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= The dermal granular (venom) gland
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SEfactionation| of venom
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BCEUNVEMSIANAIYSIS of Litoria aurea skin secretion

RT: 0.01 - 240.00
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200ul injection. 0-80% ACN in 0.05% TFA water in 240 minutes.



BECEUVEMSIANalysIS of Litoria aurea skin secretion
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compounds
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S Of peptide mixtures

Bradykinin and threonine-6 bradyklnln from Bombma orientalis
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tuencing of Bradykinin

-

Mar02_eleanor_bo_fr98#69-92 RT: 1.31-1.82 AV: 14 NL: 5.42E3
F:+Zms [526.00-536.00]
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encing of Bradykinin

Mar02_eleanor_bo_frO7b#70-122 RT: 1.63-2.95 AV: 48 NL: 9.83E4
F: + c Fullms2 531.00@40.00 [ 145.00-1100.00]

“ MS/MS fragmentation profile
» can be used to call the peptide
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SEQUEST™

TEP 1. TEP 2. SEQ 1 [
S ‘ S Q1 — I " I !II
Mass Search of Indexed
SEQ2 —
”l ‘ “‘ f I‘ I Protein and DNA Databases & uLLJULh
based on the peptide SEQ 3 —> II I l| I

MS and MS/MS Spectrum parent molecular weight

s£Q4 —  [IllLdsi |
Predicted MS/MS |§

Spectra

STEP 4. Su— STEP 3. I
Rank hits, « Compares and correlates .|...|.L...|.ILI.|J._..

sequence peptides, predicted and
create summary and experimental MS/MS spectra I
Protein I.D. .|...|.L..|.ILI.|_L

MS/MS peptide sequencing software
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(b)
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RT-PCR amphﬁcatlon 01 trog peptlde mRNA




Transeriptomic strategy:

Extraction of peptide mixtures from frog sample followed by solvent
extraction, centrifugation, lyophilization, etc

Fractionation of the mixtures by HPLC and verification of peptide mass
by MALDI-TOF mass spectrometry

Verification of existing sequence by MS/MS (LCQ) and determination of
novel peptide sequence by Edman degradation

Screening of collected fraction Extraction of polyA RNA/total RNA
for biological activity for cDNA library
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GGTTAATTCT

AGAGCCCAAA
TCTCGGGTTT

L G T
CTTGGGACCA
GAACCCTGGT

E R R

L S G

TTTCCAGGTG
AAAGGTCCAC

M F T
GATGTTCACC
CTACAAGTGG

N L S
TCAACTTATC
AGTTGAATAG

D E E V
AGAAAGAAGA GATGAAGAAG TTGCTAAAAT GGAAGAGATA
TCTTTCTTCT CTACTTCTTC AACGATTTTA CCTTCTCTAT

I L G

GTATCCATTC TCAGAACCAG GTGAACCACC
CATAGGTAAG AGTCTTGGTC CACTTGGTGG

L K K S L L L L F F
TTGAAGAAAT CCCTGTTACT CCTTTTCTTC
AACTTCTTTA GGGACAATGA GGAAAAGAAG
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AGAAACAGTC CTACTCTGTT TACGGCTTCT

A K M E E I K R G
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TTTGCGCCAT

A G K S L VvV C G L S

TATTAAGTGG
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GCGGGGAAGA GCTTAGTATG
CGCCCCTTCT CGAATCATAC

TGGACTTAGC
ACCTGAATCG

ATACCGAAAT CATCTGATGT
TATGGCTTTA GTAGACTACA

GGAATATCAT
CCTTATAGTA

TTATAAATAA TAAAAATGTC
AATATTTATT ATTTTTACAG

GCATACACTG
CGTATGTGAC

AAAAAA
TTTTTT
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Cycle number 1 2 3 4 5 6 7 8 9 10
PTH-amino
. D L P K | N R K G P
acid
Yield(pmol) | 11043 | 7879 | 5600 | 4169 | 5859 | 5146 | 520 | 2901 3745 | 2797
Cycle number 11 12 13 14 15 16 17 18 19
PTH-amino
. R P P G F S P F R
acid
Yield (pol) 387 | 254 | 614 14.0 1371 487 8.0 76.3 14.1
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M R L W F C L
1 TAGTTCTCAG TGTCACTTCC AGCTCTGATC nyyerNerNejueyy [(elejinpiyosifeyoyy

T L A D

. S F F I v L C L E H F P G
51 vaNeyningiginivel Ludeleddoioleyy elefedigelerNeloyN innindeioyNelezN\ ACCCTGGCAG

.. E R N N R D Y T I R T R L H G H
101 ATGAAAGGAA TAATCGTGAC TACACCATCA GAACCCGCTT ACATGGCCAT

H K P S R N N R Y A I K T S I H G
151 CATAAACCAA GCAGGAATAA CCGTTACGCC ATCAAAACCA GCATACATGG

. H H I P R N V P E S E E K T E Q L
201 CCATCATATA CCAAGGAATG TTCCAGAGAG TGAAGAAAAA ACTGAGCAGC

.. L R D L P K I N R K G P R P P G
251 TCCTGAGGGA TTTGCCTAAG ATCAACCGCA AAGGACCACG TCCACCGGGG

F S P F R G K F H S Q S L R Q I P
301 TTCTCCCCTT TTCGAGGAAA ATTCCATAGC CAGTCCCTAC GACAAATTCC

. G L G P L R G e
351 TGGTTTAGGC CCTCTGCGTG GATAACGAAG CTCAGGGATA AGAATCTGCC

401 CTATGTGTAT GCCATGTTCA CCATAGGCTA AAAAGTAGCG TCCCCTGCTA

451 TAAATAAGCA TTGTTATGTC ACCTCTGTAA TACCAGCTCT GACTGACATG

501 GTTTATTAAA CAGCAGATTT GTGCTCTCTA AAAAAAAAAA AAAAAAAA



Kinestatin pGlu-Ile-Pro-Gly-Leu-Gly-Pro-Leu-Arg.NH,

Bradykinin Arg—Pro—Pro—Gly—Phe—Ser—Pro—PhefArgM'%
(Thr-6) -bradykinin Arg—Pro—Pro—Gly—Phe—Thr—Pro—PhefArgw'%
(Leu—-8) -bradykinin Arg-Pro-Pro-Gly-Phe-Ser-Pro-Leu-Arg'" "
(Val-1, Thr-6) -bradykinin Val-Pro-Pro-Gly-Phe-Thr-Pro-Phe-Arg"”

(Ala-3, Thr-6)-bradykinin Arg-Pro-Ala-Gly-Phe-Thr-Pro-Phe-Arg' "

(Val-1,Thr-3,Thr-6) -bradykinin Val-Pro-Thr-Gly-Phe-Thr-Pro-Phe-Arg' "
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The toad, ugly and venomous, wears yet

a precious jewel in his crown’
Trollius & Cressida

Shakespeare
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