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REUREFABIIROER S 1 VT v TOERTIE. CNEFERTDCHDERICENDERE L TNET,

PSS4050
Transcription/Translation Kit RERE
T7 RNA Polymerase | Wheat Germ Extract -70°C
-20°C

Transcription Buffer Amino Acid Mix

25 mM NTP Mix prod.#SB5055
100 mM DTT 2nd PCR Product
50 reaction
TLS4050 AAMX004
Translation Set for Dialysis
Wheat Germ Extract Amino Acid Mix
Amino Acid Mix prod.#SB001
prod.#SB5055 4 reaction
50 reaction AAMX004 [ EHTENRERTY,

EBIRY Y INDEEREHETY FEBNCYVNDEEHIE. RD 3 BENSEHRINTNET,

#5755 DNA
XD
2 E&P PCR ﬂ
5857 DNA & MRNA IR 5YINDE
™ TTh

5
DAL % G:> N N TN % G:> ":H
2’ f’ =50

2

TEMAHE — RERE — L} 10 kDa - 150 kDa
1. 555555 DNA DIESY = 2. %5 = 3. BIER
PSS4050 page 3 page 9 TLS4050 page 11
AAMX004

BR
B2 DNA [T, &5/ BIRAICHRETSNICIRRESIZ 2 BRFE PCR [CKDIDILET,

CNICKD N Kif. CRIBANBBIC, BHRRITDNITBZNTREEZRO>TNET,

BHERKIVTO FILORBEIEICKD, PCR DB'EY V/NDEFHIRF T 24 BFRIMUAICERTIEETI,

AENIRERBAZE. Primer List KU 1st PCR Primer $85T21BY —)LIFEHN—ANR—I DSBS IV O— RTEFT,
https://nuprotein.jp/knowledge-base/

https://nuprotein.jp/blog TA—)LP FLRZCERE<L EFHLWTORIILE, Z2—ALIF—ELTTEARAN
ZULEY, BIF CERBBEVLNEZLET,

ZE2EDIE
AERBIHARARETY, ZHBLUVBRREREEL LTERLBEVTCEEW, T, FEROFERICHY
ERETO—MIBFEZETL, REICBBELTLEEL, BRIHFRIZBVT, AKRICASTHHEZRS
BELFRINFTS . REICHLTCHYGREREZ CERVEEEETLIOIBBLVEZLEY,
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1. e 5855 DNA DFR

201910805 3'UTR ZEE L CLET, 1BT0FIUEBRICHDFET,

N KiwS T %5 DNA DS

N Riisd T % DNA DBERLUS/\— FOBIIETRDERDTY,

tag sequence [IFRRNSNTND 1 DERBA TSN, EIFHEBDEIIZARBRLTIIZE,
Linker_N [3@%/32 707 77 —CR#EBIICEEILETT,

5'UTR 3'UTR
1
|5' A'!'G Stop 3'
Tail
T7 promoter Enhancer ORF
sequence sequence
Linker_N
Sequences / Part
Region Site DNA Sequence tag
T7 promoter CCCGCGAAAT TAATACGACT CACTATA
5'UTR Enhancer GGGCTCACCT ATCTCTCTAC ACAAAACATT TCCCTACATA CAACTTTCAA
CTTCCTATT
Start codon ATG no-tag DIFSIEIRL
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
Translated Region
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,

3'UTR Tail sequence

AATAAGTGCT CGGGCGGGCC AAAAAAAAAA AAAAA

N K%~ I 55 DNA

585844 1st PCR, 2nd PCR (D 2 ERPETIERILE T,
1st PCR 7514V — (N KigHTH) DiR5tEE

TOERD., BLEFRENZEIZBALT, IstPCR TS5 V—ZFER LTS,
Reverse primer [& stop codon ZfR<:E1B#HEH 18 mer ZHBA LK T,

5|

1st PCR Primer_N
Primer name

1st_ORF_NF

1st_ORF_NR_01

1st_ORF_NF
[T 1=
10 uM
3I
ORF
5I

10 uM
C—
1st_ORF_NR_01

Primer sequence 5'to 3'

CCAGCAGGGAGGTACT+ “*"ATG NNNNNNNNNNNNNNNNNN(N=18)

GGCCCGCCCGAGCACTTATTCTA+""RRRRRRRRRRRRRRRRRR(R=18)
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2nd PCR 7504V — (N KimHTH) D5R518E

BATDYITNTRICHDBE. BICHERFITDINEEHDE A, MTFOEBODTSAV—ERARLIT,
3BEDTSAV—DYUEICRDET,

BETSAV—REL. THOERDICHELTIES.

