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Initial protocol

Pyrethroids in the presence of NFA increase TTX-sensitive current in

a concentration-dependent manner.

Summary

« CDRCs were generated and fit

¥ PND15
(n=4,R?=0.94) 800
800
4 PND90
- (n=5, R?=0.97) -
C C
o & _ 600 f
5g o 52
23 25
28 400f 28 400
o T
< NES
E 200 F E 200
0 0r

¥ PND15

(n=5, R?=0.87)
& PND90

(n=4, R?=0.97)

to the Hill equation.

« Variation as judged by standard
deviation was wide and not useful
for regulatory purposes.

Sources of variation

« Little variation between neurolemma
preparations within an age group.
« Substantial variation:
i. within an assay plate (intraplate
variation/oocyte health);
ii. between assay plates (interplate
variation/neurolemma incorporation)
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Reduction of intra-assay plate variability

Reduction of inter-assay plate variability

« Choose age-specific oocytes using selection criteria

« Prepare oocytes and electrophysiologically obtain current traces using
amended protocols for improving oocyte health

« Pharmacologically obtain TTX-sensitive inward current using TTX and
NFA

* Identify oocytes for data analysis that elicit TTX-sensitive inward currents
using the TTX-washout protocol (scans 1 and 2)

* Obtain TTX-sensitive AUC values by integrating the inward current over
the 50 ms pulsed depolarization (scans 3 and 4)

» Normalize the TTX-sensitive AUC value from each oocyte using Eq. (1) for

each replicated experiment (one biological replicate per assay plate)

* Transform the normalized dataset from all replicated experiments using a

logit transformation

* Obtain a “best-fitted” CDRC of the transformed dataset using a mixed-mod-

el linear regression approach
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