZE0),
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2nd PCR 754V — (C RimHTRB) D&1EME

page 7

BATDYITNTRICHDBE. BICHFITDIMUELEHDIBA. UMFOERODTSAV—ERABLIT,

3BEOTSAV—DYUEICRDFT,

BETSAV-RELL. THOERDICHELTIES,

2nd_NCF_U01
—
10 um
5' ATG Linker_C Stop 3
T7 promoter En|hancer ORF tag fail
sequence sequence
3 1st PCR Product 5'

Forward Primer NCF_U00 (N/C #£5&)

2nd_tag_CR1_T

<[]

100 nM

S —

2nd_NCR_U01

Primer name

Primer sequence 5'to 3'

2nd_NCF_U01 CCCGCGAAAT TAATACGACT

CACTATAGGG AATTCCCATC

TGCTCCTCCA ACTCCAAT

Reverse Primer CR1

Primer name Primer sequence 5'to 3'
. GGCCCGCCCG AGCACTTATT CTACTCATGA TGATGATGAT GATGTTCGCT CTGAAAATAC
2nd_His CR1 T
- - - AGGTTTTC
GGCCCGCCCG AGCACTTATT CTACTTGTCA TCGTCATCCT TGTAGTCGCT CTGAAAATAC
2nd_FLAG_CR1_T P —

GGCCCGCCCG AGCACTTATT

2nd_HA_CR1_T TACAGGTTTT C

CTAGGCATAG TCAGGCACGT

CATAAGGATA GCTCTGAAAA

GGCCCGCCCG AGCACTTATT

2nd_strepI _CR1_T AGGTTTTC

CTACTTCTCG AATTGAGGGT

GGGACCAGCT CTGAAAATAC

2nd_XXX-tag_CR1_T*

GGCCCGCCCG AGCACTTATT CTA RRR-—--RRR GCTCTGAAAA TACAGGTTTT C

* EROYTEBATDIHE. 2nd_XXX-tag_CR1_T M RRR--RRR BINZEZEE L TIEE),
RRR---RRR [T BHEHEFA LE T,

Reverse Primer NCR_U01 (N/C ££5&)

Primer name

Primer sequence 5'to 3'

2nd_NCR_UO01 TTTTTTTTTT TTTTTGGCCC

GCCCGAGCAC
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PCR RISBBREB LUV TOTS A
BCF4050 {4/E® PCR DNA Polymerase (& 2 25w T D)Uxtin. B/ 30 sec/kb DERTI,
C 70 ~DJUIF BCF4050 /@D PCR Fv ~E@EFY FOERNRGEERDET,
BELS/TEREODENT—VILY 1 OS5 —TTE, ERICIBIENER CERNBELHDFET,
1st PCR
1st PCR ORINEMER BRIV TOT S AR TROERND T,
Plasmid DNA BE (S 1 ng/pL [CFBEE LTI ZE0N,
1st PCR IR 1st PCR Program
Reagents Volume Seg. Temp. Time Cycle
10x PCR buffer 5uL 1 94°C 2 min 1
2 mM dNTPs 5puL 2-1 98°C 10 sec 30
25 mM MgSO, 3uL 2-2 68°C 30 sec/kb*
10 uM 1st_ORF_F 1ul 3 20°C - -
10 uM 1st_ORF_R 1L * 1kb NFDEDIF. 1 min [CLTLZEE),
Plasmid DNA 1uL
PCR DNA Polymerase 1uL
Ultra pure water 33 uL
Total 50 pL
2nd PCR
2nd PCR DRMRAERB RO TOTSAFTFRDERDTY,
2nd PCR IR N Kixs 2 2nd PCR RINR C KiwS T
Reagents Volume Reagents Volume
10x PCR buffer 5 uL 10x PCR buffer 5 uL
2 mM dNTPs 5 uL 2 mM dNTPs 5 uL
25 mM MgSO, 3 uL 25 mM MgSO, 3puL
10 uM 2nd_NCF_U01 1pul 10 uM 2nd_NCF_U01 1ul
100 nM 2nd_NF1_T 1pul 100 nM 2nd_CR1_T 1ul
10 uM 2nd_NCR_U01 1pul 10 uM 2nd_NCR_U01 1ul
1st PCR product 1uL 1st PCR product 1ul
PCR DNA Polymerase 1uL PCR DNA Polymerase 1ul
Ultra pure water 32 uL Ultra pure water 32 uL
Total 50 uL Total 50 uL
2nd PCR Program D @ETOTS5 A 2nd PCR Program @ IBIEICEEN D DIRS
Seg. Temp. Time Cycle Seg. Temp. Time Cycle
1 94°C 2 min 1 1 94°C 2 min 1
2-1 98°C 10 sec 30 2-1 98°C 10 sec
2-2 68°C 30 sec/kb* 2-2 60°C 1 min 5
3 20°C - 2-3 68°C 30 sec/kb*
* 1kb MFOEDF. 1 min [CLTLZEN, 3-1 98°C 10 sec 30
3-2 68°C 30 sec/kb*
4 20°C - -

* 1kb UTFDEDIE, 1 min LT IZE0N,
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PCR EMDIESR

O PHO—2RTIVEKIKENC KD 1st PCR product, 2nd PCR product DTEER

1ulL - 2uL M PCR EMZEERLET,
BFHUUT)LE, DNA OBHRIBMBHDFEA.

1st PCR product
RERY VTN FTHDDERLET, ZVOBREIRETBEDLDIE A,

2nd PCR product
FERIYVITIVNYRET, [FoEDEERTETDEDEFEALTIIZS,

et
#1, #2 (FTEFEOE D $55Y DNA D 1st PCR EH),
#3-#8, #9-#14 [ZZFNZN #1, #2 (D 1st PCR EY) T 2nd PCR 1T 22 ED,

bp

# 1 2 3 4 5 6 7 8 9 10 11 12 13 14
2nd PCR product #1 2rd PCR product #2

O r2TNVYa—FT«VT

2 25w TYA D)L PCR JOTSLAER

ST ERPE HENT Y
ESXGFESYANA 8 | TS50V —. SEEDER
1st BERMEBEERELTD, *1
IBIBEEMD VDR _ Yo O IVEEIBDT,
SN FESD T
DEDICRRTSD ond 3 step 707275 /A (2nd PCR Program @) )ICZ S

3step JOTSLADP - VT EEETRITS,
Ist | TS5V —DB&ET*2
IFREIS/N\NY ROEREIND nd 3 step 707275 /A (2nd PCR Program @) )ICZ S
3step JOTSLADP - VT EREETRITS,

*1 BRRNESEG 30 sec/kb ZHE LTI I, BIRBIEDENZSIE 1 min/kb [CLTLES0),
1 kbp ETOD DNA IZXF L TIF 1 min DBRRMISENEETT,

*2 2RFTYTTADJUPCR T, CTHORSTIHDEREUEBEDEEAEN TSV —DHRHC
RBEAHDFET, Tm BEMEVNESICRTNDIIENTET,
Forward/Reverse Primer @D Tm B0 D7 25585t &2 LT /E&EL), Tm>60°C

PR R— AN =3 E D 1st PCR Primer 325t 2B — /L2 CRIA<IZE0N,
https://nuprotein.jp/knowledge-base/ H'545 YO — RTQEETT,
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2. 15

#5703

O &ERMBRDTBE

ROEBVD, GERMBRE 1.5mL F1—TPTHBEL TS,
2nd PCR Product [IRIBRMZEA LI,

SRERINBR RIVRIHENT
Reagents Volume

10x Transcription Buffer 2.5puL
25 mM NTP Mix 1.5uL
T7 RNA Polymerase 1uL
100 mM DTT 1.25 pL
2nd PCR Product 2.5 uL
RNase free water 16.25 uL
Total 25 uL

2nd PCR Product [& 10x Transcription Buffer EEEES USWKDITEFE LU TRE,
COERBERNS1E5N2 mRNA 23 2 BERICERLET,

O &S5RI

1. BRUCGESRMBROBHFZESYVEYT U, BROBHE, f BRWMETEIRNT D,
2. BROZFRMUEDR. BROFELO>DNDEF vV TITD,

3. 37°CT3HM. JOvIOeE—~H—FHLCIDIYFanR—-+TB,

O mRNA DFER

1. @B TH. 25uLBRICXTL 4 M BFEE P VEZ D AZ 10 L R TRET D,
2. 100l D 100 % IH ./ —)ILENZIEEY D.

