Protocol: Preparative Scale N-Acetylation of Aminoacylated tRNA

Perform standard aminoacylation of tRNA 3000-5000 pm. Add 1/10 volume
of 3M sodium acetate pH. 5.0. Extract twice with acid-phenol followed by two
chloroform extractions*.

Ethanol precipitate with 3 volumes of ice-cold 100% ethanol. -80°C for 30
min. Spin at max speed at 4°C for 30 min. Resuspend in 200 ul of 200mM
sodium acetate pH 5.0.

Add 2.5 ul of 99% acetic anhydride. Leave on ice for 60 minutes.
Add another 2.5 ul of 99% acetic anhydride. Leave onicefor 60 minutes.

Add another 2.5 ul of 99% acetic anhydride. Leave onicefor 60 minutes.
(three additions total)

Ethanol precipitate with 3 volumes of ice-cold 100% ethanol. -80°C for 30
min. Spin a max for 30 min. Resuspend in 95 ul of COLD 10 mM sodium
acetate pH 5.0 or 95 ul or Buffer A for HPLC purification.

* N-Acetylation reaction can be performed without phenol and chloroform extractions (stepl) and
Ethanol precipitation (step 2) however it may reduce yield of final N-Acetylated product. Remember to
add an appropriate (scaled up) amount of 99% Acetic Anhydride.

Analysis.

1

If radio-labeled amino acids are used the N-Ac-tRNA can be deacylated by
treatement with NaOH. Products can be separated by TLC.

Alternatively, acid-urea gel can be used to visualize products.
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