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Summary

In this studies, we isolated a kind of protein from Alisma Canaliculatum by the saline
extraction. This protein was found to have a strong protective effects on the denaturation
of a-chymotrypsin in the solution state. The obtained important results during the studies

were as follows,

1. This protein was never hydrolyzed by the a-chymotrypsin.

2. The denaturation of a-chymotrypsin was strongly protected by this sample protein.

3. Isoelectric point of this sample was about 4.7.

4. This sample protein was determined as an antigen but very weak antigenicity was indicated

on rabbit.
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Fig. 1. Preparation of Sample.

Alisma Canaliculatum Powder
extracted with
0.4% NaCl for 2hrs. at 5°C

Supernatant

Precipitate
l Heat at 100°C for 30min. (diseard)
i B 1
Supernatant Precipitate
’ add (NH,); SO, to 80% (discard)
saturation
1
Precipitate Supernatant
dissolved in 0.4% NaCl (discard)

dialized in water at 5°C

Precipitate was forming
l centrifuge

Precipitate
ldissolved in 0.4% NaCl
add Acetone to 85%
Precipitate .
ldissolvod in 0.4% NaC
add Acetone to 85%
Precipitate

lwash with abs. Acetonex3.

l Dried as a Sample.

#5 & a-chymotrypsin ¢} ¢l ©}.

6) BENEEME RESE
a-chymotrypsin 2] {E#:E HIE S casein Folin It
ks AN 2 R E Tyrosined Boz R
et o A% Buffer = pHS8.09 phosphate
Buffer o] ¢l = fERBEE 35°C, fEAKRME 104
fgelgdek. = T Casein2 E, Merck k5]
Hammarsten Milk casein ©}®] ¥E##I%Es control
Eze gio 2 Wee Bl BsEst Sample
9] Btk = Sample 3} Sample 39| Btk % HE
ol WHEH EE WEE EWT HEE Mot Kt
B HmEetech. Bl BURHAR 1ml o} BERWE 1ml

& ] 35°C 9 Kl A 30 4¥R preincubation

g # 0.5% casein (in pH 8.0 phosphate Buffer)
5ml§ fiste] 35°ColA IERES 10450 KEA
A #% 5mle] WERES mdtq 35°ColA 304
B @ % WiEstd o ®E 2mlE sty
Na;COs % 5ml 2 Folin 3% 1ml & sl 30°C
o4 304 WEAA 660mpo]A = Optical
Density & M3t tyrosine EEEghIRS s
9. :

I &% % %%

1) Sample 2| REEV} a-Chymotrypsin of 4
Aol nxl= BE
" Alisma Canaliculatum o 4 9-& 3] &g~}

a-chymotrypsin o] ffol ©l = BES WESY
om {(FRS BERe BEE Spe/mloldx M
3 30 BEE 1~5mg/mlel gtk fERHEL
Sample ## 1ml 9} Enzyme ¥ 1ml & BE3
o] 35°Co| Al 304 preincubation % # o37]c]
#EE2A 0.5% casein W 5mlE fndte] 35°C
oA 10 M fERAR #% Hikel fketo] EESA
o =2 HERE oS E 29 2.
2) Sample I} a-chymotrypsin 2}2| Bi{R

& RH= —%E9 protein ol 22 o] s} @R
ol kate] frE= e BEE Bt 0.5~10mg/ml
o @R 3ol 35°ColA 104 FAAA AE
A o

Tyrosine(#)
£
\e
a \
/ '

Fig. 2. The effect of sample concentration

Table 1. The Effect of Enzyme on the Sample.

Tyrosine 7
Sample mg
Sample - Control
0.5 6.0 5.5
1 7.0 6.5
5 8.0 8.0
10 11.0 11.0
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Table 2. The Effect of Sample on the Casein
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Fig. 3. Heat Stability of a-Chymotrypsin
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Fig. 5. The effect of Sample on the Heat
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Table. 3. Qualitative Detection of the Sample.
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Fig. 7, Isoelectric point of the Sample
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Fig. 8. Hydrolysis of Sample by Hydrochloric
Acid
10) Sample o] MO HafA

A Sample & 0.8% NaCl %¥ol HfEsle] B\
# 3kgel RE WE 10mg & MERNE w4tst
T 4H HRe2 2% 20mg, 3Ke] 30mgR
&% EHstd BEAD $# 10 B Fikd o
d LEez FE Rmdte BEmFE do B
9] pilKol #3te] Ring Test 9} Gel diffusion Method
£ RS RERES FESL BFE B Himgd
#8) Al positive 2 1belyt o} 55 BN LA E
RES BESIA E3dc. HEe #R=4 &
Alisma Canaliculatum Sample-& 353}v}=) HEM
+ 7z dd=z 2oz,



V= ®

Alisma Canaliculatum © 2 Y-8 483} protein <]
~—#°] a-Chymotrypsin 9] o w A& @
2% vk 2o BEE BEstd 483 2,
1) & Sample & a-Chymotrypsin o] k3] A 24
fEfE R o+ protein & —e] A

2) Z Sample & a-Chymotrypsin & 4&i5< 3}
A R

3) & Sample protein® LPE # 4.7 fir®
s

4) % Sample & Rabbite] Ha)4 FHshbeh 3

kS vrehd et
V. #EXM

1) J.B. Summer; “Chemistry and Methods of Enz
ymes” Academic press (1953).

2) P. Desnuelle; “The Enzymes” (1960).

3) P. Desnuelle; “Adv. in Protein Chemistry”
(1961).

4) B.S. Hartley; “Nature” 201, 1284 (1964).

5) H. Neurath; “Protease Text” (1965).

6) FRIBUAR; “BEE BIAEE” 2. (1960).



