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47330865: MAJOR: MARINE TECHNOLOGY; B.Sc. (MARINE TECHNOLOGY)
KEYWORDS: WHITE SPOT SYNDROME VIRUS, HORN SHELL, POLYMERASE CHAIN
REACTION
BENJA SUTTARO: DETECTION OF WHITE SPOT SYNDROME VIRUS. IN
HORN SHELL (Cerithium sp.) AT CHLONGKUD AREA USING POLYMERASE CHAIN
REACTION. SPECIAL PROBLEM ADVISOR: MOLRUEDEE SONTHI, M.Sc., SPECIAL

PROBLEM CO-ADVISOR: WIIITRA HORARUANG, M.Sc. 42 PAGES, 2007.

Detection of white spot syndrome virus (WSSV) in-horn shell (Cerithium sp.) that
found in shrimp farm at Chlongkud area, Thama, Chanthaburi Province. Two hundred and
seventy horn shells from six villages were detected to carry out in this study. Each of village was
collected in 45 horn shells and grouped in subsamples of 5 organisms. Tissue from all horn shell
of each subsample was pooled in a single tube for DNA extraction. PCR analysis was done per
group using WSSV 232 IC singie step PCR-ready to use kit belongs o Shrimp Biotechnology
Business Unit (SBBU), Biotec.

Results showed that the presence of WSSV inall horn shells at Klongkud area had
detected positive at 31.48% (85/270). Moo.10, Chlongkud Lang had the highest WSSV outbreak
(66.67%) and Moo.4, Mo Dud (55.56%), Moo.1, Suthabut (33.33%), Moo.9, Klongkud Bon
(33.33%). respectively. No- WSSV presence in horn shells at Moo.3, Naonpradu and Moo.8, Ban
Umpava. From the results, detection WSSV positive in horn shells at Klongkud area is revealed
that they can be carrier WSSV and might be possible transmission this virus into cultured

shrimps. Hence, the monitoring WSSV outbreak in this area is very importance.
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‘Hﬁ]ﬂﬂjuﬂ (Family Cerithidae) wulaa (polychaete) 1182 ﬂa’Jilﬂlﬂuﬂ']ilm\i!!ﬂﬁdﬂﬂﬂuﬂ?ﬂ
copepods, rotifers, moinas, oscillatoria ﬁaﬁiﬂummﬁwiﬂmmfﬁﬁswﬂgjﬁ"w 14aln5engn 1o
Twﬁma{!szwm%wu%%ﬂiuﬁmdwﬁﬁé‘nymwNﬁ'uﬁﬂsmmﬁﬂu”la%’ﬂﬁ‘mmmwn“lu
fanadmanshideiiasinanaunsafiunmeinee' hiadmamamunasdegds
nmﬁﬂuuamaa
¥
Wang etal. (1998) ldsihmisnageunsande T5adaain19917 (white spot
, a Ao oA ar o ' Ny o

baculovirus, WSBV) vaadeiifTaluiodisads nazdaslungy decapods Turlszmaldnu
Tnglgmatinido15 sanmsdnuinseiinui aamsus weade hiadume i 2 vl
Aeytinfsunduniidnuaznsawes et nielu 2 ﬁ'ﬂmﬁ a170wL 181U P. monodon
uaz P, Japonicus anwﬁnm Aoxiiaudads niennzfiuide daulugieziiuanuadivin iy
o o
il inviindudaide |8 wuld Macrobrachium sp.. lopters iz da s tungy auvaii
A Aden
RIS ﬁmmuuma"haamummwnamm"lmmmmmwmTsmanm T 18
8 o 1 ¥ A M v W
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v o
Zhang et al. (2006) & imsdorifevuanuiiumime vazmsningel25a
#1339 15865 (Brachionus urceus) Tagl¥imatia nested PCR Tutlszinsiuy
= 3 : e =y o s (: a ot o P Ay a
nsdneaisil ldnaasube Isdmessauemidafirivesunihldaaide i
v 1 v ¥
auasna idh Tsameda 18 1WAy mmlsngdennuTsdmesaiide 1hia
dmaamamegrnsadalsa liad a8 uazddasmsaegenindenih
¥anuAl na 1A TsAmesannsodomeade 1hsaduawmsuniiude 18 Taosu
MsAu iazfaaaseimsandelionTinsmeediesing
1 0 -~ o } W o o
Hameed et al. (2002) Taimsenwinmifuwimeiiige hiad e luems
c.vnf:wv 9 JEPPTPN d.:a'.c:.;ulww [l S J
dadihisdeu Tagns e msnliziavinadoiiide liaduamn Tagiwnsfuns
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- mﬁmmuﬂimm mswuqﬂs 73 Thermo cycler (i‘Ll PX2 Thermal) (Bio-Active)

