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Fig 1) Results of electrophoresis of different composi-
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Fig 3) Electrophoresis results from different cycles
for PCR: L) DNA marker, 1) 30 cycles, 2) 33 cycles,
3) 35 cycles, 4) 37 cycles

e s 55 2 PCR 5 Sles o) =W
B PCR L €5 Fr s Sl aal sty s
ples 3 S 13 OLES (F JS8) 1Q2000 s 5 i
o3ls asld gy 4 Wl 5 slen ladi el 5505

Lilodls

S sy 39l a5 PCR I ol ol aclia (F IS0
Sl (L (B) sl < Multiplex PCR _z,, 5 (A) 1Q2000

o 4505 (F o @505 (1 (oo 5303 (Y ¢ s 3305 (W DNA

Fig 4) Comparison of PCR results of samples by two
methods of 1Q2000 kit (A) and Multiplex PCR method
(B): L) DNA marker, 1) negative sample, 2) positive
sample, 3) positive sample, 4) sample Positive

ebmil ol (Y JS2) VL w500 FO slac ke

WO cBlE s Ol e s s 2SS meme
J...Ze.lAL:..ArjffL

_9\'oibp
——>02Yhp
—>"Ybp

byDNAq,k:o'uﬁau.a;)jéb&llj\yb-@u(Y e
CLL (Y S50 ¥0 kil (0 DNA L (LS g ealicd
p S LY Chle (F o S b0 chle (7 p S 56 VO

Fig 2) Results from electrophoresis of different
amounts of DNA used for the pattern: L) DNA
marker, 1) Concentration of 45 ng, 2) Concentration
of 75 ng, 3) Concentration of 150 ng, 4) Concentra-
tion of 300 ng
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Abstract

Background: White spot syndrome virus (wssv) is the causing agent for white spot disease in shrimp and
many crustaceans. This disease is highly contagious and can cause death within 3—10 days under normal
culture conditions. Therefore, early diagnosis of the virus is a necessity.

Materials and Methods: Primers were designed for three regions of the virus genome and one region of
the shrimp genome so that they could function together in a reaction. DNA was extracted from 40 samples
of shrimp suspected of white spot disease. Primers were then optimized individually to detect white spot
virus and after selecting the most suitable one, the virus was detected simultaneously by two pairs of primers.
Shrimp genome replication primers were also used as internal control.

Results: Among the designed primers, three pairs of primers were selected that amplified one fragment of
the shrimp genome and two fragments of the virus genome. Of the 40 samples examined, 28 samples were
positive (infected with the virus) and 12 samples were negative, which completely matched the results
obtained with the reference Kkit.

Conclusion: To detect white spot virus, examination of two regions of the virus genome is sufficient and
reduces the possibility of false negatives. It is also effective to use the shrimp genome to control DNA
extraction and PCR steps. The single-step method (PCR) is preferable to the two-step method (Nested PCR)
due to its reduced probability of contamination and ease of use.
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