2nd_NF2
I b
10 um 2nd_tag_NF1
L | [ |-
100 nM
5' 1st PCR Product 3'
ORF
s
3' Linker_N Stop 5'
2nd_NCR_UO1
N
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'
CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
2nd_no-tag_NF1 TTCTCCAGCAGGGAGGTACTATG

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
TTATGCATCATCATCATCATCATCTCCAGCAGGGAGGTACTATG

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
TTATGGACTACAAGGATGACGATGACAAGCTCCAGCAGGGAGGTACTATG

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
2nd_HA_NF1 TTATGTATCCTTATGACGTGCCTGACTATGCCCTCCAGCAGGGAGGTACTATG

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
TTATGTGGTCCCACCCTCAATTCGAGAAGCTCCAGCAGGGAGGTACTATG

) . |CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
2nd_XXX-tag_NF1 TTATG NNN-—-NNN CTCCAGCAGGGAGGTACTATG

* EBDOYIEEAT DIBE. 2nd_XXX-tag_NF1 @ NNN---NNN ZDEZEBE LTI IEEL),

2nd_His_NF1

2nd_FLAG_NF1

2nd_strep I _NF1

Reverse Primer NCR_U01 (N/C &)
Primer name Primer sequence 5'to 3'

2nd_NCR_U01 TTTTTTTTTTTTTTTGGCCCGCCCGAGCAC

2016-© NUProtein®# &4t
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C RimA T 55 DNA DiEE
C KIES T8 DNA DEERKVE/N— FDEFIITDERNTT,

tag sequence [IFRNBNTND 1 DEEATLIZEL, FERERDENZARL TS0,
Linker_C [ZBH/3T7 07 7 —CiR#EB5ICEEIEETT,

5'UTR 3'UTR
5' ATG Stop 3'
Tail
T7 promoter Enhancer ORF tag al
sequence sequence
Linker_C
Sequences / Part
Region Site DNA Sequence tag
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,

3'UTR Tail sequence |AATAAGTGCT CGGGCGGGCC AAAAAAAAAA AAAAA

C RimAS D52 DNA
585844 1st PCR, 2nd PCR (D 2 ERPETIERILE T,
1st PCR TS5V — (C KimHTH) DiR5tEE

TOERD., BLEFRENZEIZBALT, IstPCR TS5 V—ZFER LTS,
Reverse primer [& stop codon ZfR<EB#HEH 18 mer ZHBALFE T,

1st_ORF_CF
 T1-
10 uM
5 ATG Stop 3'
Tail
T7 promoter Enhancer ORF
sequence
3 Linker_C 5'
10 pM
—
1st_ORF_CR
1st PCR Primer_C
Primer name Primer sequence 5'to 3'
1st ORF CF CACAAAACATTTCCCTACATACAACTTTCAACTTCCTATT+ FATG
- = NNNNNNNNNNNNNNNNNN(N=18)

1st_ORF_CR AGTACCTCCCTGCTGGAGACC+ ORFRRRRRRRRRRRRRRRRRR(R=18)
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2nd PCR 750V — (C RIS T DKTEME

page 6

BATDYITNTRICHDBE. BICHERFITDINEEHDE A, MTFOEBODTSAV—ERARLIT,
3BEDTSAV—DYUEICRDET,

BETSAV—REL. THOERDICHELTIES.

