258 Snead, Alting-Mees, and Short

Linker-Primer

TTTTTTTTGAGCTCAGAGAG 5
5! L JARAARAAA 3

¢ Reverse transcriptase
5-methyl dCTP in nucleotide mix

30 5 5 EESEEEENEEBTTTTTTTTGAGCTCAGAGAG 5°
5 | JAARAAAAR 3
‘ RNase H
DNA polymerase |

3¢ [Eas s e s s ss s s w]TITTTTIGAGCTCAGAGAG 5!
5 JAAAAAAAACTCGAGCTCTCT 3¢

Adaptors
Ligase

‘t " s s swswssws w8 TTTTTTeAGCTCAGAGAC N 5
| Iaaaaaaaacrceacererc Tl 3
l Xho 1

3 TTTTTTTTGAGCT 5
5! ARARARAAAC 3

mRNA

methylated cDNA
non-methylated cDNA
adaptors

i

Fig. 2. Directional cloning strategy.

5. 3M Sodium acetate.
6. 100% (v/v) Ethanol.

2.4. Ligating the Adaptors

70% (v/v) Ethanol.

Adaptors (4 ug at 0.4 ug/ul).

5% Nondenaturing acrylamide gel.

10X Ligation buffer: 500 mM Tris-HCI, pH 7.4, 100 mM MgCl,, 10 mM
dithiothreitol (DTT).

10 mM rATP.

T4 DNA ligase (4 Weiss U).
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2.5. Phosphorylating the Adaptors

1. 10X Ligation buffer (see Subheading 2.4., item 4).
2. 10 mM rATP.
3. T4 polynucleotide kinase (10 U).



