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Abstract

Trichosanthin, a protein from the Korean medical herb Trichosanthes kirillowii, was isolated in two

essentially quantitative steps involving Superdex chromatography and HPLC. Final purification of trichosanthin

was achieved by reverse-phase HPLC employing a Vydac C4 column{0.46 X 25cm).
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LC= ISCOAIY LC system 210, HPLCE
Amersham  pharmacia  biotee ACTA  System
(PH/C-900. UV-900. P-900, Frac-900)1 Vydac C4
column(0.46 x25em) & st Algsigm, 7Y
&2 Hoefer Mighty Small 2 SE 250/SE 260/SE,
A #2871+ Hanil Mega 17R 223 R47qbs27)
+ Amicon Model 80108 A1&3tdch

2.3. Trichosanthin®] £a 2 A

olv] gain e wel sseEle AzY T
=g Ed5td ETE TE F 150 m9) A2 AS
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4(PBS) 250nmlel @EAZ & o & ANIE
A g 231 &HHA dE 9AEE AR
o2 & ¥ ded ¥ 4 °C AN §EY ny
o wwtE THES dHAA, B 12000 rpm
2 1583 d48E ARtk o] #E2 33 wEg
¥ 334g 33 10 kDa membranee.2 A7 E
A1tk Membraneel Z& R &4 10 wE pH 6.0
9 01 M Sodium Phospate 1 Lol &35 54
Ak AM8E 43 - F3A717] 948 12000 ripme
2 1587 g 3 g4 EeE g

2.3.1. Superdex 75R Chromatographyoll €j& ofu)&z)

01 M Sodium Phosphate(buffer A : pH 6.0)2
Superdex 75R %37 columng #H¥ ZAAID ¥, 03
M NaClo} %8 €5 84(pH 609 01M Sodium
Phosphate) & &&l-bhuffer2 Al5l] A2 8&AL &
ARl &JAAT. ol &¥-buffers) TELEE
03 n/hrg #ASAL, F AMATE < 35430
ag5dey. g4 FFTE 280 nmolH #F2
Haith §28¥L 3 FH 7 1808 AFog 4
BAHZ 7besA st
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23.2. CM-Sephadex Chromatographyl 2%} #2181
Buffr A2 #H¥ 2¥¥ C(M-Sephadex %32
columnel A2 8H#E E2BU BIAZHT AEY
gaFAANN AL 3AMTESE 01 M Sodium
Phosphate(buffer A : pH 6.0)& &2l-buffer2 ol&
93, 2 o]Fd& buffer B, & 03 M NaCle] 3
Sd @¢284(pH 609 0.IM Sodium Phosphate) &
ga-hufferz AH&&H o, & -bufferd] EFEE
= 80 ai/hrE FASE of 4 g4 FHEE
280 nmoll A ZAH A, PBSOl disted EEstA &
o Ryog RYHN EAHISE ¢ 5 AU
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% 9% E #Hd, 15% SDS Polyacrylamine Gel A7
H9E(SDS-PAGE) S A¥sgen. 2 #FL oS
T gch
SDS Gel Recipes
Resoning Gel :
30 % Acrylamide stock soln.
4 x Buffer 250 ml
Mercaptoethanol 50l
1 % BPB

50 ml

1 m (bromophenol blue)

05 M Tris-HCI(pH 6.8) 1 ml

Glycerol 1 ml

H:0 239 m

TEMED 13 ul (NNN/N'-

tetramethylethylenediamine)

10 % Ammonium Persulfate 100 ul
Stocking Gel :

30% Acrylamide stock soln. 2.0 ml

4 x Buffer 250 ml

H:0 54 ml

TEMED 13 u

10 % Ammonium Persulfate 100 ul

Seperating Gel : 103 V. 22 mA
AxA 2 8" Buffer : TAE 1xBuffer
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o 1.0nl/min(flow rate)o2 3W FJAA HE
Chromatographic 72 0.1% Trifluoroacetic Acid®]
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712 pHS B5E& LASA #Ax dedelA
Superdex 75R  columng ©)&stad oju] Helstth
o] Agol4 AoJA Superdex 75R chromatogram<
Fig. 1o vtehA it

T CM-Sephadex column® ©]-&3ted trichosanthin
o BIPE AUaATh o APAM @ojd CM-
Sephadex chromatogram-2 Fig. 20 Wepl A&l
0.3 M NaClo] %89 bufferAbgo] el & peakell M
t 27 E(CM-Sephadex) ol thata] gol29] Hej=
Fa4=ol9ld @¥Ado] Na' Cl'7F ##8 buffer B
gofo] &2 Eoj3d wet FAAMY HYE o]FX
Ad A E buffergdol AR A HeZ gz
A 9te] Aol FolAM trichosanthine] F&|ut
oA dch o] FHAFA wisAH 43 w4 FAPA
Q &4% Trichosanthin A <F 10 mgo] AR
U, o] ¥ AAZ A8 FFAZ F AEY
B7h 24T @ golAT, ol shedE R
7A 2x107% AGE ol FZA 14x



Hoa-oMz

SAMPLE

Trichosanthin Radix 50.00g / PBS 250m
Stiring(during over night in 4°C)
Filterring(cheese cloth)

Solution Residue

Centrifugation(12.000rpm/15min * 3 times)

f 1
Solution Residue
Centrifugation & Dialysis

CM-Sephadex Chromatography
Buffer A : 0.1M Sodium Phosphate(pH 6.0)
B : 0.3M NaCl in buffer A

Solut'ion Resiihe
15% SDS-PAGE
Vydac C; Chromatography
Buffer A : 0.1 % Trifluoroacetic Acid
B : 35 % Acetonitrile

Trichosanthin

Scheme. 1 Scheme for isolation and identification of Trichosanthin

mAU 15.24 superdex7553:1 UV1 280nm
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Fig. 1 Application of crude extract from T. kirifowii to Superdex 75R chromatography
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Fig. 3 SDS-PAGE profile of extract from T.
Fig. 2 Isolation of kirilowii
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Fig. 4 Reverse-phase HPLC purification of trichosanthin.
* The effluent stream was monitored at 215nm. 7
pools were collected(labeled I~VII}
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