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Template DNA
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Transcription Reagents Translation Reagents
37°C/3H 16°C /10 H

B OERTIZ, 774 ~—%2FHFICEEL THS NERH Y £,

B TIL 5 FEDE 5 % FEAZ R L TEY, 2\ PCR Z#FEIES Z & T, 2RI EK
DX TEHN &GO EFHFRIMERR TE D L 912> TCWVWET, £72. N K, C Kt h =
UCH TR ERARETT, £/, A7 harRbWE T T4 ~v—U A NI R— A —
( https://nuprotein.jp/knowledge-base/ )22 & % 7 > 1 — RA[RETT,

N KifS 55 DNA 1EiEH

5'UTR | Translated Region | 3'UTR
86 mer 75 mer
ATG ATG Stop
I T7 promoter OMEGA Tag sequence Linker ORF Licll
sequence sequence
Cap 18 mer

C Xims % DNA #5H

5'UTR Translated Region 3'UTR
86 mer 75 mer
ATG Stop
I T7 promoter OMEGA ORF Linker Tag sequence Tail
sequence sequence
Cap 21 mer

7ok, Az LT, PCREER & LT, HEMHIKASH KOD®-Plus-Neo, # 1 7 /31 F#k
&4t PrimeSTAR®, PrimeSTAR® Max Z H W=D PCR 7’1 /' J A%/~ L CWVWET,
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T54 < —nKEt

N Rif 4 7§55 DNA DiE &

N K # 7858 DNA Of§1ER L O/ — F D v — 27 =2 A (Figure.1) 3 LT (Table. 1)
DLEFY T,
ME L7 ORF IZRWESNN AT 2720, 774 ~—Dsxst& PCR (3@ X0 &M
(2720 9,

(Figure.1) N KifSTH5E DNA 185
. 5'UTR . Translated Region . 3'UTR .
: 86 mer : 75 mer :
! ATG ATG Stop !
. T7 promoter OMEGA Tag sequence Linker ORF Tail
sequence sequence
Cap 18 mer
( Table.1)
Sequences / Part
Region Site Sequence 5'to 3' Tag
CCCGC GAAAT
T7 promoter TAATA CGACT CACTA TAGGG
5'UTR
OMEGA CTCAC CTATC TCTCT ACACA AAACA TTTCC CTACA TACAA CTTTC AACTT
sequence CCTATT
ATG
CAT CAT CAT CAT CAT CAT 6 x His
GAC TAC AAG GAT GAC GAT GAC AAG FLAG
Tag sequence
TAT CCT TAT GAC GTG CCT GAC TAT GCC AGC CTG GGA GGA CCT HA
Tf;"S'_ated GGC CTG AAC GAC ATC TTC GAG GCC CAG AAG ATC GAG TGG CAC GAA Biotin
egion
Linker CTC CAG CAG GGA GGT ACT ( Leu-GIn-GIn-Gly-Gly-Thr)
ORF ATG + NNNNN === ---NNNNN
Stop codon TAA, TAG, TGA
3UTR Tail sequence AAAAA AAAAA GAGCT CTTGG ATCCG GCCAT AAGGT TGGAT CCGGC
q CATAA GGGCC TGATC CTTCG AGGGG GGGCC
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N K2 JEEHURAT 514 v —EREMRE

PCR % 1st PCR,2nd PCR @ 2 B\ TITH 728, BEEO T 74 ~—NNE LD £
9, (Figure.2)

Primer List ( His-tag ffiAfB] ) (X (Table.2) ® & BV T9, o Tag BHIL (Table.1)
EBEBIRLFORINEETE L TFIV,

Reverse primer /% (Table.1) OELH] & FMAIZRESNC 72D D THEELTFIV,

non-Tag DA, Tag Bid & FD LD ATG %R, Linker 172D F FH L TF IV,

Linker Fe4iZ, 2727 v 7 7 —BECYIICZEE A RE T,

( Figure.2) N KiEST#EE DNA PCR 1 X—

2nd-T7-NF2

2nd-protein tag-NF1 ATG

—

1st-gene-specific-NF

5'UTR Translated Region 3'UTR

ATG ATG Stop

OMEGA Tail
T7 promoter Tag sequence Linker ORF

sequence sequence

Cap 18 mer

1st-gene-specific-NR

2nd-SU-NR1

2nd-SU-NCR2

«—
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( Table.2)

