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10.
11.
12.
13.
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15.

Microcentrifuge Tube Y4119 0.5 L8 1.5 ml
Tirla
-
el
Forcep
A 4
UNND3I (Beaker)
1A 0UYYIIU (Vortex)
17599 UIH 9 (Centrifuge)
IA3 DITIENS
Hot Plate Stirrer
Heating Block Incubator
Thermal Cycler
Electrophoresis Set
Ultraviolet-visible Transilluminator
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1A UM INAaL
b4 v
1. 1nau
2. Chelex

3. Proteinase K

4. dNTPs

5. 10X Taq buffer

6. Taq DNA polymerase

7. 5.0 pM Primer Mix (Cyt b Sus Scrofa)

8. Tris

(

9. 100 bp Ladder

10. 0.5X TBE (Tris-borate, EDTA) Buffer
11. Agarose Powder

12. Ethidium Bromide

13. Boric Acid

14. Ethylenediaminetetraacetic Acid (EDTA)
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- d' o 4’! C;I
z A9 1.65 (NIZAVANUITOUU 90%) LD

- A a Y a 3 @ @
e A9 0.1 ﬂ’Jnlﬂﬁ1ﬂLﬂﬁﬂu‘ﬂU@Niﬁlﬂﬁﬂuﬁlugﬂﬂﬂﬂﬂﬂﬁ’lu (seRu

: 1.65)°

uwnumlugasld  n= £——)-2—
4(0.1)

n = 68.0625

f

o ga v s 1] d' d' ¥ = e gl d’ 9 v 9 '
AIUU ‘Uu1ﬂ’UENﬂQ3J¢I’JE)U'N‘ﬂm1ﬂ$ﬁuﬂﬂﬂﬁiﬂﬂﬂ’]i’mUﬂiﬂﬂﬂﬁ)ﬂ%.lﬂﬂﬂﬂ’]’l

A <2 9/ Y [] =1 o o o JdA Y ¥ v
68.0625 oANUMINzaNseld 70 dre01 unznvuieuduuyuduazdaiou Tdun 1n

a1 uaz 3 90 iinaz 18 A0

1.2 mstiudiesg
o Y] ] j 21’ g/ @ o P=1 ar [
mumamuuaqm%m%’mﬁ'uuaqm“lummﬂaﬂm‘lummmmuENNmﬂ
= (] o a QR @ o o < o 1 j o ] ] 9 1)
Foalninazsunelndifos saudedaindadmu Tannudletiaiiegns 1 AIBENAB 1 37UM
o 9/ 4 .&’ 1 Y v a v g [
$1u 70 3 Tavsuiilouaasdiedauenussylugananaanla HAMFUVITLTHINENS
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@uma wethuanalutussussly

2. M3nsIvaeuiIetandwe Tasliinalia PCR
v ad o v any o
21 MsanaEeNNEI01 1AsT5MIANARIY Chelex ™
o s d & 5 ~ df '
TaoofugaauiiAveaiia Chelating Resin, Chelex-100 Mitlua1a (pH 10-11)
] %’ & A a A 2 . . & 5 ] sy o 9 o
uazlazaerndaii¥e939fio  imminodiacetic acid TpMANTA WMV AN
v v 14
Taneny 2+ pO1TY Ca2+, Mg2+ uazduqRNszy 2+ Bawnng Al
v A d g ' [ LY d'
annseanasuennEasay q 1alaolugennuazilsendanar teewn
g v Yy A a o q YA W %
AMuTiiA1998 Chelex-100 wazmsAuiigamgll 100 °C s lvlveuisad
A Y a a ¥ Y o qyad a
uazweuiiundoauanaaes wiaunuhlviaduewlsanw Tasiduasunis

b 4
anaasas 11
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- a 151
MITNAAIDHIBIINIDBA
- 1 & 3 Ad o -
_wzidendSuia 1 wa. laaslu Microcentrifuge tube ¥11A 1.5 ¥a. NUAITNULIDA
o U Yy 9 o
u¥s EDTA agwayiviinnu
o v A a ' = . a3
- Fuladretaden 30 1ulasans laaslu Microcentrifuge tube 1R 1.5 1@, 1AW
@ ' a a P 2 gyd a Y a
aduasly 1 va. eI (Vortex) 15zanat 10-15 Tt Asns I iMgamgiiviesunu 15-30 un
- Tuneniinnuda 14,000 soudoRUIM 1 UIN
¥ 2 { a4 d '
. ammuwuuuaanmnﬁqmzmumaammmmﬁaﬂmmnagﬁﬁunaaﬁ (nznBY
A 4 a a w3y & v
o anasuilnenInmIAnasNaUYeId IuIntiu) MUINAY 1 wa. WwenuuIu - 5-10
D v b 4
Surnaziitliuan Tudrananua 3 soU
s
a a ar =1
- BuEsHYIuasy Chelex 5% adldszanm 200 Tulnsdas dunalvilia Chelex
' d A Ay A ] Y] 1y Y a -1 '
Fussnsusadeavidunasaniely windslivaulWiAuamzuia Chelex aalaunau
AznNeu
d' =Y Q'l L] g:
- uyoufigungll 56 °C WMz 1 421319 ¥30IUAZNDUYNUBYIUNA INUU
161U (Vortex) 111 5-10 Juniuazii liluan
° Y o g ) =
- fhvasanaasd WANNUIADAUIY 8 UM
- 1 Tliweu (Vortex) ¥ 5-10 Jufinazi liuan