3. 2 ERMEICKDERMULZE, -20°C~ -80°C T10 7 HET D,

4. =LHDBEET D, (15000 G, 15 min, 4°C)

5. EBEEREE. #<I3vyyal. BELBERETD.

6. TERMDFIIGRRELCIDETHET D, YAV O0F1—TDEZHITTHRLITH. NEDHNEA
LBWKDITERT D,

7. 80 uL OBHIKENZT mRNA XL v FEBRT B,

2016-© NUProtein®i4k &+t
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mMRNA DIEER

O PHO—RTILEXKXENC KD mRNA DHESR

1uL BV TIVOEKUXEIT, [FoETDEIYVTINY FABETNDDEER LE T,
IFRESNY RATTNDEDIFIE L PCR ATETVVRNTBEMN DD F T,

Transcription product

kb

3.0 =
20 —
15 =—
1.0 —

O B#& mRNA E0DiEE
R/NEIERBIRE 110 pL [CXTT DB mRNA SlFRDERNDTT,

25 ul BEE N 55512 80 ul mRNA SBED S5 40 ul HEALUFET,

EERAAY. BERSFCHRRENAIVA XIDIHEG. RX=ID MilliQ R ZRRLTIIESV),

2016-© NUProtein®i4k &+t
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3. R

BMERTJTO DL

O BEHER
1. 5 mRNA £/ 80 plL [CFBEEEIN/ZE mRNA solution ZAHET D, @FIR—ISE)

2. ROERBD., WMRRIGBRZ 1.5 mL Fa—TPTHREIT D,

R MEB IR RINVRIMET
Reagents Volume

Wheat Germ Extract 10 uL

Amino Acid Mix 20 uL

MilliQ 40 uL

mRNA solution 40 pL

Total 110 pL

3. 16°C T10BE JOvIbE—H—-FHZKDIYFaNR—-+TB,
DPHESRNIES. 16 BEF CEETIETI,

O EMEWR

BEHRIOBNEZIEVOULNEED. ERUCINWYY/NNDEICHTDIETT,
THOXOIBEBENMMEERLDET,

1. 5 {BICEHIz Amino Acid Mix (AAMX005) Z 2 mL 415 —TJ L — rADET B,
2. H1H-TUL—tDEZELT, BNy TEZEY LT,

3. BRIERTHELL 110 ul BRZERND Y TRADFT D,

4. WREMNBRDKBZRLUNIVICHREET D,

5. 16°C T10 658 A YFaNX—-+TID,

BEITEEN LA
24 well titer plate ®9-9.5mm F.Z=FHT

—

J RIE : 110 pL

BEBJHE 2 mL / Slide-A-Lyzer™ Mini

2016-© NUProtein®i4k &+t
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HYINDBEDHER

O FVINDEDIE

RSB DIC Wheat Germ Extract B3SEDFHERDHEA LTNET,
SDS PAGE NIV TILE LT, BICINERDERIMBEDDFEH A,

IRT TRIBROKREE 4°C REQ>EFZL<HDFE A,
RARRRBE, BUSLEETNVRELTIIZS,

O DIRFYTOv HCKDYVINDEDEE

ERICHYVYNDEEBRNSNTNDINEDN, DT RYYTOy FTOEBEHELET.

Ean il
VEGF165 C-His BMP4 128 aa N-His
kDa kDa
75
63
48
35 5 : dimer
—
35
25
25 C KiwD T DHHEIRT D 20
20 % BN ={=L ]I
17 7L monomer
17 .
11 11
FGF2 146 aa N-His 0GT1
kDa kDa
75
135 )
- — 1 N-FLAG no-signal
100 2 N-FLAG Full Length
75 3 C-FLAG Full Length
20
25
17 — AP THBRRIENES D O
11
1 2 3
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(IB70 F3JL) 55452 DNA OIERIETE 2021F 4B F COGSHIEREETY,

N Kimd T #5 DNA D&E
N K4 7855 DNA DEERKUE/\— FOBRSIIZTDER DT,

tag sequence [ TFRNDSNTND 1 DEBA TSN, TRIFEBDEFZABLTIIZS),
Linker_N [35@X732 707 7 —CREBENICEEILETI,

Promoter 5'UTR Coding sequence 3'UTR
5' ATG Stop 3
Tail
T7 promoter Enhancer tag ORF al
sequence sequence
Linker_N
Sequences / Part
Region Site DNA Sequence Description
T7 promoter |CCCGCGAAAT TAATACGACT CACTATA
5'UTR GGGCTCACCT ATCTCTCTAC ACAAAACATT TCCCTACATA CAACTTTCAA

Enhancer
CTTCCTATT

Start codon  |ATG  no-tag DIBFEIEERL

Translated Region

no-tag
CAT CAT CAT CAT CAT CAT 6 x His
tag sequence |GAC TAC AAG GAT GAC GAT GAC AAG FLAG
TAT CCT TAT GAC GTG CCT GAC TAT GCC HA
TGG TCC CAC CCT CAATTC GAG AAG strep I

