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Identification of Animal-derived Components in Ossotide Preparations by PCR

LI Songbo'?, WANG Ziqiang?, SHAO Hong?, CHEN Gang®"(I.China State Institute of Pharmaceutical Industry,
Shanghai 201203, China; 2.Shanghai Institute for Food and Drug Control, NMPA Key Laboratory for Quality Control of
Therapeutic Monoclonal Antibodies, Shanghai 201203, China)

ABSTRACT: OBJECTIVE To establish a method based on molecular biology technology to identify animal-derived
components in ossotide preparations, and the species of bone raw materials used by some domestic ossotide preparations
enterprises were identified. METHODS The intermediate in the process of ossotide preparations was taken as the sample, and
nucleic acid was extracted by optimized CTAB method. The animal-derived components were identified by PCR amplification
and agarose gel electrophoresis. RESULTS The samples from 9 enterprises were identified by the method successfully
established for ossotide extraction intermediate, and only pig source components were detected, no cattle or sheep source
components were detected in all samples. CONCLUSION All the 9 enterprises use pig bone as raw material for ossotide
preparations, which is in line with relevant pharmaceutical standards.
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Tab. 1 Detailed information of the ossotide samples
P S ik e A FR (kA £) it

1 A BRI (R ) 18190102

2 A B IRE R (FTE R 18190103

3 A B AR (RLE ) 18190104

4 B e i v P AR B 20180601s

5 B e U 1 P 4 BT 20180602s

6 B e Ui e P SR B 20180603s

7 C BRI R (144 (AR SR /

8 D 8 DU FR SRR (T 5 ) DGG-A-4-3-P1
9 D ETBCE BRI DGG-A-4-3-P2
10 D e VY B ey R BB A 3 ) DGG-A-4-3-P3
11 E i i $ B 180605
12 E e i $ B 180701
13 E It HE 4 R 180702
14 F B BRI A T 20181101
15 F R EOAR 45 20181102
16 F B R SRR AR T 20181103
17 G o R 20181202
18 H BRI (R &) 1805161
19 J B RS EUR 25 iR 5 R 1901002
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Tab. 2 Nucleotide sequence of primers for identification of
pig, cattle and sheep origin components
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BHEIY Fus¥ 5°- GTA GGC TTG GGA ATA GTA CGA-3’
SRSy LIS $°-TAT TAG GCC TCC CCC TTG TT-3°
BREY Fugsl¥ 5°- CCC TGC TCA TAA GGG AAT AGC C-3°
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Tab. 3
determination of ossotide samples

Results of DNA purity and concentration

FE T Aol Aago W g uL!
1 1.86 71.06
2 1.84 77.72
3 1.87 262.15
8 1.88 248.57
9 1.89 388.68
10 1.87 522.17
1174 1.85 26.13
19 2.07 2.98
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M-marker(DL500) ; 1-%% A4 DNA(0.1 ng-uL™"); 2-4 A DNA
(0.1 ng-pLY); 3—3: P4 DNA(0.1 ng-uL™).

Fig. 1 Electrophoretogram of specificity by PCR
M-marker(DL500); 1-pig DNA(0.1 ng-uL™"); 2—cattle DNA(0.1 ng-uL™");
3—sheep DNA(0.1 ng-uL™).
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B2 R DNA KR Z 3t PCR 77 ik B %
M-marker(DL500); 1-1ng-uL~'; 2-0.1 ng-uL~'; 3-0.01 ng-uL~'; 4-1pg-pL~'s 5-0.1 pg-uL~'s 6-0.01 pg-uL~'s 7-1 fg-ul~'s 8—[HMEXT .
Fig. 2 Effect of template DNA concentration on the PCR method
M-marker(DL500); 1-1 ng-pL~"; 2-0.1 ng-uL~"; 3-0.01 ng-pL~'; 4-1 pg-pL~'; 5-0.1 pg-pL'; 6-0.01 pg-uL~'; 7-1 fg-pL~!; 8—negative control.
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M-marker(DL500); 1~6—4#/4-/2F (5 L 4> B8 50%, 10%, 1%, 0.1%, 0.01%, 0%; 7-BAPEXER.

Fig. 3 Electrophoretogram for detection limits by PCR

M-marker(DL500); 1-6—proportion of pig/cattle/sheep is 50%, 10%, 1%, 0.1%, 0.01%, 0%; 7-negative control.
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Fig. 4 Electrophoretogram for identification of animal-derived components

M-marker(DL500); P—positive control; N—negative control; 1-19—-bone peptide decoction intermediate sample; 20-blank control.
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