2nd_CF1
—
10 pM
5 ATG Linker_C 3
tag Tail
T7 promoter En|hancer ORF
sequence sequence

3|

Forward Primer CF1
Primer name

2nd_CF1

Reverse Primer CR1
Primer name

2nd_His_CR1_01

2nd_FLAG_CR1_01

2nd_HA_CR1_01

2nd_strepII _CR1_01

2nd_XXX-tag_CR1_01*

1st PCR Product

Primer sequence 5'to 3'

SI

2nd_tag_CR1_UO1

<

100 nM

S E—
2nd_NCR_UO1

CCCGCGAAATTAATACGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCC

Primer sequence 5'to 3'

GGCCCGCCCGAGCACTTATTCTAATGATGATGATGATGATGAGTACCTCCCTGCTGG

GGCCCGCCCGAGCACTTATTCTACTTGTCATCGTCATCCTTGTAGTCAGTACCTCCCTGCTGG

GGCCCGCCCGAGCACTTATTCTAGGCATAGTCAGGCACGTCATAAGGATAAGTACCTCCCTGCTGG

* ERDY T EREAT IR,

RRR---RRR [L @8 #ffEEIEA LE T,

Reverse Primer NCR_UO01 (N/C &)

Primer name

2nd_NCR_UO01

Primer sequence 5'to 3'

TTTTTTTTTTTTTTTGGCCCGCCCGAGCAC

GGCCCGCCCGAGCACTTATTCTACTTCTCGAATTGAGGGTGGGACCAAGTACCTCCCTGCTGG

GGCCCGCCCGAGCACTTATTCTA RRR---RRR AGTACCTCCCTGCTGG

2nd_XXX-tag_CR1_01  RRR---RRR ZDEZE LTI IZE),

2016-© NUProtein®# &4t
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PCR 7O ~IJL
PCR BEZEF v M. 2 25w T PR TJOTSAIMDERTY FE#HELET,
MR T0a ~2JUIF KOD-Plus-Neo @EFF v ~Cxim LTNET,
1st PCR
1st PCR ORIEIMR BRIV TOT S AIFFEROEHRNDTT,
Plasmid DNA JZE [T 1 ng/pL [CFBEE LTI ZEN,
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 5uL 2-1 98°C 10 sec 30
25 mM MgSO, 3uL 2-2 68°C 30 sec/kb*
10 uM 1st_ORF_F 1pul 3 20°C - -
10 uM 1st_ORF_R 1L * 1kb MROBEDIE, 1 min [CLTLEEN,
Plasmid DNA 1ul
PCR DNA Polymerase 1ul
Ultra pure water 33 uL
Total 50 pL
2nd PCR
2nd PCR DRI B KU TAT S AFRRDERLDTT,
2nd PCR R N Kigs 2 2nd PCR RIR C RiwS T
Reagents Volume Reagents Volume
10x PCR buffer 5uL 10x PCR buffer 5 uL
2 mM dNTPs 5uL 2 mM dNTPs 5 uL
25 mM MgSO, 3pul 25 mM MgSO, 3 uL
10 uM 2nd_NF2 1pul 10 uM 2nd_CF1 1l
100 nM 2nd_NF1 1pL 100 nM 2nd_CR1_01 1pl
10 uM 2nd_NCR_UO01 1pul 10 uM 2nd_NCR_UO01 1l
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 @) @8705A 2nd PCR Program @ 1ERICEEN'HDIES
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 IROBEDIE, 1 min [CLTLEE)N, 3-1 98°C 10 sec 30
3-2 68°C 30 sec/kb*
4 72°C 2 min 1
5 20°C - -

* 1kb UFDEDIE. 1 min ICUTLIES0),
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PCR EYDHESR

O PHO—RTIVESIKENC KD 1st PCR product, 2nd PCR product DTE:R

1uL O DNAT Y TJ)L%E Load LT PCR EMEEDLET,
BOICHERUETIVEBRITDICET, KRDEEDNERLOIRDFET,

1st PCR product
FERYVIIINY RHRGFEUND. 2DOBUERIREBBHDEFEA.

2nd PCR product
FERY VTNV RT, [FoTEDEERTEDEDOHFELL),

il
#1, #2 (JTEFEOE D #54Y DNA (D 1st PCR EY,
#3-#8, #9-#14 (FZ NN #1, #2 D 1st PCR FEHI T 2nd PCR 1T >/2ED,

bp

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

O rSTINWYa—FT1VT

225y TIHA D)L PCR TJOVS AER

2" B HERT Yk
EXQEESANR HE TS5V SEROER
1 [PERGEHESID, 1
ig DYay ] HEIBOT,
BIBEMADEN | cemTs Y1 OILBEIBOT

3step JOS A (2nd PCR Program @) )ICZESE
3step JOTSLADP = VITREETTS,
Ist | TS5V —DHE#&E2
IFR IS/ ROEREIND nd 3 step 70725 /A (2nd PCR Program ) )ICZ S
3step JOTSLADP =V ITREETTS,

2nd

1st

ond BRRWE™E. U 2)LBOREHE

AAPHERSIND

k1 BERMIFAIE 30 sec/kb ZHEE L TVEI A, BIBMIROBIMESEIE 1 min/kb [CLTLES0N,
1 kbp FT® DNA [Zx1 LTI 1 min DBERGISENEERTI,

*¥2 22TV TTADIUPCR T, CORSTINEEUCEEDFEEAEN TSV —DHREIC
BRENDHVDET, A7TID Tm BEMENBRSICRCDDILEZNZET,
Forward/Reverse Primer @D Tm &0 DT 25385t &E L TL/ZEL), Tm > 60°C

T TR— /NR—3 £ 1st PCR Primer 3351218 — /)L ECRIBL IS0,
https://nuprotein.jp/knowledge-base/ N5 >V 0O— RTEETT,

2016-© NUProtein®# &4t
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2. 15

#5703

O &ZERBRDBE

ROERD., GERMBERZ 1.5mL Fa—TPTHRRI D,

LS RMLBR RINVRIHET
Reagents Volume

10x Transcription Buffer 2.5 uL
25 mM NTP Mix 2.5uL
T7 RNA Polymerase 1ul
100 mM DTT 1.25 uL
2nd PCR Product 2.5 uL
RNase free water 15.25 uL
Total 25 uL

2nd PCR Product [3 10x Transcription Buffer EBIEES UK DITER T D,

O &S5RI

1. BRUCEHESRBROB
2. BROFAILEDR. B

3. 37°CT3BM. JOvIE—F—FCKODIYFaN-+TD,

O mRNA (Dy58Y

o

HFEBEHYYEYT U, BROBHE, S LRWVETEIRENT D,

DEZLO>NDEF PV TTD,

1. &@ERTHE. 25uL BRICTL AM BV EZDAZ 10 uL A TRE T BD.

2. 100uld100% ITH /—ILENZREET D,

3. £hRIMECKDERLUIZHE, -20°C~ -80°C T10 1 #ET D,

4. ®RIMNDEET D, (12000 rpm, 15 min, 4°C)

5. LEBZERAR. B<DJSyv¥yal. BELBZRETD.

6. EERMNFFIBRECTDIFTTHETD. YIIOF1—TDEEDHITTHLIZH. FEMNNE

LBNKDITERT D,

7. 40 pL @ RNase free 2KZ&NIZ T mRNA XL v ~&EBET D,

2016-© NUProtein®i#k =&t
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MRNA DTER CIREREE

MTOFIESEREE? VY EZDAPRICKDISY / —)UERBRIICXIN L CNET,

SBRIEREICESND 40 pl mRNA solution DIERDIVREREELF T,
IR MNBIRANZ D mRNA [CIIREBEN DD FT,

O mRNA DEREAIEC K DIER

40 pL mRNA solution DEERIFEBEHROEENICHDH. ERLET.

BEER 1500 ng/pL + 400 ng/uL

RIERE N 1000 ng/pL IR 2000 ng /uL M EIFIERIC PCR, SnB X BBRNTET TN TEEMN DD F T,

O mRNA DEXIKE)C K DR

LuL UV TILOEKUXEI T, [FoETDEIYVTINY ROBETNDDZEERLE T,
IFR SNV ROTTNBDEDEFIERIC PCR HTETVRNTEEMN DD F T,

Transcription product

kb

3.0 =—
15 —
1.0 —

O 5 mRNA ED:HEEE

ER/\EIERIERE 110 uL [CXI T D88 mRNA E[LRDERD T,

B mMRNAE | 35ug+5ug

BB MRNA €% 35 ug & UCRITE sample #4 ZHIICED &
35ug/1631.7 ng/uL=21.45uL = 21 uL

| NanoDrop |C K DRERITER]
I # ng/ul v A260/A280 A260/A230
AR e s i Logedd 1 1752.0 213 267
13460 212 257 2 1345.0 212 257
»  1sss0 207 2863 3 1585.0 2.07 2.63
4 1631.7 2.05 2.60

40 puL mRNA solution 21 puL & 80 uL IC Fillup LT, BIERRINERANZ D, (RX—I 3. #lR /\— 28R

TERfE 30 ug/1631.7 ng/ul = 18.38 pl — 40 puL mRNA solution H'5 2 BIERBRDFBEN TAE,
EREBEDH D MRNA [ 40 uL mRNA solution & 2 DEIL T, 2 BERRINSRERAELTERL),

2016-© NUProtein®# &4t
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3. R

MERTJTO DL

1. 5= mRNA £/ 80 plL [CFHEEENIE mRNA solution ZAEET D, GEIN—ISBE)

2. ROEBD. RRIBRZ 1.5 mL F1—TPTHREIT D,

R MBI RIVRIGENT
Reagents Volume

Wheat Germ Extract 10 uL

Amino Acid Mix 20 uL

mRNA solution 80 uL

Total 110 pL

3. 16°CTI10E JOvIObE—H—FHZKDIYFaNR—-+TB,
O ZENTENER

BEBRKIDBNEZIEDULNEED, ERUCWNWYYNDEICHTDIIECTT.
THOXOIBEBIUECRDFT,

1. 4 {8(C3xIZ Amino Acid Mix (AAMX004) & 2 mL 9159 —TL— ADTET D,
AAMX004 [ BEMTEEMRES A Amino Acid Mix TJ,

2. 45 -TJL—-—+tDEELT, BfiNvIEtY I3,

3. BEWERTHELL 110 uL BRZBETN Y TRNDTT D,
4. RREMNBRODKBZBUNIVICHGEET D,

5. 16°CTC1065E A YFaN-+TD,

BT EENTH
24 well titer plate $9-9.5mm FLZEFNT

P
OToTOTEToTEN

L 11 lx |
[ZIG/E : 110 plL
BEBEHBE 2 mL

Slide-A-Lyzer™ Mini

2016-© NUProtein®i#k &+t
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BV INDBEDWER

O FYNDBEDNE

HERBEDIC Wheat Germ Extract B3ISEDFWREDINEA L TNE T,
BERTTHBBR (ZFOFTZIOREE) D 4°C RER>BFFLLLHDFEA,

1. &JNDEET D, (Maxspin, 15 min, 4°C)
2. LEEZBDINUTRE0 Glycerol Z0Z -20°C 1RFT B,
FEd, EBEZON U TRAERRRIBDRE -80°C (RFI D,
ZDith, BMICH UZBRNEET D,
O DIRAFYTOY RCRKBYVNDEDEE

BRICHYVNTEERNSNTNDNEDN, DT RYYTOY FTOERBEHELET,
no-tag DIFETEASH DY T E—ENNLTHSORIRERZDED LET,

o
& - ™
T O m
&D:gg>-g
kba W = F Z = &
200
150
100
75
50
37
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IB70 D)L 85555 DNA OFFR 20198 98FTOTJORIL

N KiwS T %5 DNA DS

N Riisd T % DNA DBERLUS/\— FOBIIETRDERDTY,

tag sequence [IFRRNSNTND 1 DERBA TSN, EIFHEBDEIIZARBRLTIIZE,
Linker_N [3@%/32 707 77 —CR#EBIICEEILETT,

