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Supplementary figure legends 

 

 

Supplementary Figure 1. A, chemical structure of exemestane, androstenedione and 

testosterone. Concentration-response curves and EC50 of calcium responses evoked by 

androstenedione (ASD) in HEK293 cells transfected with the cDNA for human TRPA1 

(hTRPA1-HEK293) (B) and in fetal human lung fibroblasts (IMR90) (C). D, pooled data of 

calcium responses evoked by ASD (100 µM), allyl isothyocianate (AITC; 30 µM), the non-
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electrophilic TRPA1 agonist, menthol (Mnt; 100 µM) or their vehicles (Veh) in HEK293 

transfected with the cDNA codifying for the mutant hTRPA1 channel (3C/K-Q) or the cDNA 

codifying for wild type hTRPA1 (wt). E, steroid hormones with the α,β-carbonyl moiety of 

the A ring and without the ketone group at the 17 position (aldosterone, AS; cortisol, C; 11-

deoxycortisol, DC; corticosterone, CS; deoxycorticosterone, DCS; progesterone, PS; 17α-

hydroxy-progesterone, HPS; testosterone, TS; all 50 µM) or with the ketone group at the 17 

position and without the α,β-carbonyl moiety of the A ring (dehydroepiandrostenedione, 

DHEA; 50 µM) fail to activate inward currents in hTRPA1-HEK293 cells. In contrast, ASD 

(50 µM) which maintains only two ketone groups at the 3- and 17- positions elicits inward 

currents in a concentration-dependent manner in hTRPA1-HEK293 cells. F, concentration-

response curves and EC50 of calcium responses evoked by ASD in rat dorsal root ganglion 

(DRG) neurons. Veh indicates the vehicle of steroid hormones or the vehicle of TRPA1 

agonists (1% DMSO). Each point or column represents the mean ± SEM of at least 25 cells 

obtained from 3-7 independent calcium imaging experiments. Results are mean ± SEM of at 

least 4-8 independent electrophysiological experiments. *P<0.05 vs. Veh, §P<0.05 vs. ASD 

or AITC. ANOVA and Bonferroni post hoc test. 
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Supplementary Figure 2. In C57BL/6 mice, intragastric (i.g.) administration of letrozole 

(LTZ; 0.5 mg/kg) induces mechanical allodynia, partially reduced by the antioxidant α-lipoic 

acid (α-LA; 100 mg/kg, i.g.) administered 3 hours after LTZ. BL, baseline threshold. Veh 

LTZ and Vehα-LA are the vehicles of LTZ or α-LA, respectively. Results are mean ± SEM 

of at least 5 mice for each group. *P<0.05 vs. Veh LTZ/veh α-LA; §P<0.05 vs. LTZ/veh α-

LA, ANOVA and Bonferroni post hoc test. 
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Supplementary Figure 3. A, the intraplantar (i.pl.) administration (20 µl) of 

androstenedione (ASD, 3 nmol/paw), 30 min after injection, induces a potentiation of 

mechanical allodynia evoked by intragastric (i.g.) letrozole (LTZ, 0.5 mg/kg). These doses of 

ASD and LTZ have a per se effect. B, the administration of an ineffective dose of LTZ (0.1 

mg/kg, i.g.) 30 min after i.pl. ASD (1 nmol/paw), produces a potentiation in mechanical 

allodynia evoked by ASD. C, the co-administration of H2O2 (0.05 µmol/paw, i.pl.) and ASD 

(1 nmol/paw, i.pl.), that are per se ineffective, induce mechanical allodynia 30 min after 

injection. BL, baseline threshold. VehASD, VehLTZ, VehH2O2 are the vehicles of ASD, 

LTZ and H2O2. Results are mean ± SEM of at least 5 mice for each group. *P<0.05 vs. 

VehLTZ + VehASD; §P<0.05 vs., LTZ + VehASD or VehLTZ + ASD. ANOVA and 

Bonferroni post hoc test. 
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Supplementary Figure 4. A, buthionine sulfoximine (BSO, 800 mg/kg, intraperitoneal, i.p.) 

induces mechanical allodynia and a decrease in grip strength that are partially prevented by 

pretreatment with HC-030031 (HC03, 100 mg/kg, i.p.) but not by capsazepine (CPZ, 4 

mg/kg, i.p.). B, androstenedione (ASD, 2 µg/kg, i.p.) induces mechanical allodynia and a 

decrease in grip strength that are abated by HC03 (100 mg/kg, i.p.) and reduced CPZ (4 

mg/kg, i.p.). BL, baseline threshold. Veh is the vehicle of BSO or ASD. Results are mean ± 

SEM of at least 5 mice for each group. *P<0.05 vs. veh; §P<0.05 vs. BSO (800 mg/kg) or 

ASD (2 µg/kg). ANOVA followed by Bonferroni post hoc test. 

  

 


