Column
Solvent A
Soivent B
Gradient

Flow rate

14, 6%250mm, phenomenex Cl8-5
. 1%Triflvoroacetic in 100% Acetonitrile
0. 1%Trifluoroacetic

in 100% Water

A B
3. 0lmin 30% 70%
251in 55% 45%
25. [min 100% 0%
30min Stop

01, Oml /min

Wavelength :220nm

Volume: 10ul
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Cecropin A

min

Column 14, G250,
Selvent A
Selvent B
Gradient
( Olmin
25in
25, Imin
30min

Flow rate :1,0ml/min
Wavelength 1220nm
Volume: 10pt

. phenomenex C18-H
:0. 1%Trifluoreacetic in 100% Acetonitrile
10, 1%Irifluorcacetic  in 100% Water
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Sarcotoxin IA



Column
Solvent A
Solvent B
Gradient

Flow rate

;0. 1%Trifluoroacetic

:4. 6%250mm, phenomenex C18-6

0. 1%Iriflvoroacetic in L00% Water

Vavelength :220nm

10i}

A B
0, 0lmin 30% 70%
2hin 55% 45%
25, lmin  100% 0%
30min Stop
1, 0md/min

in 100% Acetonitrile

22

Cecropin A

Column +4. 6%250mm, phenonenex C18-5
Solvent A 0. 1%Trifluorcacetic in 100% Acetonitrile
Solvent B :0. 1%Trifluorcacetic in 100% Water
Gradient A B

0.0imin 32% 68%

25in 57% 13%

26. lmin  100% 0%

30min Stop
Flow rate :1.0ml/min
Wavelength :220nm
Volume: 10p] o
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Ceratotoxin



Column +4, 64250wm, phenomenex Ci8-5
Solvent A :0, 1%Trifluorcacetic in 100% Acetonitrile
Solvent B :0.1%Trifluorcacetic in 100% Water
Gradient A B

0.0lmin 25% 75%

25in 50% 50%

25. lmin  100% 0%

30min Stop

Flow rate :}.Oml/min
¥avelength :220nn
Volume: t0pl
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Stomoxyn

Column

4,6%250mm, Welch CX-C18 Sum

Solvent A 0.1% trifluoroacetic in 100% acetonitrile
Solvent B 0.1% trifluoroacetic in 100% water
Gradient A : B
0.01min 22% - 78%
25.00min 47% 53%
25.10min  100% - 0%
30.0min STOP
Flow rate 1.0ml/min
Wavelength 220nm
Volume 10ul
mY )
500
450
oo 1
350 :
300
350
200
150
£00
50
k=50 2

Spinigerin




Column
Solvent A
Solvent B
Gradient

Flow rate

Volune

: 4.6X250mm, Yenusil MP C18-6

: 0.1% triflyoroacetic in 100% acetonitrile

2 0.1% trifluoroacetic in 100% water

: A B
0, 0Imin 16% 84%
25min 41% 59%
25, lmin 100% 0%
30min 5TCGP

: 1.0 ul/min
Wavelength :
v 5ul

220nm

Chromatogram (GI-18-F 176132 1605L1. mdy)
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Column
Soivent A
Solvent B
Gradient

Flow rate

Volume

! 4,6X250am, Venusil MP C18-5
» 0. 1% trifluorocacetic in 100% acetonitrile
: 0.1% trifluovoacetic in 100% water

B
0. Olmin 16% 84%
25min 41% 59%
25, lmin L00% 0%
30min STOP

;1.0 nL/min
Wavelength :
: Bul

220nm

Chromatogram (GL-17-F 213592 160511.mdy)
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Column
Solvent A
Selvent B
Gradient

Flow rate

Wavelength
: bul

Volume

: 4.6X250m, Venusil WP C18-5
+ 0.1% trifluoroacetic in 100% acetonitrile
¢ 0.1% trifluoroacetic in 100% water

: A B

0. 0lwin 12% 88%
25min 37% 63%
25, lmin 100% 0%
30min STOP

¢ 1.0 ol/min
220nm
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Formaecin-1

Column

Solvent A
Solvent B
Gradient

Flow rate

Wavelength :

Yolume

v A,
HE R
it

62X 260mm, Yenusil MP Ci8-5 .
1% trifluorcacetic in 100% acetonitrile
1% trifluorcacetic in 100% water

A B

0. 01lmin 10% 0%
25min 35% 65%
25, Imin 100% 0%
30min STOP

;1.0 mL/min
220nm
Bul

_ Chromatogram (GV-19-F 371860 160511, mdy)
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Column
Solvent A
Solvent B
Gradient,

Flow rate
Wavelength
Yolume

¢ 4, 8X260mm, Venusil MP CI8-5 Column
: 0.1% triflueroacetic in 100% acetonitrile Solvent A
: 0.1% triflucroacetic in 100% water Solvent B
) A B Gradient
0. Olmin 12% 88%
25min 38% 62%
25, lmin 100% 0%
30min STOP
1,0 oL/min Flow rate
220nm Wavelength
: 5ul Volume
Chromatogram (VN-20-F 133746 160510. mdy)
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Pyrrhocoricin

t 4. 6% 260mm, Venusil MP C18-5
t 0.1% triflucroacetic in 100% acetonitrile
: 0. 1% trifluorcacetic in 100% water

i B

0. 0lmin
25min
25, Imin
30min

11%
36%
100%

sToP

89%
4%
0%

: 1.0 nL/min
¢ 2200w
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Chromatogram (V#-15-F 508996 160513. mdy)
o @

(mv
-
@
S

12 14 18
Time(min)

Metalnikowin-1



Colunn

Solvent A
Solvent B
Gradient

Flow rate

Wavelength :
: Bul

VYolume

0. 0imin
25min
25. Imin
30min

220nm

220
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180
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140
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Intensity(mv)

20

;4.6 250mm, Yenusil ¥P C18-5 o

1 0.1% trifluorcacetic in 100% acetonitrile :xolvg:rlt B

1 0.1% trifluorcacetic inEmD% water Gradient
A

11% 89%

36% 64%

100% 0%
STOP

: 1.0 mL/min

_ Chromatogram (VN-16-F 508997 160511, mdy}
k=]

LULu
Column
Solvent A

Flow rate
Wavelength
Volume

£10.015
10,487

8 10 12 14 16 8 20 22 24
Time(min)

Metalnikowin-1

? 1. 6% 250mm, Venusil MP C18-5

; 0. 1% trifluorcacetic in 100% acetonitrile

0. 0lmin 21%

16%

25. 1min 100%

30min
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STOP
© 1.0 wlL/min
1 220nm
: Hul

79%
54%
0%

Chromatogram (DY-32-F 508998 160514. mdy)
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1 0. 1% trifluorcacetic in 100% water
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4,6%250mm, Welch CX-C18 5um -

4.6+250mm, Welch CX-CI8 Sum
0.1% trifluoroacetic in 100% acetonitrile
0.1% frifluoroacetic in 100% water

) A B
00tmin . -2 16% L 84%
25,00min 41% Tl 59%
25.10min 100% 0%
30.0min STOP
1.0ml/min

220nm

10ul

20

Column Sum -
Solvent A 0.1% trifluoroacetic in 1002gg'etof.1'it_rile Column
Solvent B 0.1% trifluoroacetic in 100% v 2°:V°“t-;
Gradient A N G: ‘;?ntt
0.01min 20% .. adien
25.00min 45%
25,10min 100% ;
30.0min STOP,
Flow rate 1.0mV/min L
1 230nm Flow rate
Wavelengt] Wavelength
Volume 10ul
Volume
mY mv
= 1100
e g 1000
1200 900
} 800
| 1000 N
L210(] 00
500
600
400
400
200
LZQL 2 o § 8 10 12 14 15 13 20 2 24 ﬂl

Metchnikowin-1




Lot L

Pump A :0.1% trifluoroacetic in 100% water
Columan 4.6%250mm, Weié}&:X—Cl, 8 Sum Pump B :0.1% trifluoroacetic in 100% acetonrtrile
. L S Total Flow :ml/min
Solvent A 0.1% triflyoroacetic in 109% acetonitrile Wavelength 214nm
Solvent B 0.1% trifluoroacetic in 100 Analytical column type  :SHIMADZU Inertsil ODS-SP(4.6*250mm*5um)
Gradient A Dissolution method 115%ACN+85%H20
0.01min 16% Acquisition Time :2017/7/4 17:32:39
25.00min 41% Inj. Volume :95ul
25.10min 100% gi (t)nle l]:dodule BAétion V;ﬂue
. . umps .Conc
Plow tate 13 33‘;‘:" 30.00 Pumps B.Conc 65
) . ) 33.00 Pumps B.Conc 100
Wavelength 220mm 38.00 Pumps B.Conc 100
Volume ¢ 10ul 40.00 Pumps B.Conc 2
!Ev‘ T e — o i 50.00 Controller Stop
}mn
1200 g
L“ o0 = Chromatogram
L1090 my 1500
900 ® :
o0 J[ : i
‘7(}0
Lo mom;;
500 J
400 1
300 500
200 |
100 7 2
t.mo 0 ) ~
4 6 § 0w 2w 15 18 20 2 2 | —|
0 5 10 15 20 25 30

Metchnikowin-2

Defensin Tcal



Column : 4.6X250mm,Baston Green C4 300A Column 4.6%250mm, Welch CX-C18 Sum -

Solvent A ¢ 0.1% trifluoroacetic in 100‘\_}?0’ acetonitrile Solvent A 0.1% trifluoroacetic in 100% acetonitrile

SolventB : 0.1% trifluoroacetic in\lUO%_wé‘f%l‘, Solvent B - 0.1% trifluoroacetic Inlﬂﬁ%water -

Gradient A B Gradient A B
0.01min 15% S 0.01min 20% - 80% .

25.00min 40% .
25.10min 160%

25.00min  45% .
25.10min  100% .

30.0min 30.0min " STOP.

Flow rate : 1.0mi/min Flow rate 1.0ml/min
‘Wavelength ¢ 220nm Wavelength 220nm
Volume ¢ 10ul Volume 10ul
ey e N 2y my T T T
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Cecropin-like Cecropin




Column
Solvent A
Solvent B
Gradient

Flow rate -
Wavelength
Volume

mv

320

280

240

200

4.6%250mm, Welch CX-C18 5um
0.1% trifluoroacetic in 100% acetonitrile
0.1% trifluoroacetic in 100% water

A 0B

0.01min 21% 79%
25.00min 46% 54%
25,10min 100% 0%
30.0min STOP
1.0ml/min
220nm
10ul

g

.: ﬂ

1238

12 14 16

Cecropin (Sarcotoxin 1C)

Column
Solvent A
Solvent B
Gradient

Flow rate
Wavelength
Volume

[mv

180

4,6%250mm, Welch CX-C18 5um
0.1% trifluoroacetic in 100% ac_etoni_trile
0.1% trifluoroacetic in 100% water -

A ‘B

00lmin  20% 80%

25.00min  45% 55%

25.10min ~ 100% 0%

30.0min STOP

1.0m¥/min

220nm

R 10u1w S - ‘_j
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Column : 4.6*250mm, Welch CX-C18 Sum

SolventA : 0.1% trifluoroacetic in 100% agetonitrile
Solvent B : 0.1% triﬂuoroaceticr:in 100%1‘\-5\{a_ter
Gradient AT B
0.01min 25% C 5%
25.00min 50% 50 %
25.10min ~ 100% 0%
. 30.0min sSTOP
Flow rate : 1.0ml/min R
Wavelength ¢ 220nm
Volume 1 10ul
- e I
270 .
8
249 &
210
180

Cecropin (Sarcotoxin)
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