5'UTR

5|

ATG Stop

3'UTR

| | |

3|

T7 promoter

tag
sequence

Enhancer ORF

Tail
sequence

Sequences / Part

Linker_N

Region Site

DNA Sequence

tag

T7 promoter

CCCGCGAAAT TAATACGACT CACTATA

5'UTR
Enhancer

GGGCTCACCT ATCTCTCTAC ACAAAACATT TCCCTACATA CAACTTTCAA

CTTCCTATT

Start codon

ATG no-tag DIFSIEIRL

tag sequence

Translated Region

no-tag

CAT CAT CAT CAT CAT CAT

6 x His

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 II

Linker_N

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

ORF

ATG + NNNNN === ===NNNNN

Stop codon

TAA, TAG, TGA

3'UTR Tail sequence

AAAAAAAAAA GAGCTCTTGG ATCCGGCCAT AAGGGCCTGA
TCCTTCGAGG GGGGGCC

N K%~ I 55 DNA

585844 1st PCR, 2nd PCR (D 2 ERPETIERILE T,
1st PCR 7514V — (N KiwHTH) DiR5tEE

TOERD., BLEFRENZEIZBALT, IstPCR TS5 V—ZFER LTS,
Reverse primer [& stop codon ZfR<:E1B#HEH 18 mer ZHBA LK T,

5|

1st PCR Primer_N
Primer name

1st_ORF_NF

LL]-

10 uM

ORF

3|

10 uM

«—

1st_ORF_NR

Primer sequence 5'to 3'

1st_ORF_NF CCAGCAGGGAGGTACT+ “F"ATG NNNNNNNNNNNNNNNNNN(N=18)

1st_ORF_NR CCTTATGGCCGGATCCAAGAGCTCTTTTTTTTTTTTA+’® RRRRRRRRRRRRRRRRRR(R=18)

2016-© NUProtein®i#k &+t
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2nd PCR 7504V — (N KimHTH) D5R518E

BATDYITNTRICHDBE. BICHERFITDINEEHDE A, MTFOEBODTSAV—ERARLIT,
ATBREDTSA Y —DWEICRDET,

BETSAV—REL. THOERDICHELTIES.

2nd_NF2
I
10 um 2nd_tag_NF1
L] l |-
100 nM
5! 1st PCR Product 3!
ORF
S
3' Linker_N Stop 5'
2nd_NR1
- :| 100 nM
[ Jsoum
2nd_NCR2
Forward Primer NF2
Primer name Primer sequence 5'to 3'
2nd_NF2 CCCGCGAAATTAATACGACTCACTATAG
Forward Primer NF1
Primer name Primer sequence 5'to 3'
CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
2nd_no-tag_NF1 TTCTCCAGCAGGGAGGTACTATG
, CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
2nd_His_NF1 TTATGCATCATCATCATCATCATCTCCAGCAGGGAGGTACTATG
CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
2nd_FLAG_NF1 TTATGGACTACAAGGATGACGATGACAAGCTCCAGCAGGGAGGTACTATG
CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
2nd_HA_NF1 TTATGTATCCTTATGACGTGCCTGACTATGCCCTCCAGCAGGGAGGTACTATG
CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
2nd_strep II_NF1 TTATGTGGTCCCACCCTCAATTCGAGAAGCTCCAGCAGGGAGGTACTATG

CGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCCCTACATACAACTTTCAACTTCCTA
TTATG NNN---NNN CTCCAGCAGGGAGGTACTATG

* EBDOYIEEAT DIBE. 2nd_XXX-tag_NF1 @ NNN---NNN ZDEZEBE LTI IEEL),

2nd_XXX-tag_NF1*

Reverse Primer NR1, NCR2 (N/C &)

Primer name Primer sequence 5'to 3'
2nd_NR1 CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAA
2nd_NCR2 GGCCCCCCCTCGAAGG

2016-© NUProtein®# &4t



&6 - ZAtICE I dRENENE page 16
support@nuprotein.jp

C RimA T 55 DNA DiEE
C KIES T8 DNA DEERKVE/N— FDEFIITDERNTT,

tag sequence [IFRNBNTND 1 DEEATLIZEL, FERERDENZARL TS0,
Linker_C [ZBH/3T7 07 7 —CiR#EB5ICEEIEETT,