- lﬂ'i 849 UV transiluminator (Spectroline) (su Dolphin Series Gel Image V.1)

lﬂiﬂ\‘l gel electrophoresis
- lﬂiﬁ]\? Centrifuge (Sigma)

9 .
- A Larmina flow

- l‘ﬂ?i’]\i Microwave
- 191594 Autoclave
- ﬁ Oven

- Water bath

- Micropipette YUIR O-10 ul, 0-20 pl, 10-100 ul, 20-200 ul, 100-1000 ut
- PCR tube HUUATINLN YUIA 0.2 mL, 0.5 ml, 1.5 wml

- gUnsuiniAa

- fuadieng

- Qaile

- NITATY Parafilm

- eppendorf tube

- Tip YU 0-10, 0-200, 100-1000 il
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. arand

Lysis buffer I salt exiraction (35N 13143 BUAINIANUIN )

75 M Ammonium Acetaie

Isopropanal

70% ethanol

1

- 70% absolute alcohol
- ABDIU
YL oA A
- UINAUNHVFBUR
2.1 mawindluauides
%A KIT Y84 Ezee Gene (Shrimp Biotechnology Business Unit) U5z naudao

1) Master mix

4 iX PCR bubfter il

f

1.5 mM MgCl, solution

i

0.5 uM WSSV 232-ICF

0.5 uM WSSV 232-ICR

200 uM dNTPs
- ﬁmé’uu?qﬁf
2) Taq DNA polymerase
1) DNA marker ¥UA 100 bp DNA ladder
22 mswimAuanusdelnsiniaa

- 1.2% Agarosc gel

1

10X TBE butfer pH 8.0

1X TBE buffer pH 8.0
- Loading dye

- Ethidium bromide
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2. DISINUNA VYIS
inileeguinahnvesdietianas s &1 veuaozd) NUATINAUNES N
a U A’. cl ylll : a J a & A oo o 1 A ﬁ =
Fodn me i s milnueaionogsauiuilszinu 50 aaniu Tasaaaiundluniuau
9113000 1M MuA
3, NITANARIS UV INAIDH 1IHOBIVAY
-3 -; d' »d' == -7 ) r:;.‘!
vutieenesnuauds 50 Nannsy w1 lalunaea eppendorf wbe NV
) = . - =y 9 b4 = ] dl &4
1.5 ananas 1A Lysis buffer Y5um 500 Tulnsdas ndrualiinzdoa tuh 55 ssrisaigea
ﬂf e o 3 -~ . =5 = d'l
a1 1 fin wdanmiuAN Ammonium Acetate 75 1un 13018 150 Ty Insons ifeanaznauy
) g a v 9 =1 1 A A =S =
Ts@y 9ntiu il ludaen1muss 15,000 500@03UW A 4 asAusardea 1dunal 20 w1k
£ 1
wasnminihaunlalavaealni @ isopropanal vBiu 450 luTasdes wealdkhnu
deldmdueanaznau Uuh 222 sseusador Wunat 1 $17us nazi l)dudean s
3 ¥
15,000 389UA8 T 1 4 serigasasa (1wal 20 i Aeauld @ 70% ethanol U3
a a % v ] ) Ew - -
1 Tanans i luDundrea1157 15,000 39U UM 1 4 aseusarFeaTnal 20 uid
¥ i - < a4 \& 4 a
dedaula fumuiduasneuadwe anne Biavasalfintadmindu 5o luinstas
o ar [ 1 1 o o
Hmaead 188 19LLA 65 sassaidod sz 1 93Tk gamsazmsadweINNARA
W UTB1 (dilute) A3 AY 50 1 e Tarhnisaandunaain e i

260 W Tuaas e nlFiuadue

° N < ' . .
gasswmliunufidue = 810D, x50xdilution factor<vol.eluted
100

AuuTanivasadwe = A1 0D, /A10D

260 2%

4. maffBnamiugnsadamafiniders
1A3 BN IURTNUBYNTH (reaction mix) TAggAmIIRTAIBIADLFIAA I
‘1.’?‘111%?%?111111@]1%%1“1;’@ Ezee Gene KIT U849 Shrimp Biotechnology Business Unit, SBBU
VAR ANATB LIRS (thin wall) W1Fd MM RTe Y109 0.5 Tadans ndanauld

Wdusene Tad
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19197 3-1 uaasdnilsyneunazlTinasveaamsnlFludfasomamanlium

MINUFATIY

mutlszney

- 1 ] é A A
Usuasaldreniialgise

1. Master mix

Uszneuaie

1x PCR bufter [1

1.5 mM MgCl, solution

0.5 pM WSSV 232-ICF

0.5 M WSSV 232-ICR

200 uM dNTPs

4
=

MINAULTANT

1

[

5 ul'Ampli Tag DNA Polymerase

3. DNA (99 149 M#88 unanvfg)*

4475 Ndniaas

0.25 Tilasdas

500 Tulasdas

33U

50.00 lulasdas

=4 al T oA A, =] - n(
wingme * = Adweiinmdudu 50-100 i Tunfudeiindaas naziinamuiaqnt 1.8-2.0

1UR75185 83 reaction mix xR NAIUNANA NI positive HDY negative control

3 .. < 3 [ ' .
ﬁﬂﬂ‘l@ﬂﬂiﬂ positive control Lﬂuﬁmwa ﬂ.lﬂdl‘lﬁﬂhiﬁﬁ)llﬁdﬂﬂ‘lﬂ? {114 negative controt

A 2oL o o ad S nl v A
fAsUINAU mﬂuu‘umﬁﬂﬂWﬂmsWﬂiﬂnw%’ﬂuuﬁ’q ﬂifﬂu!ﬂim DNA Thermal Cycler

(34 PX2 Thermal)
Tﬂﬂﬁmuﬁqmmﬁuammﬁaf:
Pre-denaturation temperature
Tundazsevvealfnse
Denaturation
Anncaling
Exicnsion

Post-extension temperature

95°C

95°C
60°C
7°C

72°C

1648

5 UMW

30 39
307U 40 501
50 UM {cycle)

7 UM
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3 ' = = E - = 1 o = o o
nniuuywaeandanafiders inguvnil 4 sarusaior sunezih luSims wiinai g

o hl

mansdenzvindananid (Analysis of PCR products) 43amatin
emMlsmaadilinlnsInIda (Agarose gel electrophoresis)

1. 13au 1.2% (w/v) agarose gel Tﬂﬂ‘f;ﬂ agarose 1.2 NSunau1y 1X TRE buffer
100 Hadfas Ausuazaw felfunsiaungi s0-65 oerisaiden

2. IMAI0TNY agarose ﬂﬂ‘umﬁ?ﬁﬁ' comb 115’“5’3#&#?11# agarose l!%dﬁ] ﬁsi comb
aan el 13Ty electrophoresis chamber 18N 1X TBE buffer 1%¥20#m1h agarose gel
TaWasermaiiagmelungquesnivivg

3. WAl PCR products 10 1uTas58a3 /1 loading dye 3 laTasaas 1€ duuy
NSTAY Parafilm UAIGAMISHAL PCR products 1102 loading dye aslungu agarose get logld
DNA marker $114 100 bp DNA ladder1uﬂf}1jllﬁﬂ

4. 99 electrophoresis chamber 19771 power supply 10# switch ﬁzﬁﬂﬂnmdﬁ’ﬂﬂﬂﬁW
60-80 Taad Itnszua wasiy Uszunm 40-50 995

5. Wuva lU8eud 2y cthidium bromide A1 mdud 1 lylnsnfudionaas Tuma
FUs WY 5-10 WIF 182819098 (destain) I EY 30 17,

6. mmaﬁl]ﬁ'unwuu UV -transluminator ('i:‘u Dolphin Series Gel Image vertion 1.0)
Wansagiiitodecquauins PCR product nf3ondianfy positive LA negative control
Aol 1HUANA TINYANATB Ezee genc AB Positive IARINA 2 11111 AaAANDLIRISUIS
2 190 11 122 SIUa 1D 232 iU nieMannnAIYLIA 232 §rUa 39U Negative

UARMDURBUBNDUROIVIG 122 Fia
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A1 INTIZHHANISIE

KanInsInIYe Y adINAIA 1Y) (White spot syndrome virus, WSSV)
Tuviestofid (Ceritiium sp.)

HAMSAI NS0 123 I d AR 19T {White spot syndrome virus, WSSV) luvies
\9RE (Cerithium sp_)ﬁ”lﬁﬂ1nﬂﬂs§ﬂqf’jﬂu;wﬁmﬁﬂaawﬂﬁmm 6 mjthuTaemainiiders
(Polymerase Chain Reaction, PCR) éﬂ%‘l{ﬂﬂﬂﬁﬂﬂ Ezee Gene U84 Shrnimp Biotechnology

Business Unit 1ANAHIAI 149 4-1

A3 41 uaaIr0n15AI19¥e TS @ am 91 (White spot syndrome virus, WSSV)

hlﬁﬂf.llﬁ]ai; (Cerithium sp.)

5

IS -
niys ITI!‘]J,“BPJ

o dd o o &
i f1uau N nlesisudamsaaie
Fonytim (0N WSSV (A7)
CRGIAYLEY WSSV (%)
HAUIN  Waoy
wy 1 thudayns 45 s 30 33.33
w3 thuiiualseg 45 0 45 0.00
Wi 4 1unyaa 45 25 20 55.56
Wi 8 Tuaunn 45 0 45 0.00
i 9 thuaasyayy 45 5 30 33.33
3 10 hunnedyan g 45 30 15 66.67
S RYY 270 8S 185 31.48

MUY + = HAUIN (positive) WU PCR prodroduct YA 232 SiUa 1ag 122 LI 1@ 1Ny
WSSV

- = WAAY (negative) WU PCR prodroduct ¥4 1A 122 grud naned1 hiny wssv
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’ ¥
DNAIT A 41 Ny | thudauas ndie 1iadnanasws (Whike spot
. ad P Y s oAa -
syndrome virus, WSSV) 1MBOINAE (Cerithium sp.) 1iDATIDARUAIUNAUANYTETS Tagfa
¥
Suntefidudnirlsngide wssv iflu 33.33 %
wy 3 thuriualszg hinude hHiadinamn i (White spot syndrome virus,
ad & ; P A T s
WssY) JUMBOINAE (Cerithium sp.) sileaT 9 AOUAIIMALIANTD ] TagAaiunlossuans
W
Usngids wssv i 00.00 %
wj 4 Thusyaa wude 115 ad A 13812 (White spot syndrome virus, WSSV)
Yunaaeat (Cerithium sp.) ieaivrouMIBMATIAHTE T Tasaadlulefifudanisiang
¥
e wssv iilu 55.56 %
¥
¥ R TuSIWN Yaiminde iy ad a9 19317 (White spot syndrome virus, WSSV
Iuneunas (Cerithinm sp)iiiasraaeudIomaiinfigers Taosfadlualesiduanisilsng
kd
e wssv 1t 60.00 %
P 4 P o A et o = s d o
11 9 Thunas AL Hiaas 1A UAUMALANTEI TagAailuesiduans
Yanipde wssv 1 3333 %
¥
Wy 10 Thuaneayaas wude 1 Tad R IAI9U) (White spot syndrome virus,
WwssV) Junesads (Cerithiwm sp.) deasareudiunaianiaets Tasantunlesifudms

Yingde wssv i 66.67 %
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Ml 2345 87 8 3P N bp

1500
1000

300

i1 MedugivuisudiSuievesi W}il\k rithium sp.) HAnie Ta¥a

#INAIAIYI (White spotsyn rowe yi SSV)mwnmﬂmmJuuﬂuiu

emlsa 1.2%
Lane M = pwr ¥ 100 Grue + 1500 grua
Lane\l -6 ~ Tinawan (positive) Tagals nguanAiduievuia 232 Alua

na 122 giua

Il

Lane 7-9 Ifiwaay (negative) Tasils nguandiduieving 122 gua

Il

Lane P WSSV positive Control 5 1nguaudiduevina 232 giua
Hay 122 guua

¥ v
Lane N = Negative Control (11naW) UsnguavAdueyua 122 g
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5 A aasa1an ) MBI A IR ]S R 10019 NAINHNHBHIAT 270 A6 aanilu
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I 3 ¥
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Fohiadmaamans (wssv) Tuyf i unwnﬁumﬂmﬂﬂﬂﬁu 9 ﬂmﬂﬁsﬁﬁﬁaﬁaﬂmmda
sssuR !mmammﬂa°usnmﬁswﬂwmﬂiwmﬁ%mummn1sm=‘ﬂuwm“mwﬂﬁﬁﬁa
‘Mﬁﬁ'ﬂummm"\é’ S35 1841404 Flegel (2007) A& dnminsiaunnaneiiunime
vaude himduaaasimluds mnnﬂfﬂ‘hmmummwmﬂummmﬁmig vl
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