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PA DANG THUC VAT CHO LAM SAN NGOAI GO TAI RUNG PAC DUNG - PHONG HO
SOP COP, TINH SON LA
Lo Thi Mai Thu', Trin Héng Son!, Pham Vin Céng?,
SouLavanh Leeyiapao,2 Souliphong Phaimany?, Nguyén Vin Diing!*
L Khoa Khoa hoc Ty nhién - Cong nghé, Truong Dai hoc Tdy Bdc.
2 Trwong trung hoc phé théng Et, huyén Et, tinh Hiia Phan.
3 Truwong trung hoc phé théng Na mudng, huyén Théng Mi Xay, tinh Say Ya Bu Ly
TOm tdt: Mu chun la mét trong cdc cdy thube di va dang dwoc ba con cdce dan tée Tdy Bdc noi
chung va Son La néi riéng sir dung lam gia vi, lam thudc rdt phé bién. Chinh vi vdy, phdt trién cdc
phirong phép dé nhdn dién Mu chun 1a rdt can thiét. Trong nghién ciru ndy, chiing téi phan tich trinh
tu gen ITS va RbcL cdy Mu Chun c6 nguén goc tai Son La, Viét Nam, dwoc sir dung nhw DNA ma
vach tiém ndng dