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Supplementary Materials: The following are available online at www.mdpi.com/xxx/s1, Figure S1-S5:
Annotated MS2 spectra of BPP-RP, Figure 56-59: Annotated MS2 spectra of tripeptidic svMP-i, Figure S101:
P. flavoviridis reduced venom MS TIC for IMP and TD, Figure S11: P. flavoviridis venom tested for cytotoxicity
against different human cell lines, Figure S12: SH-SY5Y cells after 48 h treatment with different P. flavoviridis
venom fractions.
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Figure S1. MS2 spectra of pPEQWMPGGRPPHHIPP. Representative MS/MS spectra of the m/z 859.42
(z=2) precursor ion for the top-down annotation of a BPP.
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Figure S2. MS2 spectra of pESKPGRSPPISP. Representative MS/MS spectra of the m/z 617.33 (z=2)
precursor ion for the top-down annotation of a BPP.
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Figure S3. MS2 spectra of pESKPGRSPPIS. Representative MS/MS spectra of the m/z 568.80 (z=2)
precursor ion for the top-down annotation of a BPP.
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Figure S4. MS2 spectra of pESKPGRSPPI. Representative MS/MS spectra of the m/z 528.29 (z=2)
precursor ion for the top-down annotation of a BPP.
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Figure S5. MS2 spectra of pEQWSQGRPR. Representative MS/MS spectra of the m/z 563.28 (z=2)
precursor ion for the top-down annotation of a BPP.
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Figure S6. MS2 spectra of pEKW. Representative MS/MS spectra of the m/z 444.22 precursor ion for
the de novo annotation of a small tripeptic svMP inhibitor.



TIC native #480 - MS/MS parent: 430.17
100

90 20810
80

70 y-NH,
60

50

Relative Abundance (%)

W
159.09

Y M+H"NH
4] .

PEN W

M+HNH,
-H,0
395.13

il 1
R L L L L L L sy b Ly s Lo L L L s L M s L s L L s s s L L

150 200 250 300

miz

350 400

Figure S7. S2 spectra of pENW. Representative MS/MS spectra of the m/z 430.17 precursor ion for the

de novo annotation of a small tripeptic svMP inhibitor.
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Figure S8. MS2 spectra of pEQW. Representative MS/MS spectra of the m/z 444.18 precursor ion for

the de novo annotation of a small tripeptic svMP inhibitor.
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Figure S9. MS2 spectra of pEQ[-17.03]W/pEEW. Representative MS/MS spectra of the m/z 427.16
precursor ion for the de novo annotation of a small tripeptic svMP inhibitor.
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Figure S10. P. flavoviridis reduced venom MS TIC for IMP and TD. The total ion counts from
P. flavoviridis crude venom were measured by an HPLC-ESI-MS of reduced crude venom. The relative
abundance was set to 100% for the highest peak.



>

100 . ; 1 pg/mL
—_ W40
S 80 W20
z 2
% 60 0.2
S 40
3
© 20

0 =3 -\ N (%) N 2
U o P o & Q;\’rb o}
¥ Q(G.) R s Q? R 4
8 %) N
»

100 : . pg/mL
_ W10
8 80 ! K
g 60 * 0.1
E I
S 40 . !

3
o 20 II Il
) o) ~\ N ) N I
o3 S o W O Vg ;
&P
RS o3 &
®

Figure S11. P. flavoviridis venom tested for cytotoxicity against different human cell lines. The
effect on cell viability (%) of (A) P. flavoviridis crude venom was determined at various concentrations
(0.2-40.0 ug/mL) and (B) Doxorubicin (0.1-10.0 pug/mL) as control after 48 h treatment by an MTT assay

at 570 nm. One non-cancerous (HEK-293) and six cancerous human cell lines were tested. Error mean
in +SD.
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Figure S12. SH-SY5Y cells after 48 h treatment with different P. flavoviridis venom fractions. Single
RP-HPLC venom fractions of P. flavoviridis with the mentioned concentration in pg/mL were tested
against human neuroblastoma SH-SY5Y cells. Imaged were taken after 48 h treatment at 37 °C.
Doxorubicin was used as positive cytotoxic control drug and no stimulation as negative control.



Table S1. Venom proteins and peptides identified from Protobothrops flavoviridis. Assignment of
venomic components by crude venom intact mass profiling (IMP, method A), bottom-up (BU, method
C) and top-down (TD, method D). Peak numbers are based on the RP-HPLC annotation (Figure 2)
and low abundant peaks in the HPLC, but detectable in the IMP, are marked by #. Sequence tags were
obtained de novo from MS/MS spectra and identified against a non-redundant Protobothrops flavoviridis
protein database (taxid: 88087) by BLASTP. SDS-PAGE and intact mass profile analysis provided the
average molecular weight. Most abundant mass in a IMP TIC are asterisked. Method B with no
distinct Rt are marked by °. Monoisotopic TD masses are marked by an indexed m.
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