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Supplementary Figure 1. Dose-response curves of 7. serrulatus venom (TsV) in
wild-type mice. (a) C57BL/6 and (b) 129sv mice were inoculated with TsV at 60,
120, 180, or 360 pg kg' and mortality was monitored for 24 h. The dose 120 pg kg’
was considered sublethal, 180 pg kg' lethal, and 360 pg kg’ a superdose. The dose-

response experiment was performed once (7 = 6).
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Supplementary Figure 2. TsV induces the expression of enzymes involved in the
eicosanoid metabolism. Peritoneal macrophages from C57BL/6 mice were harvest to
determine the gene expression of (a) Ptgs2, Ptges2, and (b) Alox5 and Alox5ap by
qRT-PCR after TsV-treatment (2 and 6 h) in vitro. The results were normalised to the
expression levels of the endogenous internal control Acth and Gapdh. The AACt
method was used for the analysis and expressed as n-fold to that of non-TsV
stimulated macrophages. The results are presented as the fold-change measured from
2 independent experiments. Significant differences (P < 0.05) are marked with
symbols and the error bars denote s.d. *Medium versus TsV, according to one-way

analysis of variance (ANOVA) with Bonferroni’s post-test.
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Supplementary Figure 3. 7. serrulatus venom (TsV)-induced increase in the
number of peritoneal and circulating neutrophils and lung inflammation are
dependent on IL-1R signalling. (a-f) C57BL/6 (WT) mice and IL-1r'- mice were
inoculated i.p. with TsV (180 pg kg') or PBS. (b,c.e,f) After 4 h, the mice were
euthanised and the lungs were excised and prepared for staining with haematoxylin
and eosin (H&E) for histological analysis (n = 3). Scale bars, 100 pm. (a,d)
Additional three animals from each strain were inoculated intravenously with 200 pL
Evans blue (1% solution) 60 min before euthanasia, for macroscopic visualisation of
lung oedema. In other experiment, C57BL/6 (WT) mice and IL-1r’- mice were
inoculated ip. with TsV (120 pgkg') or PBS, and 4 h later, neutrophils in (g) a
lavage fluid from the peritoneal cavity and in (h) blood samples were counted.
Significant differences (P < 0.05) are marked with various symbols: *PBS versus TsV
and "C57BL/6+TSV versus IL-1r'+TSV, according to one-way analysis of variance
(ANOVA) with Bonferroni’s post-test (g,h). The data shown represent mean + s.e.m.

of one experiment on six mice.
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Supplementary Figure 4. Dose-response curves of 7. serrulatus venom (TsV) in
Alox5-/- mice. Alox5-/- mice were inoculated with TsV at 60, 120, 180, or 360 pg
kg-' or PBS and mortality was monitored for 24 h. The dose-response experiment

was performed once (n = 6). P <0.05, according to log-rank test. * PBS versus TsV.
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Supplementary Figure 5. Pharmacological inhibition of the 5-LO pathway
increases, but COX1 inhibition partially decreases morality of wild-type mice
inoculated with a lethal dose of T. serrulatus venom (TsV). (a-d) C57BL/6 wild-
type mice were treated or not with MK886 (5 mg kg i.p. in 200 uL of a 1% alcohol
solution) or (e) SC-560 (3 mg kg i.p. in 200 uL of PBS) or vehicle as described in
Methods and were inoculated with a lethal dose of TsV (180 pg kg'). (a,e) Mortality
was monitored for 8 or 12 h. Lungs were excised immediately after death or 12 h after
the TsV injection for quantification of (b) LTB4, (¢) PGE,, and (d) IL-1B by an
enzyme-linked immunoassay (EIA) or ELISA. The asterisks mark significant
differences (P < 0.05): (a-d) *Vehicle+TsV versus MK886+TsV or (e) Vehicle versus
Vehicle+TsV. (a,e) Survival was analysed by the log-rank test and (b) differences
between means =+ s.d. of concentrations of the mediators were evaluated by means of

Student’s ¢ test. The data shown correspond to one experiment with six mice.
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Supplementary Table 1. The lung/body weight index. The mice were weighed
immediately before the injection of 7. serrulatus venom (TsV). Immediately after
death or at the end of the observation period, which was never more than 24 h, the
entire lungs were weighed. For calculation of the index, lung weight was divided by
body weight and the resulting number was multiplied by 100. Significant differences
(P < 0.05) are marked with various symbols. The data are presented as mean + s.d.
*PBS versus TsV, "differences between strains, and Streated versus untreated mice,
according to one-way analysis of variance (ANOVA) with Bonferroni’s post-test (n =

6).
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Supplementary Figure 6. Full immunoblot of main figure presented in this study.



Supplementary Table 2. List of the primers used in this study.

Gene

Sequence (5’ to 3’°)

Ptgs2

Primer 1: GCGCAGTTTATGTTGTCTGTC
Primer 2: CAAGACAGATCATAAGCGAGGA

Probe: 6-FAM/TGATTTAAG/ZEN/TCCACTCCATGGCCCAG/3IABKFQ

Ptges?

Primer 1: GGCACTAATGATGACAGAGGAG
Primer 2: CCCGTGAGAAGGACTGAGAT

Probe: 6-FAM/AGGAAGGAG/ZEN/ACAGCTTGCAACAGC/3IABKFQ

Ptgerl

Primer 1: ATCCGCTAGGCTCAGGTTA
Primer 2: AGTAGCTGGAGCAGGCA

Probe: 6-FAM/TGAGCAGCA/ZEN/CTGGCCCTCTTG/3IABKFQ

Ptger2

Primer 1: GAGGTTTCATCCATGTAGGCA
Primer 2: AGAGGAGAGAGGACTTCGATG

Probe: 6-FAM/ACCATCACC/ZEN/TTCGCCATATGCTCC/3IABKFQ

Ptger3

Primer 1: CCTTCTCCTTTCCCATCTGTG
Primer 2: GTGTGCTGTCCGTCTGTT

Probe: 6-FAM/TGCATTGCT/ZEN/CAACCGACATCTGATTGA/3IABKFQ

Ptgerd

Primer 1: CTGATGTCTTTCACCACGTTTG
Primer 2: CATCTTACTCATCGCCACCTC

Probe: 6-FAM/TGCTCATCT/ZEN/GCTCCATTCCGCTC/3IABKFQ

Alox5

Primer 1: CCAGTCGTACTTTGAATCCGT
Primer 2: CCATCTGCCTGCTATATAAGAACC

Probe: 6-FAM/CCATTGCCA/ZEN/TCCAGCTCAACCAAA/3IABKFQ

Alox5ap

Primer 1: CTCCCAGATAGCCGAACAAAG
Primer 2: CAGAACTGCGTAGATGCGTA

Probe: 6-FAM/TGCCTCACA/ZEN/AACAGGTACATCAGTCC/3IABKFQ

Ltb4rl

Primer 1: CATGCCACCAGGAGAAGAAG
Primer 2: GGCACTAAGACAGATTCAAGGA
Probe: 6-FAM/CAGCCATCA/ZEN/AAAGGACAGGGTTTCC/3IABKFQ

Ltb4r2

Primer 1: GCTCAGTAGTGTCTCATTCCC
Primer 2: GGCTTCACCTGTCACCTT
Probe: 6-FAM/CCCCCAATG/ZEN/CTGTTCTCTCCC/3IABKFQ

Gapdh

Primer 1: GTGGAGTCATACTGGAACATGTAG
Primer 2: AATGGTGAAGGTCGGTGTG
Probe: HEX/TGCAAATGG/ZEN/CAGCCCTGGTG/3IABKFQ

Actb

Primer 1: GTACGACCAGAGGCATACAG
Primer 2: CTGAACCCTAAGGCCAACC

Probe: HEX/AGACCTTCA/ZEN/ACACCCCAGCCATG/3IABKFQ




