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Abstract: Objective To establish the microbial enumeration tests of Yiganfuzheng Capsules. Methods The total number of aerobic

bacteria, molds and yeasts in 84 samples of 11 baiches from four manufacturers were detected according to the microbial
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enumeration tests in the Chinese Pharmacopoeia (2020 Edition, Volume IV ). The identification of contaminant microorganisms was
detected by Gram staining microscopy combined with 16SrDNA gene sequencing, RiboPrinter ribosome identification and polymerase
chain reaction (PCR) with specific primers. Results The results of microbial enumeration tests of 11 batches (including 84
pieces) of Yiganfuzheng Capsules from four manufacturers were in line with the test requirements. Eleven kinds of contaminant
microorganisms were detected, including seven kinds of Bacillus megaterium ,two kinds of Bacillus subtilis and two kinds of Bacillus

pumilus, all of which were non — pathogenic bacteria. Conclusion The established method can be used for microbial enumeration

tests of Yiganfuzheng Capsules to analyze the source of contaminant microorganisms, and can provide a reference for the quality

control and risk assessment of the preparation or related Chinese patent medicines.
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Tab.1 Results of the applicability test of the microbial enumeration tests

4k 5 W 2R EH HRA RGBSR REFRATE OEARRA ZE
A 170602 1:10 0.63 0.76 0. 90 0.80/0. 85 0.87/0.80
B 20170601 1:10 0.74 1.03 0.76 0.93/0.99 0.89/0. 87
C 20170501 1:10 0. 49 0.84 0. 68 0.93/0. 84 0.98/0. 87
1:100 0.84 1.08 0.79 0.97/0.88 0.92/0.90
D 171102 1:10 0 0. 40 0. 87 0.91/0.95 0.92/0.87
1:100 0. 85 1.05 0.93 0.95/0.96 0.87/0.83
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Tab.2 Sampling conditions of four manufacturers and number of

sampling areas involved
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Tab.3 The total number of aerobic bacteria of seven samples
which detected contaminant bacteria in manufacturer D and

distribution of their sampling areas

B5 # s # (cfu) R 4 (cfu) T X
1 4 200 3
2 4 200 =#
3 6 300 5
4 4 200 a2
5 2 100 #k
6 2 100 Wik
7 6 300 I
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Fig. 1 Phylogenetic analysis of 16SrDNA gene sequence of contaminant bacteria
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Fig.2 Microscopic photograph of Gram - staining of YGFZ -3,8,10

KZEFOHFTF B, AHLEE R 0. 75.YGFZ — 9 . YGFZ - 10 K
Wi ZEFRTF R, YGFZ — 8 \YGFZ — 11 2k Ja /)N 2 JL FF
B, AL B KT 0. 85, 55 16SIDNA 1 & 4t & 5 70 bt
—5
%4 RiboPrinter £ E &R
Tab.4 Results of the identification by RiboPrinter

Y5 KRR HADA
YGFZ -3 EXFIHAMHE 0.75
YGFZ -8 BN FIATE 0.93
YGFZ -9 HEFFATH 0. 87
YGFZ - 10 HEFFATE 0.92
YGFZ - 11 JEN AT H 0.94
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Fig.3 Results of PCR with specific primers of Bacillus megaterium
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