5'UTR 3'UTR
5' ATG Stop 3'
Tail
T7 promoter Enhancer ORF tag al
sequence sequence
Linker_C
Sequences / Part
Region Site DNA Sequence tag
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 TAA, TAG, TGA
AAAAAAAAAA GAGCTCTTGG ATCCGGCCAT AAGGGCCTGA
TCCTTCGAGG GGGGGCC

3'UTR Tail sequence

C RimAS D52 DNA
585844 1st PCR, 2nd PCR (D 2 ERPETIERILE T,
1st PCR TS5V — (C KimHTH) DiR5tEE

TOERD., BLEFRENZEIZBALT, IstPCR TS5 V—ZFER LTS,
Reverse primer [& stop codon ZfR<EB#HEH 18 mer ZHBALFE T,

1st_ORF_CF
 T1-
10 uM
5 ATG Stop 3'
Tail
T7 promoter Enhancer ORF
sequence
3 Linker_C 5'
10 pM
—
1st_ORF_CR
1st PCR Primer_C
Primer name Primer sequence 5'to 3'
1st ORF CF CACAAAACATTTCCCTACATACAACTTTCAACTTCCTATT+ FATG
- = NNNNNNNNNNNNNNNNNN(N=18)
1st_ORF_CR AGTACCTCCCTGCTGGAGACC+ ORFRRRRRRRRRRRRRRRRRR(R=18)
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2nd PCR 750V — (C RIS T DKTEME

BATDYITNTRICHDBE. BICHERFITDINEEHDE A, MTFOEBODTSAV—ERARLIT,
3BEDTSAV—DYUEICRDET,

BETSAV—REL. THOERDICHELTIES.

2nd_CF1
—
10 uM
5 ATG Linker_C 3
T7 promoter En|hancer ORF tag fail
sequence sequence
3' 1st PCR Product 5'
2nd_tag CR1
<L I |
100 nM 10 uM
—
2nd_NCR2
Forward Primer CF1
Primer name Primer sequence 5'to 3'
2nd_CF1 CCCGCGAAATTAATACGACTCACTATAGGGCTCACCTATCTCTCTACACAAAACATTTCC
Reverse Primer CR1
Primer name Primer sequence 5'to 3'
ond His CR1 CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAAGAGCTCTTTTTTTTTTTTAATGATGATGATGATG
ne_fis_ ATGAGTACCTCCCTGCTGG

CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAAGAGCTCTTTTTTTTTTTTACTTGTCATCGTCATC
CTTGTAGTCAGTACCTCCCTGCTGG

CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAAGAGCTCTTTTTTTTTTTTAGGCATAGTCAGGCAC
GTCATAAGGATAAGTACCTCCCTGCTGG

CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAAGAGCTCTTTTTTTTTTTTACTTCTCGAATTGAGG
GTGGGACCAAGTACCTCCCTGCTGG

CCCTCGAAGGATCAGGCCCTTATGGCCGGATCCAAGAGCTCTTTTTTTTTTTTA RRR-—-RRR
AGTACCTCCCTGCTGG

* FEDYIIEEBAT DIBE. 2nd_XXX-tag_CR1 D RRR---RRR ZDEZEE LTI IZE),
RRR---RRR [LFBMHHEEBA LX T,

2nd_FLAG_CR1
2nd_HA_CR1
2nd_strepII _CR1

2nd_XXXX-tag_CR1*

Reverse Primer NCR2 (N/C @)
Primer name Primer sequence 5'to 3'

2nd_NCR2 GGCCCCCCCTCGAAGG
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[KOD®J 7X5UC [KOD-Plus-Neo] [FEEMHGASHDOERBIZHLIBIETI,

[FLAG®] [ Sigma-Aldrich Co. LLC DB4FEIE T,

[Slide-A-Lyzer™_| [ Thermo Fisher Scientific Inc. DEIETY,
ZOMBHSINTNDIEUE « BREZRERD. STOBERKLUEREIZTY,
SOEDEE. MR RELCE. MFUEBERRT ((R), TM ) ZME L TRDFE A,
AREVRERBAZ DS DS AT DNA BhD—EBS345EFHEEDP T,

- - -

[84E7T) RGR « FfflCEAIT2RBNEHE !
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