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Preliminary Study on Suspected Hypersensitive Protein of Carthamus tinctorius Injection
LI Jian-ping, KANG Yong, HE Shi-lin, YANG Guo-zhen, CHENG Yu-chuan(Shanxi Academy of Traditional Chi-
nese Medicine, Taiyuan 030012, China)

ABSTRACT OBIJECTIVE: To study the hypersensitive reaction-related protein of Carthamus tinctorius injection. METHODS:
Three batches of C. tinctorius injection with or without hypersensitive reaction were collected, and the proteins of C. tinctorius in-
jection were separated and enriched by gradient elution of ion exchange resin; sodium dodecyl sulfate-polyacrylamide gelelectropho-
resis (SDS-PAGE) was used to separate the proteins and preliminarily analyze the differences of them. RESULTS: The allergenic
C. tinctorius injection had two deep-color, clear-cut bands, of which the protein molecular weight were 40 kD and 26 kD, respec-
tively. Non-allergenic C. tinctorius injection have only one deep-color, clear-cut band, of which the protein molecular weight was
10-17 kD. CONCLUSIONS: The 40 kD and 26 kD protein are probably one of the reasons of C. tinctorius injection sensitization,
but the 17 kD protein may not cause allergic reactions. The molecular structure and content limit of sensitization protein still needs

further analysis.

KEYWORDS C. tinctorius injection; Allergic; Protein; Sodium dodecyl sulfate-polyacrylamide gelelectrophoresis
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1.1 4Es

LGJ-18A BV 4 T 1ML (b 5 DU ARl 2 28 A7 FRA T 5
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AT B HL PR 7Y 200C 78 B kAN (JE 0B B AR B vk i s A B
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1.2 #HE5RFH

AR CR TR 250 A FRAA 7], A SO ™ i it 5
07123101, 20070318, 20070201 ; JG & 7= &b , . 5 .
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man /A ) s BT (MW3 500) B IE 2504 (MW10 000) 31
A 32 [ Millipore 23 ] 5 2 ML 17 11 (BSA, b i B Ag AL AL 9
B A RTRTAE L HEE:20100112) ; SDS %, I [ 3 =
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2.1.1  ERYER RN BCE DR EE G-250 0.1 g, /5%
FRAE, A 95% £, T 50 ml MR 100 ml, ZZIH/K E ¥ 2 1 000
ml, JRA], B, 55
2.1.2 FRuERRZRAGZH] 45 BSA ARUER 1.0 mg/ml, 535
B UZ W 0.01.,0.02.,0.04.,0.06.,0.08.0.10 ml & T HZE R4
WM ZERE K ANE 2 0.1 ml, A AN ABRPE YA 5.0 ml, 3.
RIVRAT, 595 nm B KA E OETE o LR TR B M i
ARAR GRS AR, bR 2k
2.1.3 HAFREREMINE  BERNEER 0.1 ml, 47 30y, 4
FMABRMEY L3 5.0 ml, 57 BIVR AT, F 595 nm I A0 I 2 T
FRE. MRIEFRERLE R R .
2.2 SDS-PAGE H ik
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Tab 1 Electrophoresis gel formula

L35 IT IR el

31 % NIEERE , ml 4.704 0.48
BEWEZE 0P (pH 8.6) ,ml 3 0.93
FBEFIK,ml 0.344 2.34
Hh, ml 0.95

10%Ap, pl 30 225
TEMED, p.1 6 45

222 WYk EHECA 20 mA, B ZE S [ E 30 min, J

4,30 min, B AT BT R
2.3 ARXEHRPHBEARYRNFESSHEERSE
231 FREEAEIES  BUEHEL TR S, 4300 e
DLVE M A AT 5 90% ,4 CEE 2 h 7, L2k Ty 14
em, 3 500 r/ min &0 15 min, 37 F3E W, UOTEH 58 K%
fife, WAt BT AR TR, UR T B
232 FREEOMNHEKSE o 5B S 07123101,
13040102 [ 21 AL 7E 5 W T A5 28 R TR0 AR 3 o, i 2585 7K
VA, 152,137 0Ty IR 3 A R e I R L L W
IS pg B BARE, F52. 2700 T i T H Ik A -
24 AESHBRPHRBEANGLEBEEKSSE

¥ DEAE-52 #f fIg i 4b ¥ J5 %% 41 (3 em x 30 cm) ,
Tris-HCI (0.02 mol/L, pH 7.5) ¥ & 7t 73T , K 2 FRECAS b 21
AEESHR A IR T3 0.5 g, i 1 ml Tris-HC1(0.02 mol/L, pH
T5) VR MRS G EFE M6 YR ) Tris-HC1(0.02 mol/L, pH 7.5) %
W A NaCli i 47 0.01,0.02.,0.03.0.04 .0.05 mol/L 14 Tris-HC1
VW RE BE DRI, 9% 5 334 % 0.5 mI/min, [A]IF7E 280 nm K4k
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Fig 1 Bovine serum albumin concentration-absorbance

standard cure

R2 ARFHEPEOREREMNELR
Tab 2 Results of determination of protein concentration in

the C. tinctorius injection

= AEE M, mg/ml 4k, mg/ml
07123101 0.174 6 0.958 0
20070318 0.143 3 0.807 9
20070201 0.167 8 0.655 4
13072903 0.1459 0.7750
13060803 0.182 3 0.601 1
13040102 0.164 4 0.874 7
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LA SR 2048 7R G (H5 : 07123101) 5 2 JCEUMVE 21 46 1 91 i
(#£5-:13040102) ; 3.2 73T BT brifE

Fig 2 SDS-PAGE electrophoresis results of protein residues

in C. tinctorius injection

1. C. tinctorius injection with sensitization response (batch number:
07123101) ; 2. C. tinctorius injection without sensitization response
(batch number: 13040102) ; 3. Marker

3.3 @ EMAEESRAEEANEXRS S

2: DEAE-52 B 2% , B FPE & & 1119 SDS-PAGE ¥ 7C
B, WSS B T A, KT 42 kD Ab Y TR 114671
40 kD Zb39H LASER AR , 5 SSUOME 2146 10 SR Y B (L TR
L5 BB O, IO B E 21 A6 7 R B (0 A v ELAREAN 5 30 kD 4k
BIA LA B0 40 1 HUBORI 9 257 5 26 kD AbAT SO 2T A6 7 5
WA B LA AT, BT, JCEUB: 20 AR R
FEH 5 10~17 kD KIS LL AL SR 1 M E AT,
TCEUECE LT 1 5 W s SRR S A e TR ELIE T . 20 4B RS
Wb 4l Ak 25 11149 SDS-PAGE HL vk 25 5 L IE] 3.
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Fig 3 SDS-PAGE electrophoresis results of protein purify-

ing in C. tinctorius injection

1. Marker; 2-4. C. tinctorius injection with sensitization response (batch
number: 07123101, 20070318, 20070201) ; 5-7. C. tinctorius injection
without sensitization response (batch number: 13072903, 13060803,
13040102)
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