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20mM Hepes-KOH ( pH7.6) , 50mM KCI, 8mM DTT ,  50% glycerol.
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5X transcription buffer* 20pl
DTT, 100mM 10pl
RNasin® Ribonuclease Inhibitor 100u
ATP, GTP, CTP and UTP, 2.5mM each** 20yl
linearized plasmid DNA, 2-5ug in H20 or TE buffer 2l
RNA polymerase; SP6, T3 or T7 0-50u
nuclease-free water to a final volume of 100pl

* 5X transcription buffer: 200mM Tris-HCI (pH 7.5)s  30mM MgCl»  10mM
spermidines 50mM NaCl.

AT 10mM iNTP A 738 S AR R AT o

37-40°C {1l 60-120 434

B fAShEER (32P-FRiC FRNAKRED)

5X transcription buffer 4ul
DTT, 100mM 2ul
RNasin® Ribonuclease Inhibitor 20u
ATP, GTP and UTP, 2.5mM each 4ul
CTP, 100uM 244
linearized template DNA, 0.2—1.0mg/ml in H20 or TE buffer 1l
[32P]CTP, 50uCi at 10mCi/ml 5l
RNA polymerase, SP6, T3 or T7 1ul
nuclease-free water to a final volume of 20pl
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Rabbit Reticulocyte Lysate 35pl
nuclease-free water Tyl
RNasin® Ribonuclease Inhibitor 40u
Amino Acid Mixture Minus Methionine, 1mM 1l
[¥S]methionine, (1,200Ci/mmol) at 10mCi/ml 4ul
RNA template in H20 2ug
Final volume of 50ul
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TNT® Rabbit Reticulocyte Lysate or Wheat Germ Extract 254
TNT® Reaction Buffer 2ul
TNT® T3, T7 or SP6 RNA Polymerase 1ul
Amino Acid Mixture Minus Methionine, 1mM 1l
[35S]methionine (1,000Ci/mmol) at 10mCi/ml 4yl
RNasin® Ribonuclease Inhibitor, 40u/pl 40u
DNA template 1ug
Nuclease-free water to a final volume of 50ul
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