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1.  

DNA mRNA
 

 
(  Lysate)

1-4)  Lysate
Clover  TM

 

 
2005-006646

 

 
2.  

300 l 150 g

( 15kDa )
(8 24 )

3)

(  p.16)  

 
 Lysate
PCR DNA mRNA

100kDa
 

 100  
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3.  
 

No.    

1   Lysate  5 

2  2× Reaction Mix 5 

3  Methionine 1 

80  

4  Enzyme Mix 1 

5  CAT Control Vector 250ng/ l 1 

6  Nuclease Free Water 1 

20  

 
 

  Lysate   

 2× Reaction Mix   

 Methionine   

 Enzyme Mix   

 CAT Control Vector  Chloramphenicol acetyltransferase (CAT)  

 

 Nuclease Free Water   

 
 

12  
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4.  
 

 
1) 

N p.6
 

2) DNA
DNA  

3)  Lysate 2× Reaction Mix

 

 
5.  

DNA(
) mRNA 1

 

 
 

 

 
 DNA mRNA  

  p. 5  p.6 

 
  

   p. 7 

 
  

   p. 8  p.11 

 
  

   p. 15 

 
 
 

1  
 

mRNA

one tube
reaction
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5. DNA  
1) DNA ( DNA)  

T7 DNA
RBS (

) 3� T7  
 2  

 
 

 
2 DNA  

 
2) DNA( )  

2
DNA

DNA  
  

 RYTS Linear Template Set for  (His-tag) / Product Code: #TS001 
 RYTS Linear Template Set for  (ProX-tag) / Product Code: #TS002 

 
3) mRNA  

mRNA RNA 
polymerase mRNA
mRNA 50 100 g 300 l

mRNA

 
1) 2)

DNA  
 mRNA  

 

His tag GENERBS T7 Terminator T7 Promoter 
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4) ProX® tag  

N
 

ProX TM tag ( 3)
N ProX TM tag

 
 ProX TM tag

ProX TM tag
p. 13

 

 

5’ AUG UCU AAA CAA AUC GAA GUA AAC UUU UCU AAU GAG  3’

Met Ser Lys Gln Ile Glu Val Asn Phe Ser Asn Glu

 
 
 

3  ProX TM tag  

UAAAUG GENE His tag ProXTM tag 
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6.  
 

 DNA DNA mRNA 
 1.5 ml tube ( ) 

 

 
 

 

 
 ( 1) 

 

 
 
 
 
 
 
 
 
 

 
(Step1)  1 1.5ml

30 2
 

  
 CAT 1

85 95
1  

 
(Step2)  4

-20  
 

 

( )   

1 ( )  Lysate 100 l 

2 ( ) 2× Reaction Mix 150 l 

3 ( ) Methionine 3 l 

4 ( ) Enzyme Mix 15 l 

DNA DNA DNA 0.4 � 1.0 g 

6 ( ) Nuclease Free Water up to 300 l 
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1.  

CAT RI 2  

 
1-1. CAT  

CAT  
CAT( ) CoA

( )  

 
 

HS-CoA CAT
HS-CoA 

DTNB [p.16 3. ]
5)  

 
 

 
[p.7 4. ] CAT Control Vector  

CAT  
CAT

 
-20  

CAT
 

 
 

1.5 ml tube ( ) 
 ( 412 nm ) 

 ( 1 cm ) 

1.25 M Tris/HCl pH 7.8 
4 mg/ml DTNB [CAS No. 69-78-3] ( 1.25 M Tris/HCl pH 7.8)  

5 mM Acetyl CoA [CAS No. 72-89-9] 
5 mM Chloramphenicol (50% ) 
5% Polyethylenglycol 8,000 (PEG 8000 8,000) 

85% Glycerol 
0.5 M Dithiothreitol (DTT) 

Chloramphenicol + acetyl-S-CoA Chloramphenicol 3-acetate + HS-CoACAT
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 ( 2) 25  

 
 
 
 
 
 
 

CAT Dilution Buffer  ( 3)  

 
 
 
 
 
 
 
 
 

 
(Step1)   ( 2) CAT Dilution Buffer ( 3)  

 CAT Dilution Buffer  
DTT -20  

 
(Step2)  CAT CAT Dilution Buffer  

2  
5 l 1 : 20 5 l + CAT Dilution Buffer 95 l

1 : 50 1  10 l + CAT Dilution 
Buffer 490 l 2 1,000  

 CAT  
 

 
(Step3)  400 1.5ml

(Step2 3 
l

CAT Dilution Buffer 3 l  
 1  

   [ ]  

4 mg/ml DTNB  [0.4 mg/ml] 1 ml 

5 mM Acetyl CoA  [0.1 mM] 0.2 ml 

5 mM Chloramphenicol [0.1 mM] 0.2 ml 

Up to 10 ml with ultra pure water   

   [ ]  

1.25 M Tris/HCl pH 7.8 [0.5 M] 4 ml 

5% PEG 8000   [0.5 %] 1 ml 

85% Glycerol   [4.25 %] 0.5 ml 

0.5 M DTT   [0.5 mM] 10 l 

Up to 10 ml with ultra pure water   



 

- 10 - 

Remarkable Yield Translation System Kit

(Step4)  30 37
 

 
(Step5)  412 nm

  
 

CAT  

max = 412 nm A412 (HS-CoA
DTNB ) CAT

5)  

 
i) CAT  

CAT (U/ml) = {(A412- A412 Blank) × 412 × 106} / {L × T} 
 

A412 Blank     

L ( cm )     (1 cm) 

412 ( cm-1  M-1 )   DTNB  = 13,600 cm-1  M-1 

T ( min )     ( 30 ) 

 
ii) CAT CAT  

CAT (µg/ml [ Assay mix ]) = CAT (U/ml) / S 
 

S (U/ g)    CAT 1 g  = 150 U/ g 

 
iii) CAT  

CAT (µg/ml [ Reaction mix ]) = {CAT (µg/ml [Assay mix]) × D}/ (V / C) 
 

V ( l )     ( 3 l ) 

C ( l )     ( 400 l ) 

D     ( 1,000 ) 
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1-2. RI  
RI

35S  

 
 

 35S Methionine ( >1,000 Ci mmoL) 10mCi/mL 
 SDS-PAGE  
 CBB  
  

 
 ( 4) 

 
 
 
 
 
 
 
 
 
 

 
( 4) (p.7)

 
 RI

RI
 

 
RI  

(Step1)  SDS-PAGE CBB  

 
(Step2)   

 
RI

8 20
 

 ( )   

1 ( )  lysate 20 l 

2 ( ) 2× Reaction Mix 30 l 

35S Methionine ( >1000 Ci mmoL) 10mCi/mL 0.6 l 

4 ( ) Enzyme Mix 3 l 

DNA DNA DNA 0.1 0.2 g 

6 ( ) Nuclease Free Water up to 60 l 
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2.  
RYTS Kit Clover  TM

 

 
2-1. Clover TM  

Clover  TM

tRNA
UAG ( ) 4

(CGGG ) UAG
CGGG DNA

DNA Clover TM RYTS Kit
tRNA

Clover  TM

URL  

 
Clover  TM  

http://www.proteinexpress.co.jp/j/products/reagent/cloverdirect_2.htm 
 

 Clover  TM 4  

 
 
 
 
 
 
 
 

 tRNA
 

 
Clover  TM  

http://www.proteinexpress.co.jp/j/products/reagent/cloverdirect_7.htm 
 

Clover  TM  

http://www.proteinexpress.co.jp/j/products/reagent/cloverdirect_6.htm 

  

Clover  TM HiLyte Fluor 488 CLD01, CLD05 

Clover  TM TAMRA CLD02, CLD06 

Clover  TM ATTO633 CLD03, CLD07 

Clover  TM Biotin CLD04, CLD08 
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2-2.  

 
 ( 5) 

(Step1)  Clover  TM  

Clover  TM tRNA buffer 10-30 µl
 

 Clover  TM 1
30 µl tRNA buffer DNA

300 l
tRNA buffer 10 l

 

 
(Step2)  ( 5) (p.7)  

 

 
(Step3)  SDS-PAGE  

 
 

 
His tag

C
 

( )   

1 ( )  Lysate 100 l 

2 ( ) 2× Reaction Mix 150 l 

3 ( ) Methionine 3 l 

4 ( ) Enzyme Mix 15 l 

DNA DNA DNA 0.4 � 1.0 g 

Clover  TM  1  

6 ( ) Nuclease Free Water up to 300 l 
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 p.6
ProX TM tag 9 UAG CGGG

( 4) N ProX® 
tag

 

4  ProX TM tag  
 

5’ AUG UCU AAA CAA AUC GAA GUA AAC
UAG
or

CGGG
UCU AAU GAG  3’

Met Ser Lys Gln Ile Glu Val Asn Xaa Ser Asn Glu
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3.  

 

 

1)
  

2)
 

80
 

3) DNase, RNase  

 
DNA

/
DNase RNase  

4)
 

ProX TM tag
 

 

 

1)
 

(GSSG)
 

( 10 mM ) 

2)
  

3)
 

 

 
 

  p.16 
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