Primer List / N-term His-tag Template DNA

1st PCR

primer type/name

primer form

primer sequence 5'to 3'

1st-gene-specific-NF

Gene specific 1st Fw primer

CCAGC AGGGA GGTACTHATG MoiAES 5' #ii 18 mer DEZFI

1st-gene-specific-NR

Gene specific 1st Rv primer

CCTTA TGGCC GGATC CAAGA GCTCT TTTTT TTTTT TA-+Stop codon
#FR< 3' I 18 mer DEZFI

2nd PCR

primer type/name

primer form

primer sequence 5'to 3'

2nd-T7-NF2

Universal 2nd Fw primer

CCCGC GAAAT TAATA CGACT CACTATAG

2nd-protein tag-NF1

2nd Fw primer-tag

CGACT CACTA TAGGG CTCAC CTATC TCTCT ACACA AAACATTTCC
CTACA TACAA CTTTC AACTT CCTAT TATGC ATCAT CATCA TCATC

ATCTC CAGCA GGGAG GTACT ATG

2nd-SU-NCR2

2nd-SU-NR1

Universal 2nd Rv primer

GGCCC CCCCT CGAAGG

CCCTC GAAGG ATCAG GCCCT TATGG CCGGA TCCAA
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C X% 7 #E DNA DigE

C Rinz 7##H DNA OfER L0/ \— D —7 = X%, (Figure.3) BLW

(Table.3) ® &Y T,

N Kz 7 & FRIC, LT ORF ISRVEBIE T 5720, 774 ~— 0t

PCR di@w L0 M0 9,

( Figure.3) C KRigHTHET DNA 8N

5'UTR Translated Region ¢+ 3'UTR
86 mer 75 mer
! ATG Stop
Tag
Linker
sequence sequence
Cap 21 mer

(Table.3)

Sequences / Part

Region Sequence 5'to 3’

Tag

CCCGC GAAAT

TAATA CGACT CACTA TAGGG

5'UTR
CTCAC CTATC TCTCT ACACA AAACA TTTCC CTACA TACAA CTTTC

OMEGA

sequence AACTT CCTATT

ATG + NNNNN === ===NNNNN

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

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 AGC CTG GGA GGA CCT

Tag sequence

HA

GGC CTG AAC GACATC TTC GAG GCC CAG AAG ATC GAG TGG CAC
GAA

Biotin

Stop codon TAA, TAG, TGA

AAAAA AAAAA GAGCT CTTGG ATCCG GCCAT AAGGT TGGAT CCGGC
CATAA GGGCC TGATC CTTCG AGGGG GGGCC
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CRin2 VEEHURT 514 v —EREMRE

PCR 1% 1st PCR, 2nd PCR @ 2 EBETITO 70D, BEFEDO T T 4 ~—DBME L2 F
9, (Figure. 4)

Primer List ( His-tag A ) 1% (Table.d) &40 T4, o> Tag EFIIE (Table.3)
BB LT ORI EZEE LTIV,

Reverse primer /% ( Table.3) OELH] & FEMHAIRBINZ R DD THEEL TR IV,

non-Tag O%A . Tag Bl¥|ZFRE, Linker 132D E EFE L TFIW,

Linker Fd#iZ, #4727 07 7 — Bk AT R[GE T,

( Figure.4) C XKimAS T8 DNA PCR A X—Y

2nd-T7-CF

.l
'
'
'

1st-gene-specific-CF

—_—
5'UTR Translated Region 3'UTR
86 mer : : 75 mer
ATG Stop
OMEGA Tail
T7 promoter ORF Linker Tag sequence
sequence sequence
Cap 21 mer

1st-gene-specific-CR

2nd-protein tag-CR1

2nd-SU-NCR2

«—
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( Table.4)

Primer List / C-term His-tag Template DNA

1st PCR

primer type/name

primer form

primer sequence 5'to 3'

1st-gene-specific-CF

Gene specific 1st Fw primer

CACAA AACAT TTCCC TACAT ACAAC TTTCA ACTTC CTATT+ATG A
SI8FES 5' i 18 mer DEZFI

1st-gene-specific-CR

Gene specific 1st Rv primer

AGTAC CTCCC TGCTG GAGAC C+Stop codon Zf&< 3' #F 18 mer
DEF

2nd PCR

primer type/name

primer form

primer sequence 5'to 3'

