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Screening of Shuanghuanglian Injection allergenic ingredients
based on immune fingerprint
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( 1. Department of Pharmaceutics Hunan University of Chinese Medicine Changsha 410208 China;
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Abstract In this paper immune fingerprint was used to screen the allergenic components of Shuanghuanglian Injection( SHLI) by
enzyme-inked immuno sorbent assay( ELISA) combined with HPLC/MS method. ELISA—embedded antidgE antibody could success—
fully adsorb allergens in SHLI and its plasma samples containing drugs through different routes of administration suggesting that SHLI
can induce type | hypersensitivity in rats. HPLC fingerprints and MS map of SHLI and drug—containing plasma samples from different
routes of administration before and after antidgE antibody adsorption were established. According to the similarity evaluation of HPLC
fingerprints and analysis results MS map the sensitization of traditional Chinese medicine injections can be changed by different admin—
istration methods. There were 22 kinds of components that can be adsorbed by specific anti—IgE antibodies in Shuanghuanglian Injection
and its drug-containing plasma most of them were acids and nitrogen compounds. Based on supramolecular theory it was inferred that
these compounds came from SHLI or body and may form supramolecular hapten which results in immunotoxicity and allergic reaction
when being used as injection instead of oral liquid. Immune fingerprint is not only used to screen out single component allergen but al—
s0 more comprehensive sensitive and easy to operate. It can provide reference for the future research methods of allergic reaction of tra—
ditional Chinese medicine injections.
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Fig.4 HPLC fingerprints of different sample solutions before and after immunoadsorption

1

Table 1  Fingerprint similarity evaluation of different Shuanghuanglian sample solutions before and after immunoadsorption

S1 52 S3 S4 S5 S6
S1 1 0.227 0. 477 0.958 0. 002 0. 008 0.092
S2 0.227 1 0.231 0. 127 0 0. 002 0.043
S3 0.477 0.231 1 0.489 0. 009 0. 006 0. 099
S4 0.958 0. 127 0.489 1 0. 001 0.024 0.072
S5 0. 002 0 0. 009 0.001 1 0.027 0. 826
S6 0. 008 0. 002 0. 006 0.024 0.027 1 0.577
0. 092 0.043 0.099 0.072 0. 826 0.577 1
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2.3 o
5 4
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A. ; B. ; C.SHLI ; D.SHLI ; E.SHLI ;
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Fig.5 Mass spectrometric total ion current charts of Shuanghuanglian samples before and after immunosorption

2
Table 2 Fingerprint similarity evaluation of different Shuanghuanglian sample solutions before and after immunoadsorption
No. /
1 362.095 3 (M+H) * cys his cys C,HyN50,S, 81.81
2 140. 07 (M+H) * isoamyl nitrite CsH,;;NNaO, 86. 26
3 162.112 6 (M+H) * 3-butyrl propionic acid C;H4sNO; 99.77
4 118.086 5 (M+H) * 4-amino-pentanoic acid CsH,,NO, 85. 82
5 132.101 9 (M+H) * isoleucine Ce¢H4,NO, 98.55
6 268. 996 1 (M+H) * dimethylallyl pyrophosphate CsH,NaO, P, 93.6
7 132.101 8 (M+H) * leucine CoHNO, 44.42
8 120. 080 4 (M+H) * - - -
9 166. 086 (M+H) * 2-amino—4"-hydroxy-propiophenone CyH,NO, 99.22
10 205.097 1 ( M+NH,) * indoleacrylic acid C;H;3N,0, 99.76
3 188. 063 2 (M+H) * - - -
12 114.091 6 (M+H) * epsilon-eaprolactam C¢H,;,NO 85.95
13 194.081 3 (M+H) * 2-methylhippuric acid CioH,NO; 99.23
14 190. 084 6 (M+H) * methyldopamine CoH 3 NNaO, 95.72
15 569.312 6 (M+H) * protoporphyrinogen X CyHy N, O, 83.45
16 394.2219 (M+NH,) * 18-oxocortisol C, H3,NOg 98. 87
17 209. 116 4 (M+H) * phosphonic acid p~ 2-phenylethenyl) — diethyl ester C,Hy;,04 96. 28
18 426.320 1 (M+H) * - C,sHyyNOs 95.2
19 279.158 4 (M+H) * - C1eHp0, 92.72
20 908. 649 3 (M+H) * - CysHoyNO |, S 93.13
21 864.623 8 (M+H) * - C4sHoyNO; S 92.57
22 556. 440 4 (M+H) * - Cs3 HssDs KO 80. 52
10
(- ) IgE
— () . HPLCMS
10 SHLI i
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