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5. 10X Bst Buffer
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9. conc. Chloroform

11. Tris-HCI

13. MdUIeNIATFIM 100 bp ladder
15. 0.1% triton X-100
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19. Ammonium Acetate

21. 10X gel Buffer
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14, 1939909
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18.1A309 Gel dryer

2. Acrylamide

4. Bst DNA polymerase
6. Tris

8. KCI

10. LAMP primer set

. (NH;)2S0O4

14. Phenol

1

N

16. DNA template
18. Isopropanol
20. Betaine

22. 87% Glycerol
24. Boric acid

26. 0.5M EDTA
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27. 70% Ethanol 28. 0.25M Phosphate
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3.2 MUUATUIAAIDE
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3.3 MSIHTINAIDEN
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7% Phenol chloroform extraction
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thile Supernate 1dluviasa Microcentrifuge 1.5 ml 131 500
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wuansaza1s Phenol aslyluvasa Microcentrifuge 1.5 ml 500
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3.4.6
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34.8
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3.4.10

Thle Supernate le'luwasa Microcentrifuge 1.5 ml afJuna 300
pl

Wwuesazaie 4 - M Ammonium  acetate  adldluvaea
Microcentrifuge 1.5 ml 300 pl

1@y Isopropanol 600 pl asliluniaea Microcentrifuge 1.5 ml

nawmsazatelaoldiasouvdt (Vortex) G‘?ﬁﬁﬁi’ﬁqmwgﬁﬁ'm 1
2 T104 mnﬁ’uﬁﬂﬂﬁuﬁ’wméawgum%m (Centrifuge) 13,000
souARMNT WIu 15 11 Aigumgiifes mm%ugm‘?ummmiazma
s Windemmzaznouues DNA dawed liifiudronnla
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Ay 10 mM Tris pH 8.5 Y31na1 20 pl siveazates DNA waziir 114

9 '
dluasasdulumaiuSunamsiugnssudomaiinuauilaela



16

3.5 Inswoinlsy

FIP: 5’-aatccgaatggtcaggcagg-ccagtttaagctctgatggtt-3 (41mer)
BIP: 5’-gactctttcctcctaaatatggetg-tttgecctttcatggaac-3° (44mer)
F3: 5’-ggtcccaattttacagttcc-3° (20mer)
B3: 5’-ctggtcagtcagagttgac-3’ (19mer)

3.6 matinYSuaarsiugnssulasmaiia Loop-Mediated Isothermal
Amplification (LAMP)

3.6.1

Tud§asendsznouliddaes Aduwedunvuiada lid1edn 2

lulasdas, 0.32 U/ ul Bst DNA polymerase, 1XBuffer, 0.8 M
Betaine, Amelogenin Y Primer set (1.6 uM each FIP&BIP, 0.2
UM each F3&B3) 1az 0.4 mM each dNTPs U5u131as1i 14 25

lulnsans luvasanaasudnuuia 0.5 Taddas laelsuasaisn

1 uugazar uaagl3lumsa 1

9 Y {q 91 (aaa
My 1 J5unaasanududuvesasiaiinlsaelgnzenves LAMP

Chemical Final Concentrate Stock Volume/ 1 tube
H0 - - oul
10X Buffer 1X 10X 2.5 ul
Betaine 0.8 M 5M 4 ul
dNTPs 0.4 mM each 2.5 mM each 4 ul
Primer Mix FIP&BIP 1.6 uM each 16 uM each
F3&B3 0.2 uM each 2 UM each 2.5 ul
Bst DNA polymerase 0.32 U/ ul g u/ul 1l
Template - - 2 ul
Total - - 25 ul
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362 WelSulSuasuda huwgen (Incubation) Ngmugil 63 o3e
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ralFed 11ua1 90 N

3.63  Wmsasaeulaen1svi Acrylamide gel electrophoresis

3.7 mamsoy 8.5% Acrylamide gel (151103 37.015 ml/ 1 wpin)

- shindu 21.26 ml
- 10X Gel buffer 3.7 ml
- 34% Acrylamide solution 9.3 ml
- 87% Glycerol 2.55 ml
- 10% Ammoniumpersulfate 191.0 pl
- Tetramethylethylenediamine 14.0 pl

Y
nanasnavualidnnulae 1y Stirrer plate wiu 1 W1 Tagdauna
] Y a g).: o [ Gl A o [ o
lildinaresemanniumasluganszandmsumisuvatlnuidimus

Yya y 2 9 M
Iinares udrnuwa lFlszunm 2 % Tua

3.8 THuenuauABUe
- waw LAMP product 1/31a1 5 pl n Loading dye 1 pl viseaaluviguyoduruag
- ¥nszua i 85 volt wiu 16 5271 30 i

o 9 Yy ax - —
- MMsdouani8s Silver Stalnlng

3.9 msdeunaalo3s Silver staining

39.1 @w 1% Nitric acid [2.8 ml 70% Nitric acid + vhindu 200 mi]
wieh 10 wiudaming

392 Aanadierindu 5-10 Sunfudamia 2 e

393 1@n 0.012M Silver nitrate solution [ 0.4 g Silver nitrate + dhnau
200 ml ] e 35 1udming

Y y 3 ¢ A a9 2 o
3.94  a1anguInaud 5-10 untaunng 2 asae
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3.9.6

3.9.7

3.9.8
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@y 0.28 M Sodium carbonate ttaz 0.019% formalin [11.8 g
Sodium carbonate + tnau 390 ml udadu 37% formalin 205

T H 9y Yy
ul ] a3y 50 ml edvesansazananaen Wudiaalinmine wag

]
1 IS}

a A 1 < A g Y

@uauAmaad llvgmumiunuan e U a YA

vgalnse1nie 10% glacial acetic acid [20 ml 100% glacial
S 9 1

acetic acid + 11nau180 ml ] g1 5 un

Yy v ¥ —ly ~ | A

aaginaulszua 200 ml v 1w 3 A9 HI0IUNNANAY

megl vierh lvildudsdenies Gel dryer
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