[bookmark: _Hlk51586434]Table 1: The designed A. ligamentina qPCR assay (A.lig.1) including sequences for the forward and reverse primers and the probe.


	Component
	Name
	Sequence  5’ – 3’
	Fluorescent label

	Forward Primer
	A.lig.1-f
	CCCTCATCACGTACCTCTTAATC 
	

	Reverse Primer
	A.lig.1-r
	GGAATGCCCATAATTCCAACTTTA
	

	Probe
	A.lig.1 probe
	TTCTTGAACGTAAAGCCCTCGGGT
	FAM



	
	
	
	


Table 2: A list of species used for the in vitro specificity testing of the A.lig.1 assay. The assay amplified genomic DNA of the target (A. ligamentina) and  did not amplify any of the non-target species.

	[bookmark: _Hlk51763464]Species 
	Amplified
	In the Clinch River

	1. Actinonaias ligamentina
	Yes
	Yes

	2. Actinonaias pectorosa
	No
	Yes

	3. Amblema plicata
	No
	Yes

	4. Corbicula spp.
	No
	Yes

	5. Cumberlandia monodonta
	No
	Yes

	6. Cyclonaias tuberculata
	No
	Yes

	7. Cyprogenia stegaria
	No
	Yes

	8. Elliptio dilatata
	No
	Yes

	9. Epioblasma brevidens
	No
	Yes

	10. Epioblasma capsaeformis
	No
	Yes

	11. Epioblasma florentina aureola
	No
	Yes

	12. Epioblasma triquetra
	No
	Yes

	13. Fusconaia cor
	No
	Yes

	14. Fusconaia subrotunda 
	No
	Yes

	15. Lampsilis ovata
	No
	Yes

	16. Lampsilis siliquoidea
	No
	No

	17. Lasmigona costata
	No
	Yes

	18. Lemiox rimosus
	No
	Yes

	19. Lexingtonia dolabelloides
	No
	Yes

	20. Medionidus conradicus
	No
	Yes

	21. Plethobasus cyphyus
	No
	Yes

	22. Pleurobema plenum
	No
	Yes

	23. Ptychobranchus fasciolaris
	No
	Yes

	24. Ptychobranchus subtentus
	No
	Yes

	25. Quadrula pustulosa 
	No
	Yes

	26. Strophitus undulatus
	No
	Yes

	27. Villosa iris
	No
	Yes















[bookmark: _Hlk51586292]Table 3: Sequence (5’ – 3’) of the Actinonaias ligementina standard and the IPC template (Hem-T) used for this assay. The sequences for the forward and reverse primers are bold and italicized, and that of the probe is underlined.

	Component
	Sequence 5’-3’

	Actinonaias ligamentina standard 
	CCCTCATCACGTACCTCTTAATCCTATTAGGTGTCGCATTTTTCACTCTTCTTGAACGTA
AAGCCCTCGGGTACTTTCAAATCCGAAAAGGCCCAAATAAAGTTGGAATTATGGGCATTC
CCCAACCATTAGCAGATGCTCTAAAGCTCTTCGTAAAAGAATGAGTAACACCAACCTCCT
CAAACTACCTACCCTTCATCTTAACCCCAACCACTATGTTAATTTTAGCACTTAGACTTT
GACAATTATTTCCATCCTTTATANTATCATCCCAAATANTTTTTGGTATGCTCCTATTCT
TGTGTATCTCCTCCCTAGCTGTTTATACAACACTTATAACAGGCTGAGCCTCAAACTCCA
AATATGCCCTTTTAGGAGCTATTCGAGCCATAGCCCAAACCATTTCTTATGAGGTTACAA
TAAC



	IPC template (Hem-T)
	CTACATAAGTAACACCTTCTCATGTCCAAAGCTCTCTGAGTGTCCCTCGAATCTCAGACGCT
[bookmark: _GoBack]GTATGACAGTCTCCTTTCGTGTGAACATTCGGCTGCTCTATGTTCTCAAGGACTGCAC


















[bookmark: _Hlk51586549]Table 4: The Internal Positive Control (IPC) assay including sequences for the forward and reverse primers and the probe.


	Component
	Name
	Sequence  5’ – 3’
	Fluorescent label

	Forward Primer
	HemT-F
	TCTGAGTGTCCCTCGAATCT
	

	Reverse Primer
	HemT-R
	GCAGTCCTTGAGAACATAGAGC
	

	Probe
	HemT-P
	TGACAGTCTCCTTTCGTGTGAACATTCG
	Cy5

























[bookmark: _Hlk51586814]Table 5: The PCR mix used for the A.lig.1 assay multiplexed with the IPC assay.

	Volume per sample (µL)
	Component

	10
	Environmental Master Mix

	1
	20uM A. lig.1 F/R mix

	1
	2.5uM A. lig.1 probe

	1
	5uM IPC primer mix (HemT-F/ R)

	0.75
	2.5uM IPC probe (HemT-P)

	1.5
	1 X 10 3 concentration of the IPC template

	2.75
	H20

	2
	Sample

	20
	Total Volume




























[bookmark: _Hlk51586845]Table 6: Reaction conditions for the A.lig.1 assay.

	Step
	
	Temperature (°C )
	Time

	1
	Initial Denature
	95
	10 min

	2
	Denature
	95
	15 sec

	3
	Annealing
	60
	1 min

	4
	Go to Step 2, repeat 39X
	
	





