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TNT® Quick Coupled Transcription/Translation Systems

Instructions for Use of Products L1170, L1171, L2080 and L2081.

Quick Protocol

Transcription/Translation Procedure with Plasmid DNA

Before You Begin

Upon removal from storage at or below —65°C, rapidly thaw the TNT® Quick
Master Mix by hand and place on ice. Thaw all other components at room

temperature and store on ice. Keep all components

onice.
Preparation of Template
The template should be free of ethanol, calcium, RNase and salt. DNA from the

Wizard® Plus Minipreps DNA Purification System, the Wizard® PCR Preps System
or the standard alkaline lysate method will work with TNT® reactions.

Translation Procedure

1. Assemble the reaction components, appropriate for the label being used, in a
0.5ml microcentrifuge tube. Gently mix by pipetting or stirring with a pipette
tip and, if necessary, centrifuge briefly.

Assemble reaction
components.

Gently mix. Return
unused components
to -65°C.

Standard  Transcend™ FluoroTect™

@%dﬁ&

Components Reaction Reaction Reaction Centrifuge briefly
if necessary.
TNT®T7 Quick Master Mix 40ul 40ul 40ul
Methionine, TmM - 1yl 1yl
[¥*S]methionine (1,000Ci/mmol at 10mCi/ml) 2yl - - =
Plasmid DNA Template (0.5ug) 2ul 2ul 2ul i
E Incubate at 30°C
Transcend™ Biotin-Lysyl-tRNA - 1-2ul - E for 60-90 minutes.
FluoroTect™ Green,,, tRNA - - 1=2l = H
Nuclease-Free Water to a final volume of 50pl 50pl 50pl i
2. Incubate the reaction at 30°C for 60—90 minutes.
3. Analyze the results. Procedures for incorporation assays, gel analysis of l

translation products and an assay for luciferase production in the control
reactions are provided in the TNT® Quick Coupled Transcription/Translation
Systems Technical Manual #TM045.
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- Analyze.

2933MA04_0A

Additional protocol information in Technical Manual #TM045, available online at: www.promega.com PAGE 1 - PART #FB030
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TNT® Quick Coupled Transcription/Translation Systems

Instructions for Use of Products L1170, L1171, L2080 and L2081. Quick Protocol

Transcription/Translation Procedure with PCR-Generated DNA

Before You Begin
Upon removal from storage at or below —65°C, rapidly thaw the TNT® Quick Master Mix @7
by hand and place on ice. Thaw all other components at room temperature and store Keep all companents
on ice.
Template Considerations
PCR products (5—7pl) can be used directly from the amplification reaction. l
Note: For PCR-generated templates, include 1l of the T7 TNT® PCR Enhancer in each
50p reaction. Assemble reaction
Translation Procedure %%Tﬁ’;; ?ﬁ?.tshewmt
1. Assemble the reaction components, appropriate for the label being used, in an 0.5ml o650
microcentrifuge tube. Gently mix by pipetting or stirring with a pipette tip and, if
necessary, centrifuge briefly. __? Centrifuge briefly
Standard  Transcend™ FluoroTect™ fecessan
Components Reaction Reaction Reaction
TNT® T7 Quick Master Mix 40pl 40ul 40ul @
Methionine, TmM - 1yl 1yl
[5S]methionine (1,000Ci/mmol at 10mCi/ml) 2yl = = }gfgbhagﬁrgf 25°C
PCR-generated DNA template (0.5ug) 2.4-51 2.5-51 2.5-51
T7 TNT® PCR Enhancer 1l 1l 1l
Transcend™ Biotin-Lysyl-tRNA - 1-2ul -
FluoroTect™ Green,ys tRNA - - 1-2ul l
Nuclease-Free Water to a final volume of 50pl 50pl 50pl __
2. Incubate the reaction at 30°C for 60-90 minutes. : = | aaye
3. Analyze the results. Procedures for incorporation assays, gel analysis of translation f - =
products and an assay for luciferase production in the control reactions are provided - =

in the TNT® Quick Coupled Transcription/Translation Systems Technical Manual #TM045.

Additional protocol information in Technical Manual #TM045, available online at: www.promega.com
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