2nd-T7-CF

Universal 2nd Fw primer

CCCGC GAAAT TAATA CGACT CACTA TAGGG CTCAC CTATC TCTCT

ACACA AAACATTTCC

2nd-SU-NCR2

Universal 2nd Rv primer

GGCCC CCCCT CGAAG G

2nd-protein tag-CR1

2nd Rv primer-tag

CCCTC GAAGG ATCAG GCCCT TATGG CCGGA TCCAA GAGCT CTTTT

TTTT TTTAA TGATG ATGAT GATGA TGAGT ACCTC CCTGC TGG
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BRE SRR

1st PCR, 2" PCR Product MO #& H

1st PCR, 2nd PCR D4 DO T %2 PCR EEMH A LT OB Y 2 LT 7230,

1. DNA VA R U=BED TAE 7 o — A7)V EERR L, EXIKEFE 1~ b
T2,

2. PCR Product # KEHIOIRET, FE1L.OF U Sul DY T LEn— K35,

3. BRIKENETH% D7 V%, Ethidium Bromide T 30 /3445,

4. PTYALAIF—H =28 Y DNA OHIEHIETTS.

[N K # 7' ] PCR Product Ofifea 4]

N-terminal template 1
1st and 2nd PCR products

kb

o
© woo

2nd PCR product 1st PCR product

Exposure time : 1/8 sec

Applied : 5 pl

1.5% TAE agarose gel

Quick-Load 1 kb DNA Ladder (BioLabs) : 5 ul
Ethidium bromide staining : 30 min

PCR Product O#EGROFEFR REEVNHER I N 55T OO-@DNEICHMHF %2 LE T,
O PCR 7’177 LOHEMF
@ ISR O R
@ PCR 774 ~— DR
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1st PCR

1Y TGO OIS T 2 7T Ll FTOT—7 WIR LET,

RO T m 7T AL, WENRER CEBELEAE T LI ELHERL T,

1st PCR U T2, 7 m— A7 )VESKUKE 2 W T 1st PCR #EY) (3 pl) ZfEid L T
TZEW,

2B, Fie7 v J L 1st-gene-specific-F, 1st-gene-specific-R iZF 1 ZF4, N KigH 7
R B D6, 1ste-gene-specific-NF, 1st-gene-specifc-NR %/~ L. C Kifi ¥ 7 #5555
W D4 1st-gene-specific-CF, 1st-gene-specific-CR # 7~ L 77,

KOD-Plus-Neo #IFED# E PCR 70T 5 L

KOD-Plus-Neo ver. PCR program
Reagents Temp. Time Cycle

10 X PCR buffer 5ul 94°C 5 min 1
2 mM dNTPs 5 pl 98°C 10 sec —l
25 mM MgSO4 3 pl 55°C 30 sec 30
10 uM 1st-gene-specific-F 1ul 68°C 3 min (1 min/kb) J
10 uM 1st-gene-specific-R 1l 72°C 2 min 1
Plasmid 1 ng 20°C -
KOD 1l
Sterile water X ul
Total 50 pl

PrimeSTAR FIARD#K E PCR 705 5 L

PrimeSTAR ver. PCR program
Reagents Temp. Time Cycle

5 X PrimeSTAR buffer 10 pl 94°C 5 min 1
2.5mM dNTPs 4 ul 98°C 10 sec _|
10 uM 1st-gene-specific-F 1ul 55°C 30 sec 30
10 uM 1st-gene-specific-R 1 ul 68°C (1 min./kb) J
Plasmid 1ng 72°C 2 min 1
Polymerase (2.5 U/pl) 0.5l 20°C -
Sterile water X ul
Total 50 pl
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PrimeSTAR Max FIFBED#ER & PCR 7045 5 A

PrimeSTAR Max ver.

