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Hayes and O’Leary 2004; 
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egg. Reinert’s first descriptions and depictions were later updated in 1999. He identified 



mosquitoes’ role in malaria transmission, 



and is used to detect presence of infection (Thompson 2016). Protocols like Laney’s and Thompson’s 
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manufacturer’s instructions.

Pools of mosquitoes based on location were transferred to a 1.5 mL tube containing 250 μl RNase

water and 750 μl TRIzol LS Reagent. Tissue was homogenized using a pestle. Samples were allowed to 



complexes. Following incubation, 200 μL of chloroform was added followed by vigorous shaking. After 

transferred to a new tube along with 1 μL of RNase inhibitor. To precipitate the RNA from the aqueous 

phase, 600 μL of cold isoprop

at 4 °C. The RNA pellet was washed a second time with 500 μL of cold 100% ethanol and centrifuged at 

(Invitrogen Life Technologies, Grand Island, NY) following the manufacturer’s protocol. Each 20 μL 

onsisted of 50 μM Oligo d(T)20 primer, 10mM dNTP mix, DEPC

™



Tissue Kit (Qiagen, Hilden, Germany). The manufacturer’s protocol was slightly modified.  After adding 



Polymerase kit was used according to manufacturer’s instructions. The CK855471A primer set developed 

Each 25 μL reaction consisted of , 100 μM each of dATP, 

dCTP, dGTP, and dTTP (Fisher Scientific, Pittsburgh, PA, USA), 0.2 μM of both forward and reverse 

primers, 0.2 μM Platinum ® Taq DNA Polymerase, and 2 μL template cDNA. Various concentrations 
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Daniel Mead’s lab at the

CA) following manufacture’s protocol. RT













(diptera: Culicidae) in the transmis‐ sion cycle of Cache Valley virus (Bunyaviridae: Bunyavirus) in 
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https://www.heartwormsociety.org/veterinary-resources/incidence-maps
https://www.heartwormsociety.org/veterinary-resources/incidence-maps


https://www.cdc.gov/westnile/statsmaps/historic-data.html
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Figure 1. Gravid trap set at a site in Lowndes Co. 

  



 

Figure 2. CDC miniature light trap set at a site in Lowndes Co. 





Figure 4. Agarose gel of individual Anopheles quadrimaculatus s.l. after standard PCR amplification with 

Dirofilaria immitis primers, 

 and Lanes 8-9: An. quadrimaculatus s.l. individuals negative for D. 

immitis; Lane 7: An. quadrimaculatus s.l. individual positive for D. immitis; Lane 10: 
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