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APPENDIX A

BUFFERS AND REAGENT
1. Lysis Buffer 1
Sucrose 109.54 g

1.0 M Tris — HCI (pH 7.5) 10 ml

1.0 M MgCl, ml
Triton X - 100 (PUre)ame | = ml
Distilled watér N ml
Sterilize the s refrigerator (at 4 C)
2. Lysis Buffer 2
5.0 M NaCl 7 WV mi
e
0.5MEDTA (pH 8.0) .« (0 ._.a{ 48 mi
Distilled wi ;_— 1,000 mi

Sterilize the se ution by autoclaving and store ati oom temperature.

O%ﬂ%mwﬂmwmm
a*ﬁ*‘iiﬁ@ﬁ%umwﬁma

A Distilled water to 100

Mix the solution and store at room temperature.
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4. 20 mg/ml Proteinase K

Proteinase K 2 mg
Distilled water to 1 ml

Mix the solution and store in a refrigerator (at -20°C).

5. 1.0 M Tris —HCI

Tris base \ | g
Dissolve in di( nd ¢ with HCI

Distilled watep A = | ml
Sterilize the at room temperature.

6. 0.5MEDTA (pH
Disodium ethylene g
Dissolve “; isti B 0- _’ NaOH
\v7 Y ]
Distilled wate# 000 mi

Il , i

Sterilize the soldtien by autoclavingiand store at room temperature.

GAUEANENINEINT
RGIAIR UV I BEIAY

8. 5 M NaCl solution

Sodium chloride 29.25 g



Distilled water to 100 ml
Dispense the solution into aliquot and sterilize by autoclaving.
9. 10X Tris borate buffer (10X TBE buffer)

Tris — base 100 g

Boric acid g
0.5 M EDTA (pH 8.0). | ml
Adjust volume {0 he solution was mixed and
store at room te
10. 6X loading dy
Bromphenol g
Xylene cyanol | g
Glycerol ml
1M Tris ( ; ml
T
Distilled wate : untll ml
i WEANYNTNE ﬂ 9
Qmﬂﬁﬁmﬁﬁ“‘nﬂﬂ’m El
Ammomum acetate 57.81
Distilled water 80 ml

Adjust volume to 100 ml with distilled water and sterilize by autoclaving.
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12. 25:24:1 (v/v) Phenol-chloroform-isoamyl alcohol

Phenol 25 volume

Chloroform 24 volume

Isoamyl alcohol 1 volume

Mix the reagent and store i =" Dottle kept in a refrigerator.

13. 12% Non-denature

40%acrylamide® Bi ‘ v \ ml

5X TBE ml
10% ammoniurh 0 pl
TEMED ul
H,0 ml
Dissolve by Tiea casional mix.
.Li ¥
14. TE buffer

ﬂuﬁlﬂﬂ&lﬂﬁﬂﬂ’]ﬂ‘i
wmanimumwmaﬂ !

AdeSt pH to 7.5 with conc.HCL and adjust volume to 1.0 litre with H,0.
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APPENDIX B

Sequence of LINE-1 and primer

Human transposon L1.2 ACCESSION M80343 (5'UTR)

BEFORE BISULFITE
Ggggggaggagccaagatggccgaata7 ‘ tacagctcccagegtgagcgacgcagaa
gacggtgatttctgcatttccatctgag: 1 &tgccagacagtgggcgcaggcca

gtgtgtgtgcgcaccgtgcgegagecgaages cacctgggaagcgcaaggggtcag
ggagttcectttctgagtcaaagaaagggataz . ‘ 199 gtcactcccacccgaatattge
gcttttcagaccggcttaagaaa >aeC ; ectggctcggagggtectacgecce

acggaatctcgctgattgctagcaghgoagictoagates: Caacgaggctgggggagggg

AFTER BISULFITE
GgggggaggagTTaagatggTC aaf@ﬁa TtaTagTtTTTagCGtgagCGaCG
TagaagaCGgtgatttTtgTatttTTat‘thég’g'L ’ tagggagtgTTagaTagtgggC

oo el
gCGaggTatthTtTaTTtgg;aa CGTaa tgagtTaaagaa

N—14 ;Limm ﬂEJ A
TCGgT@gjﬂc’c]ga;ﬁTac‘;m

GgaatTtCqu'tgatthtagTaTagTagtTtgagatTaaaTthaaggCGgTaaCGagthgggggagg

ggCGTTCGTTattgTTTaggTttgTttaggtaaaTaaagTagT

F COBRALINE-1 = ccgTaaggggtTagggagttTTT
R COBRALINE-1 = RTAAAACCCTCCRAACCAAATATAAA
Total amplicon = 160 bp and Tasl = 63+ 97 and Tagl = 80+80
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