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47330858 : MAJOR: MARINE TECHNOLOGY; B.Sc. (MARINE TECHNOLOGY)

KEYWORDS  : MANGROVE CRAB/ POLYMERASE CHAIN REACTION/ WHITE SPOT
SYNDROME VIRUS

BENJAMAPORN PIENJAD : DETECTION OF WHITE SPOT SYNDROME VIRUS IN

MANGROVE CRAB (Sesarma sp.) AT CHLONGKUD AREA USING POLYMERASE

CHAIN REACTION. SPECIAL PROBLEM ADVISOR: MOLRUEDEE SONTHI, M.Sc.

SPECIAL PROBLEM CO-ADVISOR: WIJITRA HORARUANG, M:Sc. 37 PAGES. 2007.

Studied the outbreaks of white spot syndrome virus (WSSV) in mangrove crab
(Sesarma sp.) at Chlongkud area, Thamai, Chanthaburi Province using WSSV 232 IC single step
PCR-ready to use kit belongsto Shrimp Biotechnology Business Unit (SBBU), Biotec, All
mangrove crab could be detected positive at 14.81 % (40/270). Mo0.9, Chlongkud Bon had the
highest WSSV outbreak (55.55 %) and Moo.10, Chlongkud Lang (22.22 %), Moo.4, Mo Dud
(11.11%), respectively. The mangrove crabs were collected from Moo. 1, Suthabut, Moo 3,
Naonpradu and Moo.8, Ban Umpava had determined ty be\ WSSV negative. The presence of
WSSV in this experiment had slightly positive (1481 %), however, Clongkud 1s nisk area that

should be monitored WSSV ransmission from mangrove crab to cultured shimps.
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1. gunsel

lﬂ?ﬂd!“ﬁijﬂ?u 1mmiﬁuqnsm Thermo cycler (i:‘u PX2 Thermal) (Bio-Active)
- m%‘m UV transiluminator (Spectroline) (s:u Dolphin Series Gel Image V.1)

- lﬂ?@d gel electrophoresis

- lﬂém centrifuge (Sigma)

- ?if {Larmina flow)

- lﬂé‘ﬂ\i microwave

5 lﬂ?ﬂﬁ auloclave

- ﬁj oven

- water bath

L micropipette YA 0-10, 0-20, 10-100, 20-200 1Az 100-1000 Tu TAsdAz
 PCR twbe NUUNTILE 9119 0.2, 0.5 uag 1.5 iadaas

d 1 o
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P |
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- TR parafilm
- eppendorf ube

- 1ip WHIA 0-10, 0-200 118z 100-1000 TuTasAns
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=
. H1IRY
- lysis buffer 1 salt extraction (353 IATINAINIANUIN )
- 75 T_nm{ ammonium acetate
- 1sopropanal
- 70% ethanol
- 70% absolute alcohol
=
- An9ITU
:‘ & At g 4
- UINAUNH DG D
2.1 msmimunuides
¥A KIT U84 Ezee Gene YBILTHN Shrimp Biotechnology Business Unit,
SBBU
dyrneudig
[} Master mix

1X PCR butffer [i

1.5 Hadlua MgCl, solution

0.5 T 15 Tuans WSSV 232-1CF

0.5 TulasTuard wssv 232-1CR
2200 Tuias Tuard dNTPs
; 1{1n§;’uu§’qﬂ§
2) Tag DNA polymerasc
3) DNA marker ¥1@ 100 bp DNA ladder
22 mawdiilflunudidniasnsaa

- 1.2% agarose gel

10X TBE bulfer pH 8.0

'

1 X TBE bufter pH 8.0
- loading dye

- ¢thidium bromide
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2. MAASENA 1081
¥ ] W v
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. ¥ ¥
Ao e W I8 wmiinveuileyuansmwdulszuim 50 Sadnsy
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IATHUATUHANYBIU AT (reaction mix) TABAATIIATABLARZHUAAIY
USuas ﬁﬁmuﬂ'ﬁ'ﬂmﬂgﬂ Ezee Gene KIT 984 Shrimp Biotechnology Business Unit, SBBU
1dnasanageunuuAITILa (hin wal) §15dm3ue POR vun 0.5 Tadaes ndanauld
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r -, tﬂ' 1 é 2 STnaE
ayulsznay sinasildreniialfasen

