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Objectives

* Development of a tool to detect
lower amounts/concentrations
of Asian swamp eel DNA.

* Development of a protocol to
define uncertainty.

* Test and tunning under semi-
controlled environments.

e Use in the field as EDRR tool.




Digital PCR

= gDMA or cONA
= Taghan assay
= Master mix

ASE_FL

BS_FL

Monopterus javanensis (MW591100)
Anguilla rostrata (KX459333)
Ophichthys cuchia (MK572331)
Cichla ocellaris (PP999311)
Mayaheros_urophthalmus (MT169481)
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QuantStudio™ 3D Digital PCR Chip
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Quantitative PCR

BlazeTaq™ Two-Step RT-qPCR Kit

Methods
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Results

BS sample ASE sample

ASEFL *
97
100 Monopterus albus (KR705878)

Monopterus javanensis (MW591100)

Amplified

103 copies/ul ~27.0%
102 copies/ul ~5.7%
10" copies/pl~1.1%

BS assay

Anguilla rostrata (KX459333)

)

Ophichthys cuchia (VK572331)

tDNA
0.25 ng/ul~26%
0.025 ng/ul~2%

BSFL

Cichla ocellaris (PP999311)
ASE assay

95

Mayaheros urophthalmus (MT169481)

0080

107 copies/pl to 10% copies/pl—tDNA 25 ng/pl and 2.5 ng/pl



Results
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* Upto 0.025 ng/ul~2%
from tDNA
* Upto 0.11 copies/puL
from the field




Discussion

* Development of a protocol
to define uncertainty.

* Threshold defined

* Test and tunning under
semi-controlled
environments.
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Future directions

« Sampling
* Canal with high and low Asian swamp
eel density.
* 3 unknown locations.

e Marsh areas +/ -/ unk.

Detectability

Semi-controlled experiments to
determine detectability.
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