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Quality Evaluation of Galli Gigerii Endothelium Corneum by Allele-specific PCR Method
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[ Abstract | Objective: To screen the specific reverse primers of Galli Gigerii Endothelium Corneum,
duck gizzard membrane and goose gizzard membrane, and establish a specific PCR for molecular identifying Galli
Gigerii Endothelium Corneum and its common adulterants. Method; Based on the mutation sites on the 12S rRNA
sequence, specific polymerase Chain reaction (PCR) identify primers were designed for chicken, duck and goose
gizzard membrane. The specific PCR reaction conditions were optimized, and the PCR identification method was
explored and verified in terms of tolerance and feasibility. Thirty batches of Galli Gigerii Endothelium Corneum
decoction pieces extracted from the test were identified. Result: Thirty batches of Galli Gigerii Endothelium

Corneum decoction pieces were detected using chicken-specific primers, 273 bp of specific bands was amplified and
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visualized on the agarose electrophoregram. When duck and goose primers were used, no corresponding amplified
band was detected. Conclusion: The allele-specific PCR method can be used as a rapid and accurate method to

identify Galli Gigerii Endothelium Corneum. It is a promise method for special sampling tasks of Chinese herbal

medicine and decoction tablets nationwide.

[ Key words ] Galli Gigerii Endothelium Corneum; duck Gizzard Membrane; goose Gizzard

Membrane; adulterants
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Table 1 Galli Gigerii Endothelium Corneum and adulterants in this study

No. W AR RT 48 K B Aso/Ary  DNA JREVRE /mg-1 !
1 X 4 Gallus gallus domesticus Ak 1 1.81 34.8
2 N 4 G. gallus domesticus 1k 2 1. 84 35.2
3 XN 4 G. gallus domesticus I AK] 1.72 28. 4
4 KX P 4 G. gallus domesticus 0l 4 1.55 8.7
5 10 G N 4 G. gallus domesticus 5 1.25 4.7
6 KX PN 4 G. gallus domesticus 1k 6 1.33 6.5
7 itk 3 P 4 G. gallus domesticus 4k 7 1.50 2.8
8 T Py 4 Anser platyrhyncha domestica LR 1.78 30.8
9 W % A, platyrhyncha domestica N e 1.78 315

10 K 4 A. cygnoides orientalis G 1.81 36.5

11 RN 4 A. cygnoides orientalis SR 1.83 40.4

12 8 P A. platyrhyncha domestica dextti - -

13 S Py 4 A. platyrhyncha domestica Jentiis - -

14 4 A. cygnoides orientalis JextTi - -

15 4 A. cygnoides orientalis enttiy - -
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Table 2 Oligo sequences of specific primers for chicken,duck and goose
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Fig.1 Genome DNA electrophoresis of Galli Gigerii Endothelium
Corneum, fried Galli Gigerii Endothelium Corneum and vinegar

Galli Gigerii Endothelium Corneum
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Fig.2 PCR electrophoresis of Galli Gigerii Endothelium Corneum,

duck gizzard membrane and goose gizzard membrane
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12XH) ,ffi FHIE 8] 519 12SFW ALy 5% i1 19 12XE,

CCACCTAGAG GAGCCTGTTC TGTAATCGAT GATCCACGAT CAACCCAACC
CCACCTAGAG GAGCCTGTTC TGTAATCGAT AATCCCCGAT TAACCCAACC

ACCCCTTGCC A-GCACAGCC TACATACCGC CGTCGCCAGC CCACCTCTAA
GCCCCTTGCC AAGCACAGCC TACATACCGC CGTCGCCAGC CCACCTCGAA
ACCCCTTGCC A-ACACAGCC TACATACCGC CGTCGCCAGC CCACCTCGAA

TGAAAGAACA ACAGTGAGCT CAATAGCCCC TCGCTAATAA GACAGGTCAA
TGAGAGCGCA ACAGTGGGCG CAACAGCACC CCGCTAATAA GACAGGTCAA
TGAGAGCACA ACAGTGGACA CAATAGCACC CCGCTAATAA GACAGGTCAA

GGTATAGCCT ATGGGGTGGG AGAAATGGGC TACATTTTCT A-ACATAGAA
GGTATAGCCT ATGGGACGGA AGAAATGGGC TACATTCCCT ATGCATAGGG
GGTATAGCCT ATGGAGTGGA AGAAATGGGC TACATTCCCT ATTCATAGGG

CAA-ACGAAA AAGGACGTGA AACCCGCCCT TAGAAGGAGG ATTTAGCAGT
CAACACGGAA AGAAGTATGA AACT-GCTTC TAGAAGGAGG ATTTAGCAGT
CAC-ACGGAA AGAAGCGTGA AACC-ACTTC TGGAAGGCGG ATTTAGCAGT

AAAGTGAGAT CATACCCCCT AAGCTCACTT TAAGACGGCT CTGAGGCACG
AAAGCGGGAC AATA------ AAGCTCGCTT TAAGCCGGCC CTAGGGCACG
ABAAGTGGGAT AATA------ GAGCCTACTT TAAGCCGGCC CTGGGGCACG

TACATACCGC CCGTCACCCT CTTCACAAGC CATCAACATC AATAAATATA
TACATACCGC CCGTCACCCT CCTCATAAGC CACACCCCCA CATAATTAA-
TACATACCGC CCGTCACCCT CCTCAAAAGC CACA-TCCCA CATAACTAA-

TACCTCCCCT CCCGGCTAAA GACGAGGCAA GTCGTAACAA GGTAAGTGTA
TACCACG--T AAATGCCAAA GATGAGGTAA GT-GTAACAA GGTAAGTGTA
TACCATA--A ATACGCTGAA GATGAGGTAA GTCGTAACAA GGTAAGTGTA

REE BER BER BER BER BER RBER RBER
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E 3 38 87038 12S PCR =4 DNA 5|
Fig.3 DNA sequences of 12S PCR products from chicken,duck and

goose samples
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C D

M. DL 2000 DNA Marker;1 ~4. 3% 435 ~6. WM G57 ~8. KNG
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Fig. 4  Different chicken primer amplification electrophoresis of
Galli Gigerii Endothelium Corneum, duck gizzard membrane and

goose gizzard membrane
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Influence of PCR reaction conditions in specific identify of Galli Gigerii Endothelium Corneum
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Fig.7 Different primer amplification electrophoresis of 30 batches Galli Gigerii Endothelium Corneum
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