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Implementation and improvement for molecular identification

of Fritillariae cirrhosae bulbus
BAO Fangming , XUE Man
(Suzhou Institute for Food and Drug Control ,Suzhou , Jiangsu 215104 ,China)

Abstract ; Objective To improve the molecular identification method of Fritillariae cirrhosae bulbus in Chinese Pharmacopoeia (2015

version) ,and to provide reference for implementation of the standards of Chinese Pharmacopoeia. Methods Primer quantity was reduced

while template quantity was improved. And the annealing temperature was changed from 56 °C to 61 “C. Ethanol precipitation was used

for PCR purification. Results

Using original method ,one nonspecific band (200 bp to 300 bp) was found in PCR result and the result

of restriction endonucleases digestion was too fuzzy to identify. After the method was improved , the nonspecific band was obviously in-

hibited , while the purpose band was not significantly affected. The result of restriction endonucleases digestion was clear for identifica-

tion. Good results were achieved with the improved method. Conclusion This method has good repeatability and can be used for mo-

lecular identification of Fritillariae cirrhosae bulbus.

Key words: Fritillariae cirrhosae bulbus ; Molecular identification ; Quality standard of traditional Chinese medicine

SESILWISE SSRERER SR K7/ WIR SN 25 IR S N
HA DU RS DLBE K DU A RC AR DUAE (9 1
2t I DR AT R A A T LR 2 T
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B NLEF R N UZRGRURL /N LIS b 1k 1%
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U DB B 2561 1R 0 AS [] 3 43 f DL L+
UL 0 Rl dl o 1 DL 10 1 5 2 1 7 vl 2
R 25 ol 1] D1 ) 2 R 1 4 il 2 Ol >R 25 TR ¥
Sihahtt o BEE BARRAR RN LR, T A
HORTEP 25 558 th IR b T R R A 5T, ff rpr 2 25
EMTBNME G IE R RMEY R F) T 8L ) i
DNA : W5 1 (% ITS fR5F X551 SRR E A ps-
bA-tmH J£%1 . 18S rRNA & tmK H:FH 20590 )i
BERY 432000 7 I A5 8 T 58 R HE R & R, (O
E 25 8)2015 Jr 2k T DUEE) 3R A i =X
7 - R A 1 P B B e s ik

AR S R [ 2 L) 2015 jig 1] DL BRI T 56
A R N - BRI P N VTR BE 2 28 0 ik, AT
JDUEESE I ST, e ISR A5 Wi X S iz ( PCR) 45
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L1 RIeZ54r 1] DEEXS B OBy A SR 5 T
B 2y R E A BE (4165 : 121000201108 ) )1 T
BEREG 1 (24 5 BB 50 YEBA T R A IR A
", ZAG 55 S22016QS0106 , 7 My : DU JI| Faf 391) 5 )1
DUBRAE i 2 (24 St 2B A6 30 YL R T RAL 25 M A BR 2
Fl, Z AT 4 5 S22016QS0107, 7= H - Fi g% ) ; )1 UL £F
P 3 (25 AT I3 N L S R 25 ML A FR A
A, Z AT 4 5 S22016Q80229, 7= 4 - PU 1T ) 5 )1 DL +F
FE 4 (200 HER S0« SRV ISR R AR At th 250k Ry
AR T, Z 4845 S22015Q80607 ) , LA 1| D1 &F
FERE YT

