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data (Gonzalez et. al. 2021). This new assembly was a higher
quality reference genome than the previous lllumina assembly.
* The gene we previously knocked out was not identified as the
dmd-3 ortholog in the new PacBio genome assembly
* We have desighed new gRNAs and PCR screening primers to KO
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indicated knockout of

the DMD-3 ortholog in
O. tipulae did not effect
TTM. These results did

not support the hotspot
hypothesis
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Tail tip does not extend past the fan in
adult DMD-3(-) O.tipulae male. Indicating
successful TTM

Primer pairs do not amplify desired regions

Figure 1. Gel electrophoresis results visualizing
DNA amplified by newly desighed PCR

newly identified dmd-3 ortholog
Currently we are optimizing PCR screening primers

gRNA design strategy :

Target early in the coding region (#1) & target conserved domain (#2)
Screening primers for gRNA #1 should amplify 208bp and span cut site
Screening primers for gRNA #2 should amplify 218bp and span cut site
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Low Molecular Weight DNA Ladder. B) PCR

amplicons from screening primers designed for

Amplicon size of gRNA #1 and gRNA #2. Lanes 1-3 should
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Future directions

Redesign PCR primers. For primers to be used for CRISPR-Cas9 screening they must
amplify only a single and correctly sized genomic region.
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