Supplementary methods

Titration of viral stock solutions
The concentration of stock virus solutions (PFU: plaque forming units/mL) was determined via plaque assay. Briefly, plaque titrations were performed in six-well plates. Serial 10-fold dilutions of each virus isolate were absorbed onto confluent Vero cell monolayers for 45 min at 37°C, 5% CO2. Supernatant was then removed and cell monolayers were overlaid with 2 ml of 1% methylcellulose in nutrient medium (10% fetal bovine serum, 100 U ml−1 penicillin, 100 mg ml−1 streptomycin, L-glutamine, 25 mg/ml, sodium bicarbonate, and 5.2ml of non-essential amino acids). Monolayers were incubated at 37°C, 5% CO2 for 4 days (6 days for LCV). Plaques were scored after a 2 hrs fixation with a 7.4% formaldehyde solution. RT-PCR standard curves were constructed in triplicate by diluting stock virus solutions (of known concentration) sequentially 10-fold (Figure S1). Results were analyzed and plotted in the BioRad CFX MaestroTM Software for Mac 1.1. v.4.1.2. using a baseline of 100.


Table S1: Sequence of primers and probes (5’ to 3’) used for viral detection in the RT-PCR assay. 
	Virus
	Primer 1
	Primer 2
	Probe
	Reference

	CHIKV
	TCACTCCCTGTTGGACTTGATAGA
	TTGACGAACAGAGTTAGGAACATACC
	AGGTACGCGCTTCAAGTTCGGCG
	Lanciotti et al. (2007)

	WNV
	AAGTTGAGTAGACGGTGCTG
	AGACGGTTCTGAGGGCTTAC
	CTCAACCCCAGGAGGACTGG
	Gill (2012)

	ZIKV
	CCGCTGCCCAACACAAG
	CCACTAACGTTCTTTTGCAGACAT
	AGCCTACCTTGACAAGCAGTCAGACACTCAA
	Lanciotti et al. (2008)

	LCV
	TATAAAAGCCTAAGAGCTGCCAGAGT 
	GACCAGTACTGCAGTAATTATAGACAAT 
	TGTGCAAGTCGAAAGGGCCTGCA
	Lambert et al. (2005)




Table S2: Limit of detection of RT-PCR assay.

	Virus
	Lower Ct [A]
	Higher Ct [B]
	 log10 PFU (A-B)

	CHIKV
	13.9 ± 0.333
	34.7 ± 3.005
	5.4 - 0.4

	WNV
	15.8 ± 0.329
	36.7 ± 0.304
	7.7 - 2.7

	LCV
	16.9 ± 0.195
	36.3 ± 0.460
	7.5 - 2.5

	ZIKV
	22.3 ± 0.747
	37.7 ± 2.550
	6.2 - 2.2


PFU: plaque forming units per mL



Figure S1: RT-PCR standard curves for A) Chikungunya, B) Zika, C) La Crosse, and West Nile virus.
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