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Supplementary Figure 1.  Verification of SYPRO Ruby staining and GFP antibody for use in quantitative western blot analysis (A) SYPRO Ruby staining of the PVDF membrane used for GFP antibody test western blot (S1 Supp Fig 1B).  Wild type (20 µg) and AKR14 (20 µg) show the same fluorescence intensity. The SYPRO Ruby does signal increases according to protein loaded (lane 3-6). (B) Western blot testing the GFP antibody used to blot AQP-8::GFP. The AQP-8::GFP Signal is visible at approximately 54.45 kDa, the calculated weight of the fusion protein. The signal increases according to protein concentration loaded (20 -80 µg) in AKR-14 animals carrying the transgene but is absent in the wild type control lane. (C) Plotted is the SYPRO Ruby fluorescence signal of each AKR-14 lane of the PFDV membrane used for GFP antibody testing, representing the amount of protein loaded. The linear regression and coefficient of determination (R2 = 0.9979) were calculated. (D) Sample western blot of the increase in AQP-8::GFP signal under various chronic stress conditions. 
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Supplementary Figure 2. Isoform analysis. (A) Graphical presentation of the aqp-8 isoforms K02H10.7a and K02H10.7a. Black arrows mark the position of the primer pair used for isoform analysis. (B) 1% agarose gel showing two aqp-8 PCR samples. Only the isoform b (708 bp) is present in these samples from wild type animals and osm-8(n1518). The stronger expression of aqp-8 in an n1518 background is also reflected in gel. (C)Melting curve analysis of aqp-8 isoforms qPCR. Plotted is the mean of four technical replicates.  
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Supplementary Figure 3. Body length of test animals. Comparison of the body length of the test animals after 8h acute and chronic 200 mM NaCl stress conditions compared to 50 mM NaCl control conditions. Student’s t-tests were performed relative to control conditions; N>16. All qPCR expression levels were normalized to act-2 (actin). All values are indicated relative to control conditions (set to 1). * p< 0.05; ** p < 0.01; *** p<0.001; n.s. - not significant.
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Supplementary Figure 4. Control values for gpdh-1 and aqp-8 mRNA expression over time. gpdh-1 and aqp-8 mRNA expression levels on day one of adulthood under control conditions (50  mM NaCl).
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Supplementary Figure 5. Effects of elt-2 RNAi on aqp-8 expression in an osm-8(n1518) background. RNAi effect on aqp-8 and gpdh-1 mRNA expression levels in an osm-8(n1518) background. Student’s t-tests were performed between empty vector controls qPCR result (L4440; light blue) and elt-2 RNAi result (dark blue); N>4. 


Supplementary Table
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Supplementary Table 1. Possible regulators of aqp-8 expression. List of genes, derived from the performed genome-wide RNAi screen, connected to neuronal functions that are affecting aqp-8 expression. For each gene the results of the western blot analysis performed to verify the primary screen are shown: relative expression level of AQP-8::GFP compared to control conditions (mean), standard error of mean (SEM) and replicate number (n).
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Supplementary Table 2. List of primers used in this publication.
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image6.png
sequence name mean SEM n function

F48C11.1 gpa-6 0,558 0,117 4 G protein alpha subunit
CO06H5.7.1 dcar-1 1,587 0,295 6 DihydroCaffeic Acid Receptor
FO2ES.2 nmur-3 0,648 0099 4 Eg”#oﬁioé”e“romedi“ U Receptor)
F47D2.9 srh-193 0,593 0,149 4 Serpentine Receptor, class H
F21A3.1 srh-276 0,600 0,201 4 Serpentine Receptor, class H
Y69E1A.6 sri-19 0,746 0,067 5 Serpentine Receptor, class |
KO07E8.11 sri-46 0,738 0,148 5 Serpentine Receptor, class |
Y47G7B.3 sri-60 0,380 0,154 4 Serpentine Receptor, class |
Y73B6BL.39 srv-13 0,425 0,088 4 Serpentine Receptor, class V
K04H4.7 flp-25 0,696 0,279 5 FMRF-Like Peptide

C25H3.5 flp-27 0,513 0,107 4 FMRF-Like Peptide

C27H5.8 glc-4 0,782 0,093 5 glutamate gated chloride channel
F22A3.3 glr-8 0,766 0,297 5 ionotropic glutamate receptor sub-unit
F23H12.6 gcy-13 0,615 0,213 4 guanylyl cylcase

K12F2.2 vab-8 0,740 0,109 4 atypical kinesin motorprotein
C18A3.8 hih-14 0,66 0,21 4 helix-loop-helix transcritions factor
Y71F9B.5a lin-17 0,60 0,09 4 frizzeld homologue

C48G7.1 rin-1 0,61 0,08 4 RIN (Ras/Rab INteractor) homolog
F29C12.2 rict-1 075 0.10 3 RICTOr (Rapamycin-Insensitive

Companion of TOR) homolog
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gPCR primer

aqp-2 forward
agp-2 reverse
aqp-3 forward
agp-3 reverse
aqp-8 forward

agp-8 reverse

PCR primer
aqp-8 forward

agp-8 reverse

Sequence

CAAACTCTCCGGAGGACATATTAAC
AACACATTGATGGCGTCATTG
CCTGAAGAGGAAATGATGTACATAAATC
CATATTGCGCATTGACACATTCT
CTTCCTCTTGCTTATCGGAAATG
GGCATATGGAATGATCTTCCATG

Sequence

CTTCCTCTTGCTTATCGGAAATG
TCATTCATTCCATGAAGTCCTACG
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