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Identification of Rubus Chingii Hu and Its Related Confounders by PCR-RFLP
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ABSTRACT: OBJECTIVE To establish a specific molecular identification method for Rubus chingii Hu. METHODS The
ITS sequences of Rubus chingii Hu and its adulterants were sequenced and analyzed. A restriction enzyme was screened
according to the variation sites of sequence analysis results. Subsequently, polymerase chain reaction restriction fragment length
polymorphism PCR-RFLP method was established and optimized to distinguish Rubus chingii Hu and its adulterants, the
stability and applicability of the method was investigated and verified. RESULTS The designed primers could amplify the
sequences of Rubus chingii Hu and its adulterants to produce a 800 bp specific fragment. Mbol restriction endonuclease could
only digest the amplified fragment of Rubus chingii Hu into two smaller pieces and could not digest the amplified fragment of
the adulterants. In this way, Rubus chingii Hu was identified specifically,. CONCLUSION The PCR-RFLP method established
in this study can be used to identify the authenticity of Rubus(PCR-RELP) chingii Hu.

KEYWORDS: Rubus chingii Hu; adulterants; polymerase chain reaction restriction fragment length polymorphism(PCR-RELP);
molecular identification
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Tab. 1 Source information of medicinal materials
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Fig. 1 Design site of PCR-RFLP primer for R. chingii Hu
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Fig. 2 Effects of different cycle numbers on PCR identification results of R. chingii Hu, R. hirsutus T. and R. idaeus L.

M-—marker; 1-2—R.chingii Hu; 3—4-R. hirsutus T.; 5-6—R. idaeus L..
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60 C 52°C 44 °C 36 C

6 5432165432165 4321654321M

<— 200 bp

3 TREBKEBEXNESET. £EfME ITS 77 PCR £A§ 4R PR

M-marker; 1~2-F#T; 3~4-FEHE; S~6-M%F.

Fig. 3 Effects of different annealing temperatures on PCR identification results of R. chingii Hu, R. hirsutus T. and R. idaeus L.
M-—marker; 1-2—R.chingii Hu; 3—4-R. hirsutus T.; 5-6—R. idaeus L..

10 ng 20 ng 30 ng 40 ng
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M-marker; 1~2-FHET; 3~4&8; 5~6-WH,
Fig. 4 Effects of different template amounts on PCR identification results of R.chingii Hu, R. hirsutus T. and R. idaeus L.
M-marker; 1-2—R.chingii Hu; 3—4-R. hirsutus T.; 5-6—R. idaeus L..
20 min 15 min 10 min 5 min
6 5432165432165 4321654321M

5 TR ELT. £EMKEITS 77| PCR £ A% R 19 200

M-marker; 1~2-B#F; 3~4-3%8; S~6- %,

Fig. 5 Effects of different enzyme digestion time on PCR identification of R.chingii Hu, R. hirsutus T. and R. idaeus L.
M-marker; 1-2—R.chingii Hu; 3—4—R. hirsutus T.; 5—6—R. idaeus L..

BN FH 224 2022 4 6 A5 39 4 11 1) Chin J Mod Appl Pharm, 2022 June, Vol.39 No.11 - 1461 -



PCRy k% 8 7 6 5 4 3 2 1 9 10
PERRORJR3 21 32 1321321321321321321M 32 1 M 3 2 1

<900 bp
<700 bp
1: 500 bp

400 bp
<200 bp

El6 PCRY HEAUEHBHKER

M-marker; |-H&T; 2-Edh; 3-WE,

Fig. 6 Electrophoretic results of PCR amplification repeatability test
M-marker; 1-R. chingii Hu; 2—R. hirsutus T.; 3—R. idaeus L..
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