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Table S1: Mosquitoes collected from different region of Texas and Chicago used in this study

Collection sample # per
Pool ID Location Trap type mosquito species
date type pool
SA2016Cut#t7 San Antonio, TX 6/26/16 BG Cx. quing. Mosquito 7
SA2016Cu#8 San Antonio, TX 7/2/16 BG Cx. quing. Mosquito 6
SA2016Aae#11 San Antonio, TX 8/22/16 BG Ae. aegypti Mosquito 13
SA2016Aae#20 San Antonio, TX 8/22/16 BG Ae. aegypti Mosquito 20
SA2016Aalbo#22 San Antonio, TX 10/15/16 BG Ae. albopictus Mosquito 16
SA2016Aalbo#23 San Antonio, TX 10/15/16 BG Ae. albopictus Mosquito 20
LRGV16-184 LRGV, TX 10/27/16 AGO Cx. quing. Mosquito 8
LRGV16-159 LRGV, TX 10/19/16 AGO Cx. quing. Mosquito 17
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LRGV: Lower Rio Grande Valley, AGO: Autocidial Gravid Ovitrap, BG: Biogent, F

MG: midgut
SG: salivary gland

Cx. quing. = Cx. quinquefasciatus



Table S2: Primers and probes use in the qPCR assay for LLMDA validation

Genus Virus Target Primer name Sequence 5' to 3' Reference

Flavivirus ZIKV NS5 ZIKV_835F TTGGTCATGATACTGCGATTGC (1)
ZIKV NS5 ZIKV_911R CCTTCCACAAAGTCCCTATTGC (1)
ZIKV NS5 ZIKV_860_probe CGGCATACAGCATCAGGTGCATAGGAG (1)
WNV ENV WNENV_F TCAGCGATCTCTCCACCAAAG (2)
WNV ENV WNENV_R GGGTCAGCACGTTTGTCATTG (2)
WNV ENV WNENV_probe TGCCCGACCATGGG (2)
CxFLAV ENV CxFV_E_F CACGCCGAACGGACTTCT (3)
CxFLAV ENV CxFV_E_R TCCATTGGCCGCCATATATC (3)
CxFLAV ENV CxFV_FA_probe TTTCG CACCGGAGCAGCCG (3)




Table S3: Primers used for LLMDA validation of field samples using conventional PCR or qPCR assay

Classification  Specie Target Primer name Sequence 5' to 3' Product size (bp) Reference
Virus CFAV E CFAV_EF AATGAGACCTGTTCGCTTAG 340 (4)
Flavivirus CFAV E CFAV_ER CGTTTGTCAATCAAGGCAG 340 (4)
CxFLAV NS5 CxFV_9131 F® TTGTGGTTCTTGCTGGACCAAGTG 206 (5)
CxFLAV NS5 CxFV_9337 R® ATTCTCCCAACCTGGTTCTTCCCA 206 (5)
Bacteria Wolbachia group A wspA QAdir1P GGG TTG ATG TTG AAG GAG - (6)
Wolbachia Wolbachia group A wspA QArev2P CACCAGCTTTTACTTGACC - (6)
Wolbachia group B wspB 183F° AAG GAA CCGAAG TTC ATG - (6)
Wolbachia group B wspB QBrev2P AGT TGT GAG TAA AGT CCC - (6)

3: to be use as a nester PCR after FU2-CFD2

b: real-time quantitative SYBR PCR assay



Table S4: Summary of LLMDA probe hit detection

Probes
Sample Species Location LLMDA detection Score
detected/observed

1 Cx. quing. San Antonio, TX Wolbachia pipientis wAlbB 199.7/199.7 55/59
2 Cx. quing. San Antonio, TX ND ND ND

CFAV 77]77 21/21
3 Ae. aegypti San Antonio, TX

Klebsiella pneumoniae 25.1/25.1 10/13
5 Ae. aegypti San Antonio, TX FAIL RUN FAIL RUN FAIL RUN
6 Ae. albopictus San Antonio, TX Wolbachia wVit of Nasonia vitripennis 169.6/169.6 50/56
7 Ae. albopictus San Antonio, TX Wolbachia pipientis wAlbB 51.8/51.8 39/59
8 Cx. quing. LRGV, TX Wolbachia pipientis of Cx. quinquefasciatus 129.4/129.4 46/58
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