
Egg laying

(3-4 hours)

Heat shock
(2 min)

37 ℃

Tem
perature (℃

)

Neuronal 
ActivationM

ac
ro

nu
tr

ie
nt

 b
al

an
ci

ng

- 11

Macronutrient feeding assay

(1 hour)

♂ Rubin Gal4 lines  x ♀ UAS dTrpA1

(2 days)

-9

Larval staging

(9 days)

L1 L2 L3

Gal4

Enhancer
UAS

dTrpA1

Gal4

UAS

X

Genetic cross of parental lines

3 groups of 10 L3 
per genotype

Macronutrient balancing 
diets (1% blue dye)

dTrpA1

A
Preparation of third-instar larvae 

(L3)
Thermogenetic activation

and no-choice feeding assay

B C

Duration of the protocol before and after the feeding assay (days)

1:16

1:4

1:1

1:2

0

Gal4/UAS system

Egg laying
(≤ 200 per plate)

Food intake 
quantification

96-well plate reader
(600 nm)

P:C ratio

Fo
od

 e
at

en

1:1 1:4 1:16

Colorimetric

quantification

Tissue lyser

D

18 ℃

25 ℃

4 ℃

Lysis and homogenization 

(1 min)

1:1

1:4

1:16

30 ℃

25 ℃

18 ℃

4 ℃

30 ℃

1:21:2

L3
 re

ar
in

g

1

10 L3 per plate

Food dye extraction
E

37 ℃

3 groups of 10 L3 
per genotype