Linker_N CTC CAG CAG GGA GGT ACT ( Leu-GIn-GIn-Gly-Gly-Thr )

ORF ATG + NNNNN === =--NNNNN

Stop codon TAG, TAA, TGA

3'UTR

Tail sequence |AATAAGTGCT CGGGCGGGCC AAAAAAAAAA AAAAA

N Kims T 55 DNA
54553 1st PCR, 2nd PCR D 2 ERETHERILE T,
1st PCR 7514V — (N KigSHTH) DiRtEME

TOERD., BLEFRENWZEIEBALT, IstPCR T4 V—ZFR LTI EE0),
Reverse primer [ stop codon ZfF<;F18#HEH 18 mer ZHEALZX T,

1st_ORF_NF
LT 1=
10 uM
5 ATG Stop 3
tag Tail
T7 promoter Enhancer ORF
sequence sequence

3 Linker_N 5'

1st PCR Primer_N

10 uM

Pa—

1st_ORF_NR_01

Primer name

Primer sequence 5'to 3'

1st_ORF_NF

CCAGCAGGGAGGTACT+ " ATG NNNNNNNNNNNNNNNNNN (N=18)

1st_ORF_NR_01

GGCCCGCCCGAGCACTTATTCTA+ "*RRRRRRRRRRRRRRRRRR (R=18)
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2nd PCR 7504V — (N KimSTFB) D&51EE

BATDYITINTRICHDHE. BICHEFITIMUBLEHDIBA. UMFOERODTSAV—ERABLIT,

3BEOTSAV—DYUEICRDET,

BETSAV—RELL. THOERDICHELTIES,

2nd_NF2
11—
10 pM 2nd_tag_NF1
[ | [ |-
100 nM
5' ATG 1st PCR Product 3
T7 promoter Enhancer tag ORF fal
sequence s|equence
3 Linker_N Stop 5'
2nd_NCR_UO1
o BN
10 uM

Forward Primer NF2

Primer name

Primer sequence 5'to 3'

2nd_NF2

CCCGCGAAATTAATACGACTCACTATAG

Forward Primer NF1

Primer name

Primer sequence 5'to 3'

2nd_no-tag_NF1

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
TTCTCCAGCAGGGAGGTACTATG

2nd_His_NF1

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
TTATGCATCATCATCATCATCATCTCCAGCAGGGAGGTACTATG

2nd_FLAG_NF1

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
TTATGGACTACAAGGATGACGATGACAAGCTCCAGCAGGGAGGTACTATG

2nd_HA_NF1

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
TTATGTATCCTTATGACGTGCCTGACTATGCCCTCCAGCAGGGAGGTACTATG

2nd_strep I _NF1

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
TTATGTGGTCCCACCCTCAATTCGAGAAGCTCCAGCAGGGAGGTACTATG

2nd_XXX-tag_NF1*

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
TTATG NNN---NNN CTCCAGCAGGGAGGTACTATG

* FEOYTEIEATDIES. 2nd_XXX-tag_ NF1 O NNN---NNN ZDEZE LT ZE0),

Reverse Primer NCR_U01 (N/C &)

Primer name

Primer sequence 5'to 3'

2nd_NCR_UO1

TTTTTTTTTTTTTTTGGCCCGCCCGAGCAC
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C Kimd T 55 DNA DiESE

C Rimd T 5% DNA DEER K US/\— ~DEIIETDERV T,

tag sequence [ERENDSNTFND 1 DEEATLIEEL, FEREBRDEIZARLTIIZSNN,
Linker_C (@73 T705 P —E5RHMBIICEEIRETT,

page 18

Promoter 5'UTR Coding sequence 3'UTR
5' ATG Stop 3
Tail
T7 promoter Enhancer ORF tag al
sequence sequence
Linker_C
Sequences / Part
Region Site DNA Sequence Description
T7 promoter |CCCGCGAAAT TAATACGACT CACTATA
5'UTR Enhancer GGGCTCACCT ATCTCTCTAC ACAAAACATT TCCCTACATA CAACTTTCAA
CTTCCTATT
ORF ATG + NNNNN === ===NNNNN
Linker_C GGT CTC CAG CAG GGA GGT ACT ( Gly-Leu-GIn-GIn-Gly-Gly-Thr)
. CAT CAT CAT CAT CAT CAT 6 x His
Translated Region
GAC TAC AAG GAT GAC GAT GAC AAG FLAG
tag sequence
TAT CCT TAT GAC GTG CCT GAC TAT GCC HA
TGG TCC CAC CCT CAATTC GAG AAG strep I
Stop codon TAG, TAA, TGA
3'UTR Tail sequence |AATAAGTGCT CGGGCGGGCC AAAAAAAAAA AAAAA

