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Figure S1. The '"H NMR chart of Fmoc-Api(Boc)-OH.
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Figure S2. The hemolytic activity of Lycotoxin and peptides 1-8. The human red blood

cells were treated with indicated concentration of each peptide.



GIKKFLKSUKKFVKUFK

! . - 356,247
s s e N, s o
e 285 1907 00, part -
= won g |, L1 [ [ AT o
o o o o o /'J o ) wz
H H H H H 1% E 20 300 £ 100 430 500 &0 60 00
) N‘éJN‘ on Hn N\)kN/[ oy N\)L QL N\)kN, NH,
N N N TN YN YN N ot _
o o < o o N 756 AT
1 hg fy \ 9, :
s . sep
o -
Chemical Formula szHﬂN705 Chemical Formula: CroHzoNs6O+
Exact Mass: 591.3744 sxaem'&lss“'?'l'égsz“’ et R e T o e T e
Molecular Weight: 591.7540 Molecular Weight: 14218430
N,
o
o o I o e
u H o o g
N e N, e I s { g a7 & s
o LMo i w S R e
® I ° Py
_ - 5 T o
NH, ‘
Chemical Formula: . cno . AN
CasthsNzOrg hmice Formua; G ‘ g — o
e be 1a0e. e s B A R A A PR Eane T raaeT AR PR .m‘ - raar- TaarT a1
Molecular Weight: 1866.3750 Molecular Welgh( ‘45 2060 e e WY W1 Y e W W W) W ‘
- e _— GIKXFLKSUKKFVKUFK
2 o
o 87 505
N¢ ¢ %(N\)k ¢ Nﬂ JYV%H R ERE B i
HaN G TN s . R P P
\[ \ \C\\ \® A T MMM DR D DN T T
Y e s T |
Chemical Formula: : N venical Formue P o
CoaHiszN22018. sN30 ‘ 0.23513
Exact Mass: 1865.1655 N L s -
Molscular Weight: 1866.3750 o e o 212 . | | ; et b )
145.2060 e A N A AR N M N A T A A A AR R R F NPT R AT RN TR AP0
Peptlde 4 ~ -
H 1
ﬂ 1 e
H o o L. s s . l
e Pty At A At L s St 1, S Y G I S U
: i H B HN NHy oty o o T T o oo /T T 7 1 o W
\H s Son' \( j w\ N ~
NH, » ‘ ‘
Ghenicol Form: Oytazrs gj:g‘ﬁ;;”;“;‘s‘i SethsNO ‘ w
Exact Mass: 1865, _ | P
Molecular Weight: 1866.3750 Volecuar Weight: 145.2060 B T A P T R~ T A T L A TR T RN T TR TARSTTRSE"rARS TR



Chemical Formula:
CasHasN-0c

Exact Mass: 591.3744
Molecular Weight: 591.7540

Chemical Formula: CooHaoN-0¢
Exact Mass: 591.3744
Molecular Weight: 591.7540

Chemical Formula: CzsHagN705
Exact Mass: 591.3744.
Molecular Weight: 591.7540

NH,

Chemical Formula: CosHaeN7O¢
Exact Mass: 591.3744
Molecular Weight: 591.7540

NH,
o H O H O
HN N\)LNJN(N\)LN
-ﬁ/H 0 oo j:
NH,

NH,

)
°ﬁjﬂ\§(ﬂj\(¢°,¢ eps
o '\@ o ﬁ o b o v g

GIKKFLKSUXKFVKUFK

09 genz o
g

5142000 100 2 | ooy o gios @ ul [ s

e o

T o

S
1
NH,
ozs
Chemical Formula o e
CroteNisO1 5 520
Exact Mass: 1418.9126 LR R R T A = T R o T A o T FAE - ERA T " AR ® TR T ARE- TR T

Molecular Weight: 1419.8270

Chemical Formula: CroH116N1601
Exact Mass: 1418.9126
Molecular Weight: 1419.8270

Chemical Formula: Croth1aN1s01s
Exact Mass: 14169126
Molecular Weight: 1419.8270

Chemical Formula: CoH116N16013
Exact Mass: 1418.9126
Molecular Weight: 1419.8270

GIKKFLKSUKXFVKUFK

0.78: 55 a0 ¥ oo
s e [ s
e T L IEER namarnemernaser Deser- s
[ZEARE" YRR SRR T BT R R C T RAE" RAREC FRRE" E R ECT R W s wlo e

GIKKFLKSUKKFVXUFK

) E] Y ] ) o ) o ) wi
i - T
GIKKFLKSUKKFVKUFX
.
o s ‘[I TR, (TS i P g
who  who  doba B0 Lo WA0 0.0 @80 4o #ho S0  Gbo GO M0 600 680 W
. e 412 083
:
o L L

sl ko adi ake il

1 y g
VA D A R F AT AT AT VAT AT A R A

Figure S3. The digestion assay of peptides 2-8. The LC/MS analysis of the peptide

fragments by proteinase K at 37 °C after 24 hour incubation.
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Figure S4. The chemical stability of peptide 2 against PBS, proteinase K, and 50% FBS. The remains of
peptide 2 were evaluated by HPLC analysis.



HPLC analytical method

Column . Preparative column  XBridge BEH C18 OBD Prep Column 5 um

19 X250 mm (Waters)

Analysis column Inertsil WP300 C18 5 uM 150 X 3.0 mm
(GL Sciences)

Conditions : solvent A 0.1% TFA/water, solvent B 0.1% TFA/CH3CN

Flow rate : preparation 10 mL/min
analysis 1.0 mL/min
Gradient : 10-90% gradient of solvent B 30 min



Pep-1
H-Gly-Ile-Lys-Lys-Phe-Leu-Lys-Ser-Aib-Lys-Lys-Phe-Val-Lys-Aib-Phe-Lys-NH>

Purity £ 99.9%
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LC-MS (ESI") calcd for C99H167N25018[M+5H]5+2 399.8584, found: 399.8256.
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Pep-2
H-Gly-Ile-Api-Lys-Phe-Leu-Lys-Ser-Aib-Lys-Lys-Phe-Val-Lys-Aib-Phe-Lys-NH2

Purity : 97.8%
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LC-MS (ESI") caled for CooHi165N2sO15[M+5H]>" : 399.4553, found: 399.4554
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Pep-3
H-Gly-Ile-Lys-Api-Phe-Leu-Lys-Ser-Aib-Lys-Lys-Phe-Val-Lys-Aib-Phe-Lys-NH2
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Pep-4

H-Gly-Ile-Lys-Lys-Phe-Leu-Api-Ser-Aib-Lys-Lys-Phe-Val-Lys-Aib-Phe-Lys-NH2

Purity £ 99.6%
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Pep-5
H-Gly-Ile-Lys-Lys-Phe-Leu-Lys-Ser-Aib-Api-Lys-Phe-Val-Lys-Aib-Phe-Lys-NH2

Purity $ 983 %
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Pep-6
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Purity : 98.9%
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Pep-7
H-Gly-Ile-Lys-Lys-Phe-Leu-Lys-Ser-Aib-Lys-Lys-Phe-Val-Api-Aib-Phe-Lys-NHz

Purity £ 98.7%
NH, NH, NH, NH,
HHO H O H © H O H © H O H O H ©

HN NN N/{N\)LN N\;)LN N\;)LNBQ(N\;)LN N\;)LN N, A N\;)LN NH,

H o HO'\rHo\OIL*O'\QO'Ho Ho Ho
Oy O
H
NH, NH,

1500000 152 98.690
1000000 |

Intensity [pV]

500000

T T T T 1
0.0 5.0 10.0 15.0 20.0 25.0 30.0

LC-MS (ESI") caled for Co9H16sN2sO1s[M+5H]>" : 399.45528, found: 399.4633.

Inten. (x1. 000. 000

4.0 399 6639
3.04
2.0
o] \/ L d1o0d || 400,0621
i 0198
"18/000 398750 98500 08750 309.000 309250 309500 09750 400000 400250 400500 400,750 401000 401250 401500 401750 w2

15



Pep-8

H-Gly-Ile-Lys-Lys-Phe-Leu-Lys-Ser-Aib-Lys-Lys-Phe-Val-Lys-Aib-Phe-Api-NH2
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