PCR program

Reagents Temp. Time Cycle
2 X PrimeSTAR Max Premix 25 ul 94°C 5 min 1
10 uM 1st-gene-specific-F 1 pl 98°C 10 sec —|
10 uM 1st-gene-specific-R 1l 55°C 30 sec 30
Plasmid 1ng 72°C (5 sec./kb) J
Sterile water X ul 72°C 2 min 1
Total 50 pl 20°C -

11
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2nd PCR

1st PCR Product I3RFEH, JRERMBOIRETHEMA L TSV,

2nd PCR S T#, 7 v — X7 VEKKE 2 VT 2nd PCR Y (3 ul) At L
£7

IR T e 7T AT, BENER EEBELARTH I LR L ET,

*1st PCR EEW)ITaEH 1 pl HWVET,

2nd PCR DX AR D TOYT S L
N Rim 7. CRKdm#s 7 @ T,

PCR program (KOD or PrimeSTAR ver.) PCR program (PrimeSTAR Max ver.)
Temp. Time Cycle Temp. Time Cycle
98°C 1 min 1 98°C 1 min 1
98°C 10 sec . 98°C 10 sec N
60°C 1 min 10 55°C 15 sec 5
68°C 3 min _| 72°C (5sec/kb)  _|

(1 min/kb) 98°C 10 sec —|
98°C 10 sec ] 60°C 15 sec 30
60°C 15 sec 30 72°C (5 sec./kb) J
68°C 3 min J 72°C 2 min 1
(1 min/kb) 20°C -
72°C 2 min 1
20°C -
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2nd PCR @ N X% 4 ARk

KOD-Plus-Neo ver.

PrimeSTAR ver.

PrimeSTAR Max ver.

Reagents
10 X PCR buffer 5ul
2 mM dNTPs 5ul
25 mM MgSOa4 3l
10 uM 2nd-T7-NF2 1l
100 nM 2nd-protein tag-NF1 1ul
10 uM 2nd-SU-NCR2 1l
100 nM 2nd-SU-NR1 1l
1st PCR product 1-5 pl*
KOD 1l
Sterile water X ul
Total 50 ul

Reagents
5 X PrimeSTAR buffer 10 ul
2.5 mM dNTPs 4 ul
10 uM 2nd-T7-NF2 1l
100 nM 2nd-protein tag-NF1 1Ml
10 uM 2nd-SU-NCR2 1l
100 nM 2nd-SU-NR1 1l
1st PCR product 1-5 yl*
Polymerase (2.5 U/ul) 0.5 pl
Sterile water Xl
Total 50 ul

Reagents
2 X PrimeSTAR Max Premix 25 yl
10 uM 2nd-T7-NF2 1l
100 nM 2nd-protein tag-NF1 1Ml
10 uM 2nd-SU-NCR2 1l
100 nM 2nd-SU-NR1 1l
1st PCR product 1-5 yl*
Sterile water Xl
Total 50 ul

13
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2nd PCR @ C XKim 4% ¥ FfA Ak

KOD-Plus-Neo ver.

PrimeSTAR ver.

PrimeSTAR Max ver.

Reagents
10 X PCR buffer 5ul
2 mM dNTPs 5ul
25 mM MgSOs4 3l
10 uM 2nd-T7-CF 1l
100 nM 2nd-protein tag-CR1 1ul
10 uM 2nd-SU-NCR2 1l
1st PCR product 1-5 pl*
KOD 1l
Sterile water X ul
Total 50 ul
Reagents
5 X PrimeSTAR buffer 10 ul
2.5 mM dNTPs 4 ul
10 uM 2nd-T7-CF 1l
100 nM 2nd-protein tag-CR1 1ul
10 pM 2nd-SU-NCR2 1l
1st PCR product 1-5 pl*
Polymerase (2.5 U/ul) 0.5l
Sterile water X ul
Total 50 ul
Reagents
2 X PrimeSTAR Max Premix 25 ul
10 uM 2nd-T7-CF 1wl
100 nM 2nd-protein tag-CR1 1wl
10 uyM 2nd-SU-NCR2 1ul
1st PCR product 1-5 pl*
Sterile water X ul
Total 50 pl

14
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BB R AR DR

LUFOEEY ., BEGERE 1.5ml o —7 Tk BRI L ET,
2nd PCR Product /X, 10x Transcription buffer & EHHEA LZ2WVWE D ICHERLTLEX
AN

Reagents (one reaction)
10 X Transcription buffer (TB) 2.5 ul
25 mM NTPs 25yl
0.1 MDTT 1.25 pl
T7 RNA Polymerase 1ul
2nd PCR product 2.5 ul
RNase-free water (DEPC) 15.25 ul
Total 25 ul

BRE I s

1. AR LB ROSIR 28 < Z v B 7 L, BERIZ DWW & 3 & 372 DI 5. B
ODHETEIZELT D,

2. WO IEDTZ0, Lo tdxvy v 745,

3. 37°COUF—F—NRAE1TA v Fa_X—F—TH SHH IS ST E7,
k SOGRERNIAEYE 3 IFfH, el 6 R TG S/ E 7,

EEENOHLY

1. BB TR, 7 u—A7 VERIKENZ AW T 1 ul ORBEEY 2R L £7,

2. 1% o7 (25u) IZXLTC10pl D 4M EifeT =7 L% M2 TEIEE, 100
ul @ 100% =% /7 — /&N x fERF L, 5 B O TERb M O E L7, K
T 20 oMEFE L X7
* RN IRER T B =7 AMA T

3. mEO4EE (15,000 rpm. 204y, 4°C) L £,

4. BEzE~Xy b TRER, 5 EEOEZ HOERREZE LT D, FE Bz ey
FTERET D, TOR Ty T OEmEMILEICHNL WIS IZERELET,
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5.

RN T AETHE LET, Fa—T0E2bITTEL D, Ry, B, 21
DIEBALZWVWEIICEELTL I,
kKR L R AN AT

170 (25 ul OEEEIGNHE) (2% LT 70 ul @ RNase free 7K (DEPC 7K) %/
Z. mRNA XL v M&EMLET,

F o 7T AE LSBREBE L., e mRNARKE LET,

* F 2 — 7 BEHNIC mRNA 23R LIS WIREECTHAE L TV D567 H 2D THER

BB EY DR

1.

2.

G EY) (mRNA) O fifgsd
FERSE T %, BERIKENC LD mRNA OfERZITVET,

Transcription product

kb

3.0 —
20 —
15 —
1.0 —

*  Exposuretime : 1/15 sec

«  Applied: 1 pl

* 1.5% TAE agarose gel

* Quick-Load 1 kb DNA Ladder (BioLabs): 3 pl
* Ethidium bromide staining: 20 min

HR 5 E W) OD P R E
BENTEZITH)HEE R 7 L3RI 7 = 7 =)V, 7 aa kL A RO
ATV ET,

1 BB 725 O mRNA @ HEEIXE (L, 25ug PA ETY,
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#HER

2 E N AR

WD LB FRKSEE 1.5ml £721X PCR F2—7HCTiALET,

FHRREAHL AR DN, mRNA DA ORIEZ JEICHHE L, FIRICRE LT 5, mRNA BIKIZ
Mz, VAZEETRNEITE LR BT LET,

mRNA O Z 42 L TW AR WS FIEREUSIE~IINT %5 mRNA © B2, 185K

JETEMEL D mRNA % 1 FIEREUSHEIRIZIIN L £ 7,
Reagents
Wheat germ extract 20 pl
Amino acid mix 20 ul
mRNA 70 pl
Total 110 pl

MERRE  GEEE)

1. 16°C DA »rFaX—F—~Af—Bt (10 KL E) FOnSEET,

2. Yo NEZR T TRSIBE Ty R F a—7 IR L, =O5EE (15,000
rpm. 1045, 4°C) L7=#%. EiE%-80CIC THRFEL £,
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PERRIG (&R

REEIE AT, @ES THHAET E3, SnETITET » 7oRMl GUEHATK)
WCFIRRIE 2 ANdv, iBATAM & L CENO Amino acid mix 2 ZHJH < 72X, BTN
(X, 20 f5~100 A& —KHITY,

V=T 4 vy —P AT 17 ¢ v 7 fHHL Slide-A-Lyzer™ Mini i&E#H1> — /v (U
0.1me, &Py bA7 35K)ZFHATH5HE

1. 24 RNEABZ—T L — K17 /WTEHMAKT 4 EAR L72 Amino Acid Mix % 2ml
AL, FL—brDOEEZLET,
* 2mlOT YR RAVTFa—TRNE Iy 7EAERLETOT, 2ml Oy
N RNV TF 2 —T THBITARE T,

