
Additional file 1: Percentage (%) of metamorphosis in Pacific oyster larvae after 24 h continuous exposure to 

single treatments (black bars) of NO pathways inhibitors SMIS, AGH, 7-NI, L-NAME, L-NNA and ODQ, at 

different concentrations, as well as known inducers epinephrine (EPI; light grey bars) and MK-801 (MK; grey 

bars) at 10-4 M for 3 h, a DMSO (black-stripe bars) and a no treatment control (open bars). Data were collected 

24 h post exposure start. C. gigas larvae from December 2018 experiment with competent larvae 19 dpf were used 

for all treatments except for ODQ, for which 18 dpf larvae were used. Error bars represent standard error. Different 

lower-case letters represent significant differences with p<0.05. 

 

  



Additional file 2: Percentage (%) of metamorphosis in Pacific oyster larvae after 3 h, 6h or 24 h continuous 

exposure to single treatments (black bars) of NO pathways inhibitors SMIS, AGH, 7-NI and ODQ at different 

concentrations, as well as known inducers epinephrine (EPI; light grey bars) and MK-801 (MK; grey bars) at 10-

4 M for 3 h, a DMSO (black-stripe bars) and a non-treatment control (open bars). Data were collected 24 h post 

exposure start. C. gigas larvae from March 2019 experiment with competent larvae 17 dpf and 18 dpf were used. 

Error bars represent standard error. Different lower-case letters represent significant differences with p<0.05. 

 

  



Additional file 3: cGMP immunostaining in Pacific oyster larvae of whole-mount stained 14 dpf larva (A) and 

15 dpf larva (B), both flattened with cover slip, as well as sagittal section of 16 dpf larva (C) with anti-cGMP 

PAb, anti-salmonid MHC II PAb as non-specific binding control, and without primary antibody as negative 

control for consecutive sections accompanied with superimposed DAPI/cGMP signals and/or H&E staining. Scale 

bar: 50 µm. 

 

  



Additional file 4: Immunostaining in Pacific oyster larvae spat with anti-cGMP PAb, anti-salmonid MHC II PAb 

as non-specific binding control, and without primary antibody as negative control for (A) consecutive sections 

presented in Figure 6 and representative for (B) whole-mount staining of larvae and spat with non-specific binding 

control and negative control. Immunofluorescent images for anti-salmonid MHC II PAb are accompanied with 

H&E staining of the same section (except for 17 dpf larva 6 hpe, which was lost during processing and replaced 

with DAPI stained image of same section for histology structure identification). (C) Immunostaining with anti-

uNOS PAB (PA1-38835, Invitrogen) in larval sections and whole-mount staining (flattened with cover slip) 

accompanied with DAPI staining. No successful binding was obtained and we do not recommend this antibody 

for NOS detection in the Pacific oyster. (D) Western blot for anti-cGMP, anti-uNOS and no antibody (negative 

control NEG) with two independent blots perform from two independent oyster protein extracts. Scale bar: 50 

µm. 



 



 

 

 