C KimA T t55 DNA

54553 1st PCR, 2nd PCR D 2 ERETHERILE T,
1st PCR TS5V — (C KiwHITH) DiRTEME

TOERD., BLEFRENWZEIEBALT, IstPCR T4 V—ZFR LTI EE0),
Reverse primer [ stop codon ZfF<;F18#HEH 18 mer ZHEALZX T,

1st_ORF_CF
I I
10 uM
5 ATG Stop 3
T7 promoter Enhancer ORF teg fail
sequence sequence
3 Linker_C 5'
10 uM
<[ 1]
1st_ORF_CR

1st PCR Primer_C

Primer name

Primer sequence 5'to 3'

1st_ORF_CF

ORF

CACAAAACATTTCCCTACATACAACTTTCAACTTCCTATT+ ATG
NNNNNNNNNNNNNNNNNN (N=18)

1st_ORF_CR AGTACCTCCCTGCTGGAGACCH

O RRRRRRRRRRRRRRRRRR (R=18)
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2nd PCR 754V — (C RimHTRB) D&1EE

page 19

BATDYITINTRICHDHE. BICHEFITIMUBLEHDIBA. UMFOERODTSAV—ERABLIT,
3BEOTSAV—DYUEICRDET,

BETSAV—RELL. THOERDICHELTIES,

2nd_CF1
N
10 uM
5' ATG Linker_C Stop 3
ta Tail
T7 promoter En|hancer ORF &
sequence sequence
3 1st PCR Product 5'
2nd_tag_CR1_UO1
<[] ||
100 nM
- 10 uM
2nd_NCR_UO1
Forward Primer CF1
Primer name Primer sequence 5'to 3'
2nd_CF1 CCCGCGAAATTAATACGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCC
Reverse Primer CR1
Primer name Primer sequence 5'to 3'

2nd_His_CR1_01 GGCCCGCCCGAGCACTTATTCTAATGATGATGATGATGATGAGTACCTCCCTGCTGG
2nd_FLAG_CR1_01 GGCCCGCCCGAGCACTTATTCTACTTGTCATCGTCATCCTTGTAGTCAGTACCTCCCTGCTGG
2nd_HA_CR1_01 GGCCCGCCCGAGCACTTATTCTAGGCATAGTCAGGCACGTCATAAGGATAAGTACCTCCCTGCTGG

2nd_strepII _CR1_01 |GGCCCGCCCGAGCACTTATTCTACTTCTCGAATTGAGGGTGGGACCAAGTACCTCCCTGCTGG

2nd_XXX-tag_CR1_01* |GGCCCGCCCGAGCACTTATTCTA RRR---RRR AGTACCTCCCTGCTGG

* EFEDITEBAT DIHS. 2nd_XXX-tag_CR1_01 (D RRR--RRR BN EZLE LTI IZE0),
RRR---RRR |LFB#EEEIEA LE T,

Reverse Primer NCR_U01 (N/C ££5&)

Primer name

Primer sequence 5'to 3'

2nd_NCR_UO01 TTTTTTTTTTTTTTTGGCCCGCCCGAGCAC
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[KOD®] 725UNC ['KOD-Plus-Neo| [FEFMHMASHOERDIZECISEIZTT,

[FLAG®] (& Sigma-Aldrich Co. LLC DESFEIETI,

['Slide-A-Lyzer™ | I3 Thermo Fisher Scientific Inc. DEIETY,
ZOMEHSINTNDEHUS - BRIBZELG. SHOBRBKIUERBIZETT,
SEDEE., HERELCIE. MFULEBIZERT ((R), TM) ZUEcLTRBDEE A,
AHURERIAE D ECEH DS FEE DNA B5ID—30J4SsFERES TI,

(&hE7T)
BI5 « FATICRE T DHR[ENENHE
NUProtein #%=&%t support@nuprotein.jp
T770-0942 BEHIBFE 3-20-1
T770-0942 TREHIBAE 3 OIS
B 088-677-9226 088-677-9227 contact@nuprotein.jp

@ http://nuprotein.jp/
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