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Using HAT-RAPD technique for species identification of Stemona spp. roots
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ABSTRACT

Stemona curtisii root is currently used as
herbal insecticide due to its production of alkaloids,
specifically ~ stemocurtisine. However, industrial
production of insecticide from S. curtisii is problematic
due to its high similarity to roots from other species.
In this study, DNAs of Stemona spp. roots were
extracted using Dellaporta et al. extraction method

(1983) and analyzed by high annealing temperature

random amplified polymorphic (HAT-RAPD) technique
with 20 primers. Results showed that 10 primers,
including B-01, B-05, B-07, N-13, N-18, O-10, OPAG
07, OPAG 14, OPAI 08 and OPAJ 09, produced
DNA bands that can be used to distinguish S. curtisii
from other species.
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Table 1 Name and sequence of primers used in this study.

Name Primer sequence (5'—3')
B-01 GTT TCG CTC C
B-02 TGA TCC CTG G
B-03 CAT CCC CCT G
B-04 GGACTG GAG T
B-05 TGC GCC CTTC
B-07 GGT GAC GCA G
B-20 GGACCCTTAC
N-05 ACT GAA CGC C
N-13 AGC GTC ACT C
N-18 GGT GAG GTC A
0-01 GGC ACG TAAG
0-02 ACG TAG CGT C
0-03 CTGTTGCTAC
0-09 TCC CAC GCA A
0-10 TCA GAG CGC C
0-18 CTC GCT ATC C
OPAG-07 CAC AGA CCT G
OPAG-14 CTC TCG GCG A
OPAI-08 AAG CCC CCC A
OPAJ-09 ACG GCA CGC A

UINT gNDON LRCATS

Naﬂﬁiﬂﬂaﬂﬂllaz%%q‘iﬂi
MIFIWALANNALBWLaAI8INATRA HAT-RAPD
Tunsnasasnsedl laaoaafuiaiiwe
INFIDENITURHAUA LRI AN TR AL UUA LS
$rwan 3 wile leun S. curtisii Fadunuauasnen
mﬁ@‘ﬁmmmﬁnmNfﬁ@miﬁﬁ@ﬁmgﬁﬂﬁ S. burkilli
Was S. tuberosa IMNTHINANBRNWALTWLOVBITIBEN
it S sufsunumefiniafuevsdegnisn
WEINN1sug 2 daednd thaasaseuingletg
nlssnwlunnanamunensia S. curtisi B L4l
neoRuwaLEweflTlummanssnisiilaan
nafindiumdiduediol jAisonfdenslasls
qmgﬁlwﬁu annealing stage ‘ﬁ 46 2FNLTALTUE
nagauNU IWIINas HAT-RAPD 3111 20 Biia wuin
Hlwawaes 10 ofia Alivnnguoudidme dulwawed
an 10 vfia laun lwswes B-01, B-05, B-07, N-13,
N-18, O-10, OPAG 07, OPAG 14, OPAI 08 L8z OPAJ
09 ﬂswngLm‘uﬁLSuLaﬁmmmi:qmwLLmﬂ@ha
TERIIABAUBUADRENTARA S. curtisii NUABAKE
aengnoiaauld e lwswesainanlunesey
fiuTnfildannlssen wuineaagns unknown 1 uas
unknown 2 SansRuWaLBulafassnuaiadTia
S. tuberosa Waz S. curtisii MUSIGL (Figure 1 and 2)
ﬁy'af:miﬂﬁngmmLmuﬁLSuLaLﬁm'mmsﬁvl,wsma§
L‘iTﬁuﬁ’uﬁLSuLaLLuua;uﬁaﬁa%qu AMULANAIVDY
AMURNNALDULETERINIA18819L AN W IV B
drunisflnsiwo it limilauin wiedinng
wWasnudssdrauiinealalndusmdlnswadinig
vﬁmﬁnmﬁag’s:m'}{l@‘hl,muul,m:maa"[wsmaﬂﬁ@
Awainduuwionnanely (Micheli et al, 1994)
MNMINaRaU IwstNes 20 shaudIwuing
10 "mea%ﬁﬂi'mgl,muaLSuLaﬁmmim:qmm
LONGNITRINIGUAREUALRNTHRA S, curtisii NU
dethirfiasuld daudn 10 Iwnweslivnnguny
ALEuLomn AOAANDINLIWITLVBIATFANBOL AT
At (2547) ﬁ"LéTﬁhLLuﬂmwLmn@mmoﬁugﬂimlu
TEAUALOULAVDIGURBEUALREINIIUIN 9 D8NS
DNA

arunaia random amplified polymorphic

(RAPD) wuinanansautisaratngleidu 2 ndu uela



DUTWT ANTAN UATATAZ Thai J. Genet. 2015, 8(2) : 106-110 109

ROAATOINUANWIUTTAZINVRITIN Iﬂﬂmjwﬁ 1306 ﬂ%qé’mmﬁua:ﬂm: (2547) léun B-01, B-02, B-03, B-04,
ARAUALRNNTRG S. tuberosa, S. kerrii Waz@8e1d  B-05, B-07, B-20, N-05, N-13, N-18, O-01, 0-02, 0-09,
Alinsuzia mjuﬁ 2 Sdunuoua1snoInTha  0-10 uaz O-18 uanuinasRuWaLEuiafildan
S. curtisi wazeageRlinTLTia HeRlunNTIsy  nAde HAT-RAPD s musesunudiduefitesni

L & 96 o/ (4 o A A g 1A g ' a
mau%iﬂwawaimamm%uauﬂummjao LANAIMNTALINNINNNNALA RAPD

M B T T2 C1 C2 M ut U2

3000 bp—> 3000 bp—>

1500 bp—> 1500 bp—>

500 bp—> 500 bp—>

Figure 1 HAT-RAPD pattern using primer B-07 (M = GeneRuler™ 100 bp Plus DNA Ladder, (Fermentus,
California, USA); B = S. burkillii; T1 and T2 = S. tuberosa; C1 and C2 = S. curtisii; U1 = unknown 1; U2 =

unknown 2).

M B T™ T2 C1 C2
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Figure 2 HAT-RAPD pattern using primer OPAG 14 (M = GeneRuler™ 100 bp Plus DNA Ladder,
(Fermentus, California, USA); B = S. burkillii; T1 and T2 = S. tuberosa; C1 and C2 = S. curtisii; U1 = unknown 1;
U2 = unknown 2).
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