2. 7 L— NDOFITEN N v T E kA E T,

3. FAEL U 7= FHAR RS IAIE 110 pt 2 2B WERY . BITD v IR A S RN E 91
REXLLEALET,
EXy hD2BMET 2l TANEBDJRK & e £, FDtk, By T DE
ZEACET, Z o, REHNAK (S OfkE & BT ME(Amino Acid Mix) Dk
A U Ly B EHER ORm N A TR E S ity FLTLEEN,

4. 16°C DA »F aX—F—~ A —W (10 FEfijLL ) KISSE £,

Flo, 24 REAZ—T L — NI 9Imm BEOR BT EATV, B H Y TE2RET HZ &
T, IWE Y DRWENPARETT N, ROTMLARELRG ST~ 7 nFa—THo7
n——xfHLET,

¥ v MIXBITEIC TS ED Amino acid mix 1T 5 FNTEY THAD T, BT
1T BEIL. BTIE 4 KOGH B2 Amino acid mix(85 4 : AAMX004) %
BEWKRDITEX0,

Titer plate/24 well ¢ 9-9.5 mm AT
7 =55
1Y z‘f§ﬁ¥?f

CO0C00

g 55 pl
Bfw T

R—d=ami=a=a=" (HIRS)
ELJLJLHJ ]jh\

A

EEHE -2 ml ///

1x Amino Acid Mix
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BN BDORERE

I

T UNT I RTVOESKINS LY . FIEREY Z TR iEd LEd,

L. BERBOUSHE T #2. 8HKIC L0 FEROSER %2 358 E TFill up L, FonIZiit
T2,
15, 000rpm, 20min, 4°CIZ T, LiEZEINT 5,
1=2ul REOY T NVeT 7 VLT I R VTESKIKENT 5,
Yetto FIEIIE T 24 5,

EREFIEICHOWT

FIE1. T2V T, Fill up ® BWIZ, BREHY > 7L OHIKOA— 3 —1 — RELEEO
72, o, A ES TR WA B DRI LD T2 OIZATVWE T, 3fE®EE TD Fill up
THIVUTISEIR OFEERE I ZHEFF L COET Y, a2 CFill up 72525 813EE
LET, FROBER TR, ZOTFIEITEK L ET,

FIME 2. 1TOWT, ILEMITIZ Wheat Germ FISRDREA O, FIEAL STV H I
LEEND ZLAD Y ET. BETHL, LRMEIEY 72 Buffer THAEE LT H iM%
EHICELET, FENSOBMEINEICENNSH S & X3, Z OR(EIC L b T
KRR L, BRSO RELIC X Dk#EE LET,

FIE3. (22T, EBXIKEBHY > 7 VORIE, VAKX T ay b, 1Y%, CBB Y
@ Py 1-2ul BETHRIELET, ERALA ORI TIZ, Wheat Germ sy bR H
SNH4, ZEOY T Lo — RIERINER A,

TEIE. AF v FEAWTFLAGRE A Z 37 E A/ L, HLFLAGRHUAZ V27— %
AT ay NCINBE U ERRE LT fERTT,

©
& — o
cxdxoo
x o > =
kDa i 2 2 25 5§
200
150
100

75
50
37
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" /i NUProtein

BEMNG 2 7 B AR v (PSS3050) 3458 HIE T,

[KOD®] 7% 5 WNZ [KOD-Plus-Neo) (3 AVEM RS DB ek patE £ 72 1XpHIE T
[PrimeSTAR®] 72 5 WNZ TPrimeSTAR® MAX] (X4 71 7 /A AR ES AL OB ERpHHE £ 7=
ILPEIEC9, [FLAG®] (% Sigma-Aldrich Co. LLC D& Gk <9, [Slide-A-Lyzer™ | |
Thermo Fisher Scientific Inc. D Pt T3,
ZOMELHE SN TN D4 - B4 7R S, SAEOREE R L ORERREGIE T7,
LR ORI, "R L, BT LbEERR (R). TM) 2L TR0 £EA,

BEGEE

NUProtein #A\ &%t

AJE TREMRFRR

T650-0045 HARMHHRXES 9-1 T770-0942 fEREHEZFIMET 3-20-1

MEA>FIN-23>AT1R 305 5=
3 078-599-8421 & 078-599-8423
& contact@nuprotein.jp

® http://nuprotein.jp/
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