1.2 X257 PCR {L ( AB Applied Biosys-
tems) , iR Hi Yk 1 ( Bio-Rad Power Pac TM Basic) ,
B 844 2 48 (GEL DocTM XR + Bio RAD) , & &
75 &5 .0 HL ( Thermo  scientific Biofuge primo R)
DNA #2807 & TIANGEN Plant Genomic DNA Kit
DP305-02 (It *5: N226, W fff 1 4t 5. N2106 ),
DREAM Taq Green PCRMaster Mix (2 x ) >4 Thermo
Scientific 23 ] 77 i (L5 : 00108596 ) , FR il 14 P4 1)
Sma [ (35 :K6001BA) ) H TaKaRa, 5|4 ITS1 .
5’ CGTAACAAGGTTTCCGTAGGTGAA3’ F1 ITS2.5°
GCTACGTTCTTCATCGAT3’ & T LA T.(4t % .
9304435540 £119304435541) , GelRed i H BIOTIUM
o] S 1160127 ) , TIANGEN 100 bp DNA Ladder
(P 45717 : 100,200,300 ,400 , 500 , 600 , 700 , 800 ,
900 .1 000 bp) #1150 bp DNA Ladder( il f 4547 : 50 .
100,150,200 ,250,300 350,400,500 bp) , HAhiz
FRN 2L it e Ay Lm0 g3 2l

2 JIMBERNGEHRR

2.1 ZH#FGE

2.1.1 A B DNA 3RH MR & B BL >
VEEFLR T, i SR, S 0HE . H30 mg A
ARARE 1.5 mL 08 T AP S 41 DNA 42
YRR Gl P U 5 20 SR S IR R 4H DNA, 32 17
F AL DNA B R 20 CORAF % o X IR
DNA & - B DUEEXT B 30 mg /£ 47 1.5 mL
B R, FERTR J7 A O DL RE X IR 4
DNA,

2.1.2 PCR & PCR WAKZR 7E 200 pnL. PCR

BT, OBUEARFR Y 25 pl, DREAM Taq Green
Pcr Master Mix(2 x )12.5 pL,20 wmol - L 'ms
%0.5 ul.  DNA BERE 1 pl 2B Tk 10.5 pl.
PCR W Z%1:95 C WA PE 4 min, JF38 I 30 1K
(95 °C 30 5,56 C 30 5,72 C 30 s),72 °C zEAfif
5 min,

2.1.3 sy R YIRS AE 1S mL gL
BT, ROLEARFR 20 wl, 10X U1 22 il
2 pL,0.1%BSA 2 pL, {41 PCR W 6 pL,Smal
2 puL, BB FIK 8 plo WY)W AE 30 °C K S
2 h, 5 A 2 wL 10 x Loading buffer 2% || fif§ 1]
A

2.1.4  dogkabm HEBUIRBIEE RS A Uk (= ER T
KV B) o HIUKAE KGRl TAE, JBEHR B2
2% AERMERY SRS TP I AAZ R B G 155 GelRed 5
5V - em ™ MEEHUET , FLPKI ]2 50 min,,

Pt 5 x5 BEZG B PCR BN VA Bt i 5 %0
WRZBA RV SN I VR B4 5 :6 mL; DNA 43F- 545
1C.(100 bpDNA Ladder #11 50 bpDNA Ladder) |4 :
3wl UKES W5, MBI 7E BER R AL EAG A
FRIRZTITT E 1) PCR S5 0FE4 71| DL %) 5 30 s
KB, N DUEEST B, PCR 25 47 U4 A e A A 7
P B, R/INME 200 ~300 bp Z (8], W0 1 Fi7s . $%
HRZG BT VA% PCR ) BRI DR, 45 2R B A%
R, JCHE X0 B A R AR B

M 1

11/ .

300 bp Bl
200 bp
100 bp

{F::M:100 bp DNA Ladder; JKi# 1)1 DU I o
1 Il R Exd fR 254 PCR 45 R ik E

2.2 HSEMAE

2.2.1 FFHFHEFETH I PrimerS K {F
XS AT 30 25 R 2k 1 s, 514 Tm
TR AT DKL, Tm £F 47.3 ~64 °C 2 [A], fr LA
56 °C HUETE 2 Wb i A Af 5 19 254 T (PCR {UFI
PCR ) M s CE I B2, 72 AR IR 454 1) PCR s W 44
FHEA RS A,
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KEE T GC AG T

K pE ik i

/bp /C /% [1cals-mol™'] [png/OD]

18 47.3 44.4 -32.3 29.9 B Bk

25 64.0 44.0 -47.0 33.0 B EARE
GIL7/It 20N

2.2.2 PCR &#e9t4  h4L)5 ) PCR Jz b {4
F:AE200 WL B0 AT, OB EARTCY 25 pl |
DREAM Taq Green Per Master Mix (2 x ) 12. 5 pL
(Thermo Scientific, 4t %5 : 00134703 ) ,20 pmol - L'
A5 19 (AR T, 519 1 iS5 19304435540 F1514)
2 #1£5-:9304435541) 45 0.2 L ,DNA #5fg 2 plL, 2=
BTk 1001wl BAPEXT BB AR 46y K T 25 85
T7Ko PCR N Z$1:95 CHAEYE 4 min, JEHF
30 ¥R (95 °C 30 s, BHE 58 ~63 € 305,72 C 30 s)
72 CHEAH 5 min,

N T DR S AT R B, IR T DNA A
B b T 1 ORI e IR KR, A5 R
W& 2 Fis R JGRUEAE 61 CH, F2 72 BV W i
Wl DRI R S A A 2 W R AR

7£:M:100 bp DNA Ladder; Jki& 1:58 °C ;JkiE 2:59 °C ;ykiE 3
60 °C;IKif 4:61 °C; kil 5:62 °C kil 6:63 C,
2 I REXT R Z5#46 B PCR &R EikE

2.2.3 PCR =#pegshte 200 F ST ve i 00
PCR 2 LR AT % vh W 4 5 1 AT D). O
PLVERS : (1) IMA 1710 (KB EE AR 4 (3 mol - L7,
pH 5.2) F* DNA ¥ 785318 5) , il Hde 2k i oy
0.3 mol - L™"; (2) JIA 2.5 f5IRFAHIA MK
PR A JE T /MR A BT -20 “CHr 15 ~ 30 min;
(3)14 000 r » min " 2.0 15 min 4 C,/NOBH
T, W 28 RE AT VR 5 (4) TN 172 B0
KEM 70% 1,14 000 r - minfl%‘lll\ 5 min 4 C,
INDREH B (5) T T RTS8 EP B 8
Tocm st b AR B AR AR R 2= 15 (6) hnid

(125 B oK i DNA P o

2.3 WHRAEONA  FEHNAHREPCR 7Y
DI K F PRSI 5 ] 245 37 125, PCR SRR 3 S A
AT Tk, BRSO 2. 2. 27 31, +4F PCR Z 5
BV Z RTHEIN T 2iAE PR . # BRAUAL 5 9 7 i % 1]
DUBRRESR 1 ~4 JE47 701 %5, PCR 25 1 MBI 45
UnlEl 3 FE 4 iR, 5 300 bp Ze A H 28 Y
2,200 ~300 bp i BURARRE S A A 2 W1 A
D)2 )5 A 100 ~200 bp Z A4 WA B &5
FRAZITIERESIE T H 1 DR Al A9 4851

M 123 435

[#::M:100 bp DNA Ladder; JKI& 1:)i] DU & X B8 i s 3K J& 2
§72016QS0106 it it 5 ; ¥k 38 3: SZ2016QS0107 ik i 55 vk & 4.
$72016080229 izt i ; VikiE 5 :$22015QS0607 fLik

B3 i mn)l N3t A+ PCR 4R BikE

M1 2 3 435

150 b
100 bh

{£:M:50 bp DNA Ladder; Jki8 1. )1 DB} XS B s 9k 38 2.
$72016QS0106 4t ik 5 Uk it 3: $Z2016QS0107 {3t 5t s vk 1 4
S72016QS0229 ik & ; Uk it 5 : S72015Q80607 4itist 1

E4 EBEREXE

3 i

FRARCPE 25 1) 2015 JRI DUERIU T 3R £ iy
2B IE- BRI S DTS B2 2 5 T3 A5 )1 L
ST AL, PCR Z52R1E 200 ~ 300 bp i Hl—5
SARTAIE | SR i s N K e W R 3R E SRS
W s PCR™ W) B4 WG V) e R BLAR AP BT , 0k X 5%



