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RYTS Linear Template Set for E.coli (His-tag)

L 2
2 s 3
B s 4
3-1 DNA 4
3-2. DNA s 10
B=3. 11
A 12
S PP PPPPPPPTT 13
B, 15
2P 16



cosmo
CosmoNewLogo


JAE NAAKRIEHL

RYTS Linear Template Set for E.coli (His-tag)

1.
RYTS Linear Template Set
2 PCR / T7 , RBS
( 1
pROX vector
N C His-tag
( 2
First PCR Gene-specific sense primer
™ A
Gene
~
Forward Primer Gene-specific antisense primer
(no.1)
\‘ Color Primer Set
Second PCR B < (no.3 no.5)
. .
T =B
| I
¥ N
Reverse Primer
(no.2)
RBS His-tag
NI =
T7 Promoter

1:2 PCR

No-tag Gene

N-terminal His-tag His-tag Gene

C-terminal His-tag Gene His-tag
2.
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RYTS Linear Template Set for E.coli (His-tag)

2.
|
No.( )
1. ( ) Forward Primer 96 uL |1 T7 Promoter Primer
2. ( ) Reverse Primer 96 uL |1 T7 Terminator Primer
3.() White-Primer Set |48 uL |1 C-terminal His-tag
DNA
4.( ) Green-Primer Set (48 puL |1 N-terminal His-tag
DNA
5( ) Brown-Primer Set |48 uL |1 No-tag DNA
6.( ) Control Template [20puL |1 pROX FL92.1ttt-CAT
(CAT) vector (#TS013)
|
20
|
]
PCR

( : Expand High Fidelity PCR System; Roche Applied Science, # 11 732 641 001)
DNA
( :Wizard(R) SV Gel and PCR Clean-Up System; Promega, #A9282)
DNA
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RYTS Linear Template Set for E.coli (His-tag)

3.
3-1. DNA
|
RNase
DNA ( )
gene-specific sense primer
gene-specific antisense primer
PCR ( Expand High Fidelity PCR
System )
DNA Wizard(R) SV Gel and PCR Clean-Up
System
( )
[ ] DNA DNase
m 17 DNA
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RYTS Linear Template Set for E.coli (His-tag)

(Stepl)

Gene-specific sense primer Gene-specific antisense primer

1:
C-terminal His-tag
Gene-specific sense primer :
5°- CTTTAAGAAGGAGATATCAT + ATG + 15 20nt sense primer
Gene-specific antisense primer :
5’- TGATGATGAGAACCCCCCCC + 15 20nt primer

N-terminal His-tag

Gene-specific sense primer :
5”- CATAGCAGCGGCACC + ATG + 15 20nt sense primer

Gene-specific antisense primer :
5’- TGATGATGAGAACCCCCCCC + TTA + 15 20nt primer

No-tag
Gene-specific sense primer :
5°- CTTTAAGAAGGAGATATCAT + ATG + 15 20nt sense primer

Gene-specific antisense primer :
5’- TGATGATGAGAACCCCCCCC + TTA + 15 20nt primer
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RYTS Linear Template Set for E.coli (His-tag)

(Step2) First PCR

2 DNA First PCR
PCR Expand High
Fidelity PCR System PCR
(L)
PCR buffer, 10xconc. without MgCl, 5 x1
10mM dNTP 1.25 250 uM
25mM MgCl, 4 2 mM
Gene-specific sense primer (10 uM) 1 200 nM
Gene-specific antisense primer (10 1 200 nM
uM)
DNA (100 ng/puL) 2 200 ng
Expand High Fidelity Enzyme mix 0.85 3U
RNase 34.9
Total 50
PCR
(Step3) First PCR
PCR
DNA PCR
PCR PCR

PCR



cosmo
CosmoNewLogo


JAAE NAAKRIEAL

RYTS Linear Template Set for E.coli (His-tag)

(Step4) Second PCR

First PCR Primer () Second PCR
PCR Expand High Fidelity
PCR System PCR
(KL)
PCR buffer, 10xconc. without MgCl, 5 x1
10mM dNTP 1.25 250 uM
25mM MgCl, 4 2 mM
Forward Primer (no.1) 2
Reverse Primer (no.2) 2
Color-Primer Set (no.3, no.4 or no.5) 1
First PCR product (100 ng/ulL) 2 200 ng
Expand High Fidelity Enzyme mix 0.85 3U
RNase 31.9
Total 50
PCR
2: Primer

C-terminal His-tag
Forward Primer (no.1, )
Reverse Primer (no.2; )
White-Primer Set (no.3; )
N-terminal His-tag

Forward Primer (no.1, )
Reverse Primer (no.2; )
Green-Primer Set (no.4; )
No-tag
Forward Primer (no.1, )
Reverse Primer (no.2; )
Brown-Primer Set (no.5; )
Primer Set p.9
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RYTS Linear Template Set for E.coli (His-tag)

(Step5) Second PCR

PCR
DNA PCR
PCR PCR
PCR Forward Primer (no.1; )
Reverse Primer (no.2; ) PCR
PCR PCR 4
PCR
DNA
( RYTS Kit (#CF0O01,
#CF002) )
(Step6) DNA )
PCR ProX vector
Second PCR ( 3 ( 4

T7 Promoter RBS His-tag
1
v
Gene

A A AN
Xbal= =Ndel Spel = = BamHI

\ y A4

- N
ProX tag

pROX vector

ROX-FL92.1amber

3:

PROX-FL92.1amber (Cat. No.: TS011)
pROX-FL92.1cggg (Cat. No.: TS012)
pROX-FL92.1ttt (Cat. No.: TSO13)
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RYTS Linear Template Set for E.coli (His-tag)

T7-Promoter Xba 1
CTAATACGAC TCACTATAGG GAGACCACAA CGGTTTCCCT CTAGAAATAA TTTTGTTTAA

RBS Ndel
CTTTAAGAA GGAGATATCAT ATG :: GENE :: TAAGGG GGTTCTCATC ATCAGTAATA A
Met xx
(N-terminal His-tag) Linker Histag

... ATGTCTGGTT CTCATCATCA TCATCATCAT AGCAGCGGCA
MetSerGlyS erHisHisHiI sHisHisHis SerSerGlyT

CCATG :: GENE :: TAAG GGGGTTCTCA TCATCAGTAA TAA...

hrMer ialakel
(C-terminal His-tag) Linker Histag
... ATG :: GENE :: GGGGGT TCTCATCATC ATCATCATCA
Met GlyGly SerHisHisH isHisHisHi
TTAA TAA. ..

S*** Eaxax

AAGGGCGAAT TCCAGCACAC TGGCGGCCGT TACAAGGGCG AATTCCAGCA CACTGGCGGC

Spel BanH1
CGTTACTAGT GGATCCGGCT GCTAACAAAG CCCGAAAGGA AGCTGAGTTG GCTGCTGCCA

CCGCTGAGCA ATAACTAGC

4 : Second PCR (no-tag)
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RYTS Linear Template Set for E.coli (His-tag)

3-2. DNA
Control Template CAT (no.6) First PCR
Second PCR First PCR Primer

Gene-specific sense primer

5- TCTAATGAGACCATGGAGAAAAAAATCACTGG -3
Gene-specific antisense primer

5- TGATGATGAGAACCCCCCCCCGCCCCGCCCTGCCACTC -3

First PCR Second PCR 1.5% ( 5
05 1 2uL

First PCR Second PCR
05 1 2 05 1 2 (ul

1,000bp _y
800 bp —>

500 bp >

5 : First PCR Second PCR

10
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RYTS Linear Template Set for E.coli (His-tag)

3-3.
C His-tag CAT PCR
pROX-FL92ttt vector (#TS013)
(RYTS Kit(#CF002)) CAT 15%
SDS-PAGE His-tag ( 6)

PCR
product Plasmid

[kDa]
40-

I 11

30-

15-

10- 6 : CAT
0.25 uL

11
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RYTS Linear Template Set for E.coli (His-tag)

4.

