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1 0.5 M EDTA (pH 8.0) 250

Disodium ethylenediaminetetra acetate (EDTA) 46.5

(deionized water) 200 pH pH 8.0
Sodium hydroxide (pellet) (deionized water)
250
.2 50X TAE buffer (pH 8.3) 250
Tris base 60.5 (deionize water) 100

0.5 M EDTA (pH 8.0) 25 Glacial acetic acid

14.275 pH pH 8.3 1M Sodium hydroxide (NaOH)
250
.3 1 X TAE buffer (pH 8.3) 1,000
50 X TAE buffer (pH 8.3) 20
1,000

.4 10% (w/v) Ammonium persulphate solutions

Ammonium persulphate 0.1 1
. 5 (Agarose gel) 1.8 (w/v)
(agarose powder) 1.8 . 1 X TAE buffer (pH8.3)

100
50



1

dénaturant 45

40% acrylamide/bis-
acrylamide (37.5:1)

50XTAE buffer
Formamide
Urea

Distilled water

2
dénaturant 45

40% acrylamide/bis-
acrylamide (37.5:1)

50XTAE buffer
Formamide
Urea

Distilled water

(Polyacrylamide gel)
70
Y %

dénaturant 45

16.25 ml

2.00 ml
18.00 ml
18.90 ml

too 100.00 ml

(Polyacrylamide gel)
70

dénaturant 45

20.00 ml

2.00 ml
18.00 ml
18.90 ml

too 100 ml

65 ( )

dénaturant 70

16.25 ml

2.00 ml
28.00 ml
29.40 ml

too 100 ml

8 (W/v)

dénaturant 70

20.00 ml

2.00ml
28.00 ml
29.40 ml

too 100 ml



3
dénaturant 45

40% acrylamide/bis-
acrylamide (37.5:1)

50XTAE buffer
Formamide
Urea

Distilled water

(Polyacrylamide gel)

70

dénaturant

25.00 ml

2.00 ml
18.00 ml
18.90 ml

too 100 ml

45

10 ()

dénaturant

25.00 ml

2.00 ml
28.00 ml
29.40 ml

too 100 ml

70



(DNA and RNA extraction)

.1 (DNA extraction) HyYield ™ Genomic DNA Mini kit

protocol book, RBC, Taiwan

1 Centrifuge, Micro22R Hettich, Germany

2. Collection tube 2 , RBC, Taiwan
3. GB Column, RBC, Taiwan

4. Microcentrifuge 15 , Hygon, USA
5. Micropipette P1000, Gilson, France

6. Pipette tip 1 , Corning, USA

7. Water bath, GFL, Germany

1 Elution buffer, RBC, Taiwan
2. Ethanol 99 (WA/)

3. GB buffer, RBC, Taiwan

4. GT buffer, RBC, Taiwan

5. Wash buffer, RBC, Taiwan

6. W1 buffer, RBC, Taiwan

1 Nutrient broth (NB) (NaCl)
1 (W) orbital shaking 200 rpm
18
2. (suspension) 1 Microcentrifuge
15 13,000 rpm 25

10



10.

11.
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HyYield ™ Genomic DNA Mini kit

(YBG100, RBC, Taiwan) GT buffer 200 Vortex
mixer 5
GB buffer 200 Vortex mixer

70 10 3
Elution buffer 70 (DNA
elution)

Ethanol 96-100 (w/v) 200
Vortex mixer 10 Micropipette
GB column Collection tube 2
GB Column GB Column
13,000 rpm 2
Collection tube 2 W1 buffer 400
GB Column 13,000 rpm 30

Collection tube 2 Wash buffer (

Ethanol 99 (w/v) ) 600 GB Column
13,000 rpm 30

Collection tube 2 13,000

rpm 3 Column matrix
GB Column Microcentrifuge 15

Elution buffer 100
Column matrix 35 Column matrix

Elution buffer

13,000 rpm 30

Column matrix MicroCentrifuge

(genomics) -20
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.2 (RNA extraction) Thermo Scientific GeneJET RNA
Purification Kit, USA cDNA (cDNA synthesis Kkit) Thermo

Scientific, RevertAid First strand cDNA Synthesis Kit

1 Centrifuge, Micro22R Hettich, Germany

2. Collection tube 15 ,

3. Collection tube 2 ,

4. RNA Purification Column,

5. Microcentrifuge 15 , Hygon, USA
6. Micropipette P1000, Gilson, France

7. Pipette tip 1 , Corning, USA

8. Water bath, GFL, Germany

1 Lysis buffer, GenelJet, USA
2. Proteinase K, GenelJet, USA
3. Wash buffer 1, GenelJet, USA
4. Wash buffer 2, Genelet, USA

5. Water, nuclease-free, Genelet, USA

1 Nutrient broth (NB) (NacCl)
1 (W) orbital shaking 200 rpm
18
2. (suspension) 15
Microcentrifuge 15 13,000 rpm
4 2
3. GenelJET RNA Purification Kit (YBG100
RBC Taiwan) TE buffer ( lysozyme 0.4 mg/ml)
100 vortex mixer

15-25 5



10.

