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Abstract: Objective To develop and validate the detection method of mouse ear blue staining pseudo-allergic reactions, and
establish the method of quality control for Yiqi Fumai lyophilized injection (YQFM). Method Mouse anaphylactoid reaction model
was developed by tail iv injection of test substance solutions containing Evans blue (EB). Scores of ear blue staining and quantitation
of ear EB exudation were the parameters for the pseudo-allergy reaction. The repeatability of the method and the extraction time of
the mouse ear were investigated with Compound 48/80 as the positive control. The auricle blue anaphylactoid tests were applied to
investigate two batches of YQFM (1800 mg/kg), which are 20140105 and 20140804. Results Compound 48/80 caused severe ear
bluing and EB exudation by inducing obvious vascular hyperperme ability, which indicated that they can induce mouse
pseudo-allergy. The model of mouse pseudo-allergy induced by YQFM was stable and repeatable. Ears can be soaked for 2 ~ 5 days
in formamide, and the content of ear EB of mouse had no significant change. Moreover, no anaphylaxis was found in YQFM
20140105 and 20140804 batches. Conclusion The detection method of mouse ear blue staining pseudo-allergic reactions is stable
and can be used for the quality control of YQFM.
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EB EH KM, 4524571 20 mg/kg: YQFM 4H:
WHE 1800 mg/kg 1ENFELE . MNIIE iv 4724,
25 2R 20 mL/kg.

YQFM IR A= . BFi%E 0.65 g, 8 ¥y
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LRMLH]: FREX EB 10 mg ¥R H LR 10 mL +,
Be s 1 mg/mL HIAif £ 9.  HURG A 200 pL & T
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Table 2 Solution preparation of standard curve
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(ugmL™) TAEMAMAFYmL A B BER AR /mL
10.00 — —
8.00 4.000 1.000
6.00 3.000 2.000
4.00 2.000 3.000
2.00 1.000 4.000
1.00 0.500 4.500
0.50 0.250 4.750
0.25 0.125 4.875
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aa PR IR — 10 07056 —  —
| C48/80 2.5 30 06695 —5.12 —
50 100 2.8667 30625 +
10.0 100 45972 55150 +
200 100 3.3307 372.02 +
FUARK BITERTI — 10 04191 —  —
C48/80 2.5 20 0.6293  50.15 —

R

50 70 11870 18320 +

100 100 52331114857 —+

200 100 2.8636 58324 +

AR P — 10 0.6809 — —
C48/80 25 20 0.5682 —16.56 —

50 70 1.8359 169.63 +

100 100 4.1559 51035 +

200 100 6.3864 837.92 +

—: FBUNHINE; 4 S BN

—: negative anaphylaxis; -+: positive anaphylaxis
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Table 5 Response rate and EB increased rate of YQFM in different dosage groups

e 11 e ) RENL§ S . "
FILURARE: 415 FIE/ (mgkg ™) . EB /g EBIHEHE/% RN
RAEZ Y%
B R I 1 s — 10 0.528 1 — —
C48/80 20 100 3.9590 518.89 +
YQFM 20140105 1 800 20 0.537 8 —15.94 —
YQFM 20140804 1 800 10 0.448 8 —29.85 —
R I 1 s — 10 0.718 5 — —
C48/80 20 100 1.773 4 146.83 +
YQFM 20140105 1 800 30 0.5117 —28.774 —
YQFM 20140804 1 800 50 0.590 5 —17.8125 —
FE= AR I 1 s — 10 0.3973 — —
C48/80 20 100 2.5780 548.90 +
YQFM 20140105 1 800 30 0.5202 30.94 —
YQFM 20140804 1 800 10 0.455 1 14.55 —

—: FBUNIINE; 4 S BN

—: negative anaphylaxis; -: positive anaphylaxis
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Fig.2 Example for taking pictures of mice
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25 F10 R 0.000 8+0.000 3 I YQFM it il 36 A7 M Ak TFr vt i 2 1
A 0.012 740006 5™ FHE, HEH TR S YQEM WA T A AR
L EITIRALLERL: “P<0.01 AR AT, MBACREX R BB W%

7P <001 s black control group 5 A AT LRI HT, BIREAS BB e
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0.999 1.
4 #Hig
4.1 EOYPRHIERBSHEERE

K H C48/80 1 A A s N B 24, ) HEAN )
FIRHAT %2, TR 3 YAl gl BIgR /N R B
WL e RS Rt e, BRI, 4R
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i 5 =i TR 2~5 d 34m], nl 7R kR
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0.125. 0.0 625 pg/mL JEFE KN, FIHTFEN y=
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