First PCR Second PCR
m PCR
1)

2) 20

3) DNase, RNase

4) PCR PCR PCR

5) p.5

12
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RYTS Linear Template Set for E.coli (His-tag)

5.
CloverDirect™

[for Fluorescence Labeling]

CloverDirect ™ CR110-X-AF-tRNA [5-CR110-X : Abs/Em = 498/521nm]
CloverDirect ™ HiLyte Fluor™ 488-AF-tRNA [HiLyte Fluor™ 488 : Abs/Em = 497/525nm]
CloverDirect ™ TAMRA-X-AF-tRNA [5(6)-TAMRA-X : Abs/Em = 546/575nm]
CloverDirect ™ ATTO 633-AF-tRNA [ATTOB33 : Abs/Em = 629/657nm]
CloverDirect ™ ATTO 655-X-AF-tRNA [ATTOB55-X : Abs/Em = 633/684nm]

[for Fluorescence Labeling]

CloverDirect ™ Biotin-AF-tRNA [Biotin]
CloverDirect ™ Biotin-X-AF-tRNA [Biotin-X]
CloverDirect ™ Biotin-XX-AF-tRNA [Biotin-XX]

[for Post-translational Modification]

CloverDirect ™ Tyr(PO_H_)-tRNA [0-phospho-Tyr]
CloverDirect ™ Lys(Me)-tRNA [¢ -methyl-Lys]
CloverDirect ™ Lys(Me )-tRNA [¢ ~dimethyl-Lys]
CloverDirect ™ Lys(Ac)-tRNA [¢ -acetyl-Lys]

[for Unnatural Mutagenesis]

PEG
CloverDirect ™ PEG4-AF-tRNA [Methyl-PEG4]
CloverDirect " PEG8-AF-tRNA [Methyl-PEGS]
CloverDirect ™ PEG12-AF-tRNA [Methyl-PEG12]
CloverDirect ™ BPA-tRNA [p-benzoyl-phenylalanine]
CloverDirect ™ AcPhe-tRNA [p-acetyl-phenylalanine]
CloverDirect ™ azoAla-tRNA [p-phenylazophenyl-alanine]

-tRNA

(http://www.proteinexpress.co.jp/j/products/reagent/cloverdirect_1.htm)

13
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RYTS Linear Template Set for E.coli (His-tag)

Remarkable Yield Translation System Trial Kit (RYTS Trial Kit)
CF001
0.3ml

Remarkable Yield Translation System Kit (RYTS Kit)
CF002
0.3ml x5 ( 1.5ml )

2 PCR

RYTS Linear Template Set for E.coli (His-tag)
TS001
48

RYTS Linear Template Set for E.coli (ProX-tag)
TS002

48

pROX-FL92.1amber
TS011

pROX-FL92.1cggg
TS012

pROX-FL92.1ttt
TS013

-tRNA

(http://www.proteinexpress.co.jp/j/products/reagent/cloverdirect_1.htm)

14
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RYTS Linear Template Set for E.coli (His-tag)

6.
~tRNA
( ) tRNA

o LA R

HO=P-0 N"So NHz
Il O NH
0 2
N oo
¢ SN

pdCpA
? <f\,) = Ligation-
HO—IIZ;—O o NTSN
— I L ) tRNA
s AUC
) —-pdCpA ) —-tRNA

AUC
3 CA tRNA

4!.

E.coli
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7.

URL : http://www.proteinexpress.co.jp
260-0856 1-8-15

TEL : 043-202-5755
FAX : 043-202-5756
E-mail : tech@proteinexpress.co.jp
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