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Supplementary Fig. S1. Agarose gel (1.5%) indicates the amplification of a single fragment

of candidate reference genes.
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14  Supplementary Fig. S2. Melting curves generated by RT-qPCR.



15  Table S1. Comprehensive stability ranking of candidate reference genes according to BestKeeper, geNorm and NormFinder.

1 EFl-a 1 3 1 1.66

2 18S 2 5 2 3

2 RPL12 4 1 4 3

3 28S 3 4 5 4
Developmental stages 4 RPS23 5 2 7 4.66

5 a-TUB 8 6 3 5.66

6 GAPDH 6 7 6 6.33

7 B-ACT 7 9 9 8.33

7 ArgK 9 8 8 8.33

1 RPS23 1 2 3 2

2 RPL12 2 1 4 2.33

3 GAPDH 3 6 2 3.66

4 a-TUB 6 5 1 4
Sex 5 EFl-a 5 3 6 4.66

6 288 4 4 7 5

7 18S 7 7 5 6.33

8 ArgK 9 8 8 8.33

9 B-ACT 8 9 9 8.66
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1 GAPDH 1 1 1 1

2 a-TUB 2 2 3 2.33

3 EFl-a 3 3 2 2.66

4 18§ 4 4 4 4
Low temperature 5 28S 5 6 7 6

5 ArgK 7 5 6 6

6 RPS23 5 9 5 6.33

7 RPL12 9 7 8 8

8 B-ACT 8 8 9 8.33

1 a-TUB 3 1 4 2.66

1 RPS23 4 2 2 2.66

2 GAPDH 5 3 1 3

3 EFl-a 7 4 3 4.66
High temperature 4 RPL12 6 5 7 6

4 288 1 9 8 6

5 18S 2 8 9 6.33

6 ArgK 8 7 5 6.66

7 B-ACT 9 6 6 7

1 a-TUB 1 2 2 1.66

2 GAPDH 5 1 1 2.33

3 RPS23 4 6 3 4.33

4 ArgK 7 3 4 4.66
All temperatures 5 EFl-a 8 4 5 5.66

5 RPL12 6 5 6 5.66

6 188 3 8 7 6

7 288 2 9 8 6.33

8 B-ACT 9 7 9 8.33
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1 RPL12 1 3 1 1.66

2 a-TUB 3 2 4 3

2 18S 5 1 3 3

3 RPS23 2 5 5 4
Starvation 4 GAPDH 7 4 2 4.33

5 EF1-a 4 6 6 5.33

6 ArgK 6 7 7 6.66

7 28S 9 8 8 8.33

8 B-ACT 8 9 9 8.66

1 a-TUB 1 3 1 1.66

2 RPL12 3 1 2 2

3 RPS23 4 2 3 3

4 18S 5 4 6 5
dsRNA 4 28S 2 5 8 5

5 EF1-a 6 6 5 5.66

6 GAPDH 8 8 4 6.66

7 ArgK 7 7 7 7

8 B-ACT 9 9 9 9
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Table S2. Sequence and amplicon size of the primers used for cloning.

Primer Sequence 5'-3' Tm (°C) Size (bp) | Reference

ArgK-F CCTGTTCGACCCTATCATCGARGAYTAYCA 55 733 Yangetal,, 2016
ArgK-R GTCGTAGATACCACCTTCAGCTTCNGTRTGYTC

EF1-a-F GCCGGTACYGGWGAATTCGAAGC 55 290 Pinheiro etal., 2019
EF1-a-R CATCCCTTGAACCABGGCATCTT

RPL12-F ATGCCMCCAAARTTCGAYCCSA 55 365 Pinheiro et al., 2019
RPL12-R GCCATDGAKCKDGGCCTCATTTG

RPS23-F TGGGCYGACAARGAKTACAARAAAGC 55 300 This study

RPS23-R CCTTRAATCTDACWCCRGGAATATC

a-TUB-F ATCAAGACCAARCGTACCATCC 55 257 Pinheiro et al., 2019
a-TUB-R TCAGAGAAYTCWCCTTCYTCCATACC

18S-F GTTGCGGTTAAAAAGCTCGT 50 644 This study

18S-R GTGAGGTTTCCCGTGTTGAG

28S-F CGAGATTCCCACTGTCCCTA 55 532 This study

28S-R ACTGAACATCGGGATCAAGC

Rpll140-F TTGGAGTTYTTGGAGGAGTGGTC 55 581 This study
RplI140-R CCCATGGCTTGYTTDCCCAT

Prosa-2-F CAAATYGARTATGCCTTRGCTGC 50 581 Pinheiro et al., 2019
Prosa-2-R TCACAAATHCCDACTTCAATRTTATC

Tm - Melting temperature used in PCR amplification reactions.
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