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T =TT HRIRE X%
PO HRIRE L5
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I N2 L= RO 1
3 - TS 1
B BT ettt ettt ettt ettt ettt ettt et et et et en et et et en et en et eneetenen 1
B ST T ITT T oottt ettt ettt ettt ettt ettt 1
O (OO 2
B B T I ettt 4
0. R R oo et ettt ettt ettt n ettt en et 4
L0, T TR IR AIE oottt ettt ettt ettt ettt et e ettt 4
AL, JEFEVIALTE oot 4
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SEFER A RAPCRE R
1. SeE

AFRAERLE T A5 P PCREE i - 5 I 7 FURE FA) 8 FH D 5 MK
ASHREIE F 24 7 RURE PR 22

2. MEMSIAXH

IHISCAE XS AFRAE BT e AT e PLTE H IR 51 SO, 0% B icAE
TAIAN o NRAE B I SIS, HEHAs (RIS B d AR

(e N R 245 )

GB/T 6682 (7373240 % Fl /K FUA ARG 7 v

GB/T 27403 (S5 =8 ot S 4% | WU B i 431 AP A Al )
T/CACM 010-2016 (#4145 @i )

3. RBEMZEX
ARG E SGE T Ahr ik

3.1
EHEBRCHBAL fabanxia peifangkeli

Rk E RN Y2 E Pinellia ternate (Thunb) Breit. i1 H 28 20 il I Febm iz 7 0 &

PEBfSR A BIEEKR

AT R E B SR A FIEDR
6. £3I5149F5)

BX-123aF: 5'- CGGCGGAGGCACGCAAT -3'
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BX-123R: 5-AATTCACACCACGTATCGCATTT-3".
7. 7

NPT GG, WORE BURE . Bii%. DNATREL. XY 38 5 =R I N AEAS [F) 24 E
[ BICLE [ — SRR ) AN]R8 2 X 3R AT S 30N 2% X3 M 42 B — 5 Tl 24T, RIVRE ) 25 X
> IR 2 X >4 1 X A X o

7.1 BUR¥

EARE AR BN AMCT 109, FEL 35N, 1BHSEIE i, H1BMEZA, K
RUSHERERAL . OREI RS B 035 (K 5e ek, JRAERERL S RIS BRR2E, $H'S REMIRE.
X PR it EL RS RLERE Y B AT S IRE 3, IR BEAE S — &R AR R T IE S IR (hig
N RSEFIEZ8) [ 0211 AT HURE .

7.2 DNA $2H

IERIFE i DNA $RHCE IR
a) MFEdh 1g, MR AR .
b) B ER¥K 0.02 g, & 2mL ELE T, IR 300 uL. 4 0 4F

TANTEW 50 uL. AR K A 20 uL. RNA B A5 pl, FE40lieE %R 3 min, 56°C
R7K¥ 60 min.

c) 04612000 >0 5 min f5, WHCIEW 250 uL &—F1 2 mL EO0EH, AR
ARZE PR 250 [IhoNGE ST, FERS EAlifbAE, B0 (12000 >g ) 5min; 32U

ANVEML 700 uL, 5.0 (12000 >g) 1 min.

HE P J) 2K,

RIELW, FEL (12000 >9) 2 min, BUHALRAE, =RCE 2 min, A
EER RPN SV AN

) B AR N —NHTIT 2 mL B0V, [ R BB 1 Hh B A RN G R W ZE 7K 100 L,
FE 3min, &0 (12000 xg) 2 min, HEEE FER, ERNERER, TE-20CF
RAE%H
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B EIRTTIESN, AT SR DNA ST 53R IUARE DNA.

7.3 PCR ¥ 1

AT ATTIERS, RS PCR G A AERATE, I BH 0T JE R Ao HEE DAAZ oA
FIH) Taq DNA ZEA el PCR TR & HI1E -

7.3.1 XFERIKLE

IEAGRE A R AT RN 2 K, FRRCE PR IR R =X B 24544, 4% 7.2 $2HUT#3 DNA
TE2N PCR S IO FRPERT GO BITEXS I ORI £ A0 F R F X 2540, 4% 7.2 4R DNA, By
ARIVBAALE DS PCR I G (IR D A2 (X

7.3.2PCR R iE &

7 200 pL B0 K OINN 2% M5 SuperFast Tag PCR Master Mix PCR VR 12.5 pL.
SR CHIERAZAGIP) % 0.4 L. K DNA (10 ng ~50 ng) 3 uL, FTEHXWZEK
ANE R PARFRZER 25 ulo B R PBIEIRGTRST, B B0

7.3.3PCR R E#

B0 BT PCR X, PCR [N SN 95 CHIAETE 5 min, fE¥F M 40 & (95 C
305,62 C 30s,72 ‘C 30s), 72 CIEM 5min. PCR M &5 5, U PCRE, Xf M/~
YIATIE NS & 4 T FRAF

Be ] 2 oodg MRgRaere, M NIE EL IR YR GelRed . HUEATAFE M BHPEXTIE . B
SRR AR -, DL 1000 DNA 73 EARHE R AR 2 ul (0.5 pg/ul). 3%
N RIFLAIEZG ) TUESIE N 100135 IE e H ki ORXIRES AT ~ik58 . HIkEE ),
I AR P RS AX | R AN SN EAS AR
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8. HZHRIIE
FEGIERT I L B IR AN A IR S5 R AT A HE BB LR, Bl i B s ok &l il o, 72

50 R 2R I LDk I R AH S L, 7E100~200 bpF . —DNAZA & NFHTELE R, R
NIRRT R .

9. #HRiRE
9.1 —ER

R 45 RN TR B B, BHAEAT AP 2 A 4 15 5 2R

9.2 KPR

PRI E, SO0 S N HRYE S48 (R B AR SR VR R e AN S SR PRI SRS 03, HY B
DR o R R 25 2 PR B A P 258 2 B T/ICACM 010-2016 €1 2443+ % e 3@ M) (2K

10. FRERIE

P PAT FER I A RN — 3o A IR AAE dh S RO FAYE, 55—t FATERS, ZEEH
M. A DUIE M AL R Y 1 S Sk R P DNARIIR &2, R BRI 4 . AT
BEARG DN S5 SRA— S A DA DNAR BT, B IR GEHUKIDNA T BOR T9 48 BL. 2k
23 IR UL EMAZ RS BOT U i S S AS I, AT SE RA— 2, AR S bR B IZ SR =
P b PRI EE RO B, JFIE B € BAS AT VARSI 5 VA A KPR . #EATPCR S SLRT,
RNFIREIRENINE: S NUSZRRE RN ARl i D=0

11.

FERFENAE B NAT S GBIT 27403 (SEIG = i Bz MG & fh 7 TEW 2K
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M R A
(Fset)

NPAT AR OFEARIRRE, LUFAEE AR D
Al fXERRE

SO OFL R B E B0 SR> 12000 xg) . @IS (M Al CE 2 mL B0, e
KIS B Bk RIEdRZ 25 =R KB H. PCR A (A AT R T IR AR . H
A ICHE (RPEFR KT kS, HIRH . BaNRS) . BRI (B INE S
BRI ) ZIRE A TR URE 0.019). ELAMBEREE (B0RZE
#H 25 pL. 10 pb. 200 Pl 1000 Pl 55 4 FiAS[EREAS, JREFEICE — MRS IKIRIKAE
CELFE FTYERFTE 4 T J-20 T)
A2 BHI5IRE

B A ME SN, S35 N AN S DNAFIDNaseff /0 48 s A ALk 71 s S5 /K 745 A GBIT
6682115k L AR R K B 5 R Ar, FRAEAR A Bl ik, W, Fi i a]
TRAZ A R RH RIS 44 s PCRIRRIRL /NG 73 B R AF LAV e AR BRI £
FEHR A B 5 et it o

FERF 5N H5: 2xM5 SuperFast Taq PCR Master Mix PCR T . DNAFREUR
M (AR S ALDNASREGR A6, OISR . £ D0 2B A 24
ZZUR. VR, DNAZEALAESE). DNATRIUGAT G (RifE-20 TRIRAE, (EHI Bk R
YEOL SIE R (TG AGE /KR B3R 5107 #2210 pmol/L) « DL 1000 DNAZ) T EEFRHER
% (DL 1000 DNA%> B b T T 42 4 i HL ik i B HE 1100 bp. 200 bp. 300 bp. 400 bp. 500
bp#1 1000 bp K/MEIFEZR &) « SOXTAEHLIKZZ M 6 FAEZRMR 1 B X B2 K |
FEK I 10 mg/mL 2 BEAZ R FEA (RNABEA) 5T IR IR Y .77 GelRed

(10 mg/mLEJEl Q %) . 2%F SR

20 mg/mL %&

2% B IR HEREIR I H 7. 2 (e NRSLRIE 25 50) DUFB1000E 47 Fl bl . BB g
2.0 gifiE, MIAHIKZZMIRI00 mL, AR E 4, IAEEZRE G, 'Y, BIA
A & VTR B R b, RRBE RS O ORI S, RIS,
A3 EHVEE

AKREA FH 22 BC 5 JB0RE 5 0 LR O i (R B0 5 08 o AR HEANE F T IE DR AR
i ) 4 E
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Mt & B
(FERME)
PR E 5 BURL PCR R MAR R IS
Al R Yigt
MR BN GenBank #idfs e A 4k 1E ity 2 E A [~ 2 H IR O i (CEEJ& Pinellia

Tenore. KR EJE Arisaema Mart.. A%3L2RJ& Typhonium Schott) ITS /%1, F BioEdit {4
AT A, KRB EE RS OSNP 705, Wit % 95l 4 BX-123aF : 5-
CGGCGGAGGCACGCAAT -3'f1 BX-123R: 5'- AATTCACACCACGTATCGCATTT -3'. 5l
Yrset i 1 s

. LaEnsl . o "

N I AF469036 1 Pingllia ternata
:i:g KF022365 1 Pinellia ternata
KU551861 1 Pinellia ternata
alz AF469033.1 Pinellia integrifol
:i: E AF469040.1 Pinellia pedatisect
N AF469037.1 Pinelia trpartita
E'fj} Op | AF469039.1 Pinellia cordata
AF469035.1 Pinellia polyphylla
KF977433 1 Arisaema friphyllum
KT634021.1 Ansaema ernubescens
KT634023.1 Ansaema erubescens
KT634008.1 Ansaema amurense
%ﬁi KT634010.1 Arisaema amurense
O KT634015.1 Ansaema amurense v
E{j] g | Kre34043'1 Ansaema mngens
KP159324 .1 Arisaema heterophyl
KT634030.1 Arisaema takesimens
KT634037.1 Arisaema peninsulae
KT634025.1 Anisaema heterophyl
;ug_m I HM362769 1 Typhonium divaricat
HRAT 1 Avss3058.1 Typhonium divaricat

s AF469036.1 Pinellia ternata
:i:g KF022365 1 Pinellia ternata
KU551861.1 Pinellia ternata
Az AF469033 1 Pinellia integrifol
:#E AF469040.1 Pinellia pedatisect
s o | AF469037.1 Pinelia tnpariita
E‘Ij.] ap | AF469039.1 Pinelia cordata
AF469035.1 Pinellia polyphylla
KFO77433.1 Anisaema tnphyllum
KT634021.1 Anisaema erubescens
KT634023.1 Ansaema erubescens
KT634008.1 Ansaema amurense
3{% E KT634010.1 Arisaema amurense
KT634015.1 Afisaema amurense v
E»fﬂ] C1 | KT634043.1 Arisaema ringens
HB | KP159324 1 Ansaema heterophyl
KT634030 1 Arisaema takesimens
KT634037.1 Arisaema peninsulae

fisaema heterophyl
honium divaricat

A TR BT E LT R0RL PCR %A ki AR, {5 2< T5 Super PCR
BEE AW R A TR A F) . 2% M5 SuperFast Tag PCR Master Mix (&4
FRA ). MightyAmp DNA Polymerase Ver.2 (Takara A=A BRA R ). 2XTransStart®
FastPfu Fly PCR Super Mix( & =& AW ARG PR A mDHATINK, 25 F4X 2 M5 SuperFast Taq
PCR Master Mix fEEE 2544, S E BT MRLRE 2 EET7 BRI B Red 3 t 123 bp [
— %A (2D,



T/CACM ¥k — 20%*

2 x FastPfu Fly PCR SuperMix 2x T5 Super Mix

M Pt PtE PtGPp Ae Td Tg N Pt PtE PtG Pp Ae Td Tg N

2 ARG EEFPINT 2R PCR %0545 R 52
M: Trans 2K DNA Marker; Pt: 25 ; PtE (L2 ED: BEERT MR E: PtG: E¥E
e 77 ks Pp: JRERE GUALFMD: Ae: KME GHFEZEFD: Td: KPE I EMD;
Tg: HMT GI7): N: FEXHE.
A3 FTERER LR
SR IR E FIT IR A 22 08 AN ) SR8 P 24 S I 7 SRR AT 45 5, BT Y= B I8 7 SR 351 mT 47 1 3
19 123 bp R R %5 2%, VRO T BORLTEAR AL B B3 TCy 6 4% (1 3).

9 10 11 12 13 14 15 16 17 18 19 20 21 22 23 24

26 27 28 29 30 31 32 33 34 35 36 37 38 39 N

E 3 AEAE. bk R TR O i C 7 RO 4 e 45 51
M. Trans 2K DNA Marker; 1-3: {EV-BEE T PRIRE; 4-23: LB PR 24-27: 75

e FBCTT MR 28-34: il R g AL BURL; 35-37: il (I BT F-HC 77 A 38-39: it L 7
7
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