1. Master mix =
44.75 W ssdas
Hiznaudiey

1X PCR buffer I

1.5 3@ 1a MgCl, solution
- 0.5 Uaalua WSSV 232-ICF

0.5 3aa Tua WSSV 232-ICR

- 200 0aalun dNTPs

- nduuTgnt
2.5 lTnsans Amph Tag DNA Polymerase 0.25 lulnsdas
3. DNA (afia T ndredrayfuan)* 5.00 TuTnsdas

v =
594 50.00 luTasaas

o @ ot & - = =
Hneme * = abuelin gy 50-100 wTuniudslindas wazilnwusans 1.8-2.0

TUn151A3 83 reaction mix 19193 0@ MNANT1MTY positive HAL negative control
¥ e
A8MAATY positive control 91T DNA veute 113a@11AIA29%17 813U negative control
A o @ o o E f A
fothindu simiutivasa PCR MwisundoundldlalumSes DNA Thermal Cycler

(i: U PX2 Thermal)
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Pre-denaturation temperature 95 DIAUVAITOE 5 um

Tuugazyeuvenlfnsen

Denaturation 95 DI NFAIBOH 30 U

Annealing 60 BIRUFAIFYE 309U > 40580

Extension 72 9w TYd 50 23uTM (cycle)
Post-extension lemperature 72 odf AT 7 U

=y |

3 1 = { 1 o - 'S
nintunyvasananaa PCR 1 gungii 4 ssmaaidaa suniiezih i3msedina

#ldaa'l

a d o =2
NSRS N ITHHANAATIAB 157119 (analysis of PCR products ) S38natn

e isaadidninsinsae (agarose gel electrophoresis)

L. @Fea 12% (w/v) agarose gel Tﬂﬂ‘f;’)ﬁ agarose 1.2 ASUMEL U 1X TRE buffer
100 inddas dusuazaiy ﬁyﬂﬁsﬁumﬁqmwgﬁ 50-65 BIAUTAITYN

2. MATAZAY agarose a3 lumAR A comb Vg aena i agarose 194873 A9 comb
gan 1101a 1 electrophoresis chamber 122 1 X TBE buffer I¥nurmih agarose gel
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3. HMAUPCR product 10 13 TA358A3AY loading dye 3 T Insdas Ifidhduuy
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: Y o 2 e
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60-20 Taad Idnszualvarin Uszana 40-50 wud
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Taua UV 1fedesqionved PCR product iffouifieouiy positive 1A negative control
Tagdad muananIngARAaaY Ezee gene AB Positive LAAINA 2 VY Avtsnguatddue 2
HOUVUIA 122 HIUE 1Az 232 G 1391/31nHU0RSIVIIA 232 FIud §Iu Negative U510

HOURBUIBHDIIABIVUIA 122 Gl
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‘i;ﬂ‘ﬁ 1 15 0 15 0.00
9ai 2 15 0 15 0.00
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9003 15 0 15 0.00
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Lan positive control 51N QUALABUIBYIA 232 bp 18122 bp
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7": 1wawan (positive) TaslsnguouAiBumeyuia 232 bp 1az122 bp
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1. DI5A583 buffer MUY salt extraction

1.1 19303 Stock
1 Tuans Tris HCI 100 diadans
0.5 Tuaty EDTA 100 iindnes
I % SDS 100 dnnans
5 Tuas NaCl 100, lindans

1.2 Horumseede Ui

100 fad Tuad Tris HCI 10 Nndoag
100 i Tuns EDTA 20 findaas
0.5 % SDS 50 Uadnas
0.2 Tums NaCl 4 dinnans

= :‘ o o £ = & e,
!ﬂll’t—!'Iﬂﬁuﬂif!‘ﬂ‘ﬁﬂi‘ﬂﬂill'lﬂi!ﬂu 100annAg

2. M5M383 10X TBE buffer pH 8.0
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USuasidlu 1000 iaddas ﬁqm!éﬂﬂ”:ﬂﬂﬂeﬁemmﬁuﬁqmwin 121 DIAUFATOA U 15

= -y
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3. M5M38Y 1X TBE buffer pH 8.0
. o ma Y oL oad o« & &
a¥ne 10X TBE bufter pH 8.0 $1UIU 100 UdnoAd 1umﬂauﬂuwu§aﬁ'wwﬁﬂm
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ar i oy ~ = o= A 4
mmkuﬁqm‘ﬂgu 121 99ANFEIFIE WU 15 UW 900 HADDAT INUNYUUDUNB
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4. 0159393 0.5 Tua1d EDTA pH 8.0
. ¥ [ 4 '
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= Y ¥ Ay £ ' 21‘ 9 £ o = )
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o (] 1 W
111 stock cthidium bromide 10 Hadnfuaeiiadans sanlmihnduiainweauda 100
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