11

w

Lysis buffer

Votex mixer

Ethanol

Micropipette

Collection tube

15

300

96-100 ( /)

Purification Column

87

180

GeneJET RNA Purification Column
12,000 rpmol 1
Collection tube

GeneJET RNA Purification Column Collection tube 2
Wash buffer 1 ( Ethanol 99 () ) 700
12,000 rpm 1
Collection tube 2 Wash buffer 2 (
Ethanol 99 (w/v) ) 600
12.000 rpm 1
Collection tube 2 Wash buffer 2 (
Ethanol 99 (W/V) ) 250
12.000 rpm 2
Collection tube 2 GeneJET RNA Purification
Column Microcentrifuge 15 Water,
nuclease-free 100 GeneJET RNA
Purification Column
' 12,000 rpmtéa 1

Column MicroCentrifuge
(genomics) -20
1 (1 ), 1Ox reaction buffer with MgCI2
1 , DNase | (RNase-free) 1 DEPC-treated
Water 7
37 30
EDTA 50 1
65 10



5. (genomics) -20

cDNA RT-PCR

1

2. (MicroCentrifuge) total RNA

(0.1 ng-5pg), random hexamer primer 1

(nucleases-free) 9

3. Positive control cDNA Control GAPDH RNA (50 ng/pl)
pi Total RNA

4 65 5

5.

6. 5 X reaction buffer 4

7. RibolLock RNase Inhibitor (20u/pl) 1

8. 10 mM dNTP Mix 2

9. RevertAid M-MuLV Reverse Transcriptase (200u/pl) 1

10. 25 5
42 60

11 70 5

12 (genomics) -20 1 1

-70 2

88

water
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DGGE with Dcode ™ Universal Mutation Detection System, Bio-Rad, USA

1. 319n383N spacer Wag combs M8 95% alcohol Muldaynisuewimruazen
wazvudngidliuis uddelszneuganszanlnaaugaiislunndusey

=]
NN A.1 Spacer uag plate clamps
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3. casting stand

1

casting stand

A A.3 M3UTENBUNTEANIYIAYSIUYS casting stand

4, (gel solution)
16 TEMED
10% ammonium persulfate 144
gradient delivery system

dénaturant
14.4

4 (casing gel)

comb

90

45

70
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5. comb sandwich

core

5 sandwich core
6. sandwich core electrophoresis tank running
buffer (1IXTAE buffer) 61
7. PCR (Loading Dye) 2:1
80 400
61 18 DCode Universal Mutation

Detection System




8.
10

Gel Documentation

30

30
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Ethidium bromide
Ethidium bromide
(DNA band)
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Vibrio spp. (FDA-BAM Chepter 5)

AFW (pH 8.6)

a

e

#1125 ¢

T W S —

stomacher ¥ low speed W 2 w1l

{

gaumadl 35°C 18-24 hr

|

Streak vu TCBS way CHORM agar Vibrio

4

35°c 18-24 hr

Vibrio spp. (FDA-BAM Chepter 5)

Bacteriological Analytical Manual Online (BAM online); USFDA, 2004



VITEK ®2 system

.1 VITEK 2 system

(curved rod)

McFarland

1.
(gram negative)
2. 0.45 %
3.
vortex
4.
0.63 McFarland
5.
(cassette)
.2

(GN card)

(GN)
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0.5-



Replication

101

95

Dilution
102 10'3 10'4
0 0 0
0 0 0
0 0 0

100 CFU/mI



0T¥00S€S8€

()

()

Si-1

S1-2

51-3

S1-4

52-1

S2-2

56-1

57-1

S7-2

TCBS agar
()
¢ )
(
(

)

CHOMagar
Vibrio

Not detect

Not detect

Not detect

Not detect

Not detect

Not detect

Not detect

96

VITEK ®2

Aeromonas salmonicida (95%)

Vibrio parahaemolyticus (95%)

Morganella morganii ssp
morganii (95%)

Morganella morganii ssp
morganii (93%)

Vibrio cholerae (96%9)

Vibrio cholerae (97%0)

Vibrio parahaemolyticus (90%)

Vibrio parahaemolyticus (94%)

Vibrio mimicus (99%)

Vibrio parahaemolyticus (99%0)



()

14.
()

()

()

()

()

SO-1

S9-2

S10-1

10-2

S11-1

S11-2

121

S12-2

S13-1

132

Si4-1

14-2

S15-1

152

TCBS agar CHOMagar

Vibrio

Not detect

Not detect

Not detect

Not detect

Not detect

Not detect

Not detect

Not detect

97

VITEK 2

Morganella organ'l ssp
morganii (99%9)

Vibrio cholerae (98%)

Vibrio metschnikovii (88%0)

Vibrio parahaemolyticus (91%0)

Vibriofluvialis (96%0)

Vibriofluvialis (94%9)
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14 . . 2527

2550

2554

Chahorm, K. and Prakitchaiwattana, C. 2013. petection of Vibrio spp. using
PCR - Denaturing Gradient Gel Electrophoresis. 5 th International Conference on
Fermentation Technology for Value Added Agricultural Products (poster
presentation), 21—23August 2013 at the Centara Hotel and Convention Centre Khon

Kean Thailand.




	รายการอ้างอิง
	ภาคผนวก
	ภาคผนวก ก การเตรียมสารเคมี
	ภาคผนวก ข การสกัดดีเอ็นเอและอาร์เอ็นเอ (DNA and RNA e xtraction)
	ภาคผนวก ค การประกอบเจลพอลิอะคลิลาไมด์
	ภาคผนวก ง วิธีการตรวจวิเคราะห์ Vibrio spp. ในอาหาร (FDA-BAM Chepter 5)
	 ภาคผนวก จ วิธีการทดสอบทางชีวเคมีของเชื้อวิบริโอด้วยเครื่อง VITEK®2 system
	ภาคผนวก ฉ การวิเคราะห์ทางจุลชีววิทยา

	ประวัติผู้เขียนวิทยานิพนธ์ 