4 alg ' df a g v o s
= mﬂuu1ﬁ5u1ﬁ’;unu'hJnJuﬂmumummnmmunizmums PCR

w A o v {5}
MITNAAIDIBINTUYY
P ]
- asrudusudiondesyansimighiiiveusinvu (Root sheath) w30
> & ' “ - e a o
- Zradurudisiinaulsineininiens (Deionized distilled water) luiinine’
Y11A 50 WA,
@ o o ] a a
_ g lauvuszaina 1 uu. mindawsindludiednlgana
' 9 a g a
aTaudusuadlunasanaans @uninuiuase Chelex 5% aslyl 200 lulasdas
uduiy 2 T Tns 33984 Proteinase K (10 10, /ua.) weru Iishiu Tasmsivomasainng
Y 1q 3 Y 2 q v & v o
_asang ity lauduviniusuegldiia Chelex udausounapanaasaii 37 °C
= 2 v a = % A 3
ynals=ane 30-60 U 1IMTUINE1IU (Vortex) Uszunal 5-10 3uifi udaTuueniinniusa
14,000 38UABUIN 10 I (Spindown)

° ¥ ¥ a =
= uTﬁaﬂﬂ‘nﬂﬁﬂq1ﬂﬁu1uuuﬂﬂﬂu1u 8 UM
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° v a o o - = <
- i llwenu (Vortex) dszunm 5-10 Ju¥ tuuon (Spindown) Nn213157 14,000
T p=% = = :’: Z ' ) ad ] o o
souauH wu 10 3ud vimiuldihawuu lddluAdueustituy (DNA template) g5y

YYIUNIT PCR

v A o ; & 5]
MITNAAIBHIBINT U
° £ Z a o et =3 P
- hywiteon 1Rz 0.5 av.aw. indalilivinadnuiniga
° L J a s @ U . 3
- ih¥uitiehazdoaudlszuna 1 2 19au 1da31u micro centrifuge tube ¥11A
o @
1.5 m! xmiudaRninauaslyl 1 va.
' [ a ° » o o ) a
- 11U (Vortex) winszwna 5 wivinazii lduiinnuisa 14,000 seuaouH U
o yy 2
2 W udagathFuuUNg
o 2w a ¥ P A L ™ ' a9
- yhadie 3 90 3 a5 udITegaiTuuuN Taomie 1udaznoundunaoa
Aa =4 ] 2L :ﬂ’ a ¥ & =1
- 1@usia chelex as Tl 17 Tasl¥vanduiie ududminauld g Binasgadhaily
200 luTnsans udIR AN proteinase K a1l 2 luTasaas warnlvidnu Tnomsweuig
- UFPUNGUNHI 37 °C WU 60 UIN
° v a - ° y = 4 ] a
- i lhweu (vortex) w1 5-10 Juiuazai ldusia s 14,000 seurRoUH
WU 10 3N (spindown)
° b = g - =3
- i maeanaans lUAuminAsauu 8 un
o v a a ° ¥ = g ' =1
-1 Ty (vortex) Wiu 5-10 Iuuazii ldunauisa 14,000 souaaUIn
WY 10 UM (spindown)
- aminlundouuuhifudifus uiiudviusuaunig PCR
a a o a aan v a
22 muimBnaaswelasmalindgniengnlewednsisa (Polymerase

chain reaction: PCR) v

PCR mixture U331@5357% 10 pl Ysenoudae

Sterile water ' 5 ul
10X Taq Buffer 1 pul
dNTPs (1 mM each) 1pl
0.25 U/ul Tag DNA polymerase 1l
5 uM Primer Mix (Sus scrofa cyt b) 1 ul

a d [
AP UL (DNA template) 1 pl
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100 Primer mix A A UaRAH
Cytochrome b Sus Scrofa
Primer Forward: 5’ —AAT CTT GCA AAT CCT AAC AGG CC- 3’
Primer Reverse:  5° —CCG TTT GCA TGT AGA TAG CGA AT-3’

Tsunsulfun/BeugumgidmiuiuSnaddue 1dud
Initial denaturation TIQNAA 94 °C UM 4 U1 1 50U i
-Denature Q@i 94 °C wm 30 Tudi
- Annealing  TmMQR 69 °C 1 30 Iuf

] y
- Extension ﬁqmﬂgu 72°C U 1 UM VI9YUA 32 581

2.3 asrvasuNamIsSinafduedumaiin PCR 78m31i1 Agarose gel

electrophoresis .
ifumumim Agarose Gel Electrophoresis
1471383 2% Agarose Gel 1at3i I3 osad
- ‘f;'ﬁ Agarose Powder 0.8 g
- ﬁ'u‘lu 0.5X TBE (Tris-borate, EDTA) Buffer ‘71 60 °C %ummzmﬂimﬂu
Bedniuuaiivinasgatiodiu 40 mi
- mldwifant Founige e ldidanquudana 3 moawds
2. \F3 US89 Agarose Electrophoresis Slauaziumsvhaud 100V iy 20 i
3 amausaisson3aslues eadaufn 0.5X TBE Buffer 1dnauaned
4.1@% loading dyes 1 pl adlu PCR product uazm‘%un‘ﬁﬁummmgm 100 bp ladder
5.1naa ADuLINAT 37U 100 bp ladder 5 pl, Positive Control,Negative Control 10
PCR product PUNAL 5 ul
6.4l 0AT VA ATIIAR I E15 02210 Ethidium Bromide 41U 30 114

o b . 4 LA : . : 3 :
7 T desgua LRSI IINT B3 Ultraviolet Visible Transilluminator (e

AINVTBDUAHG
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a d Y ° 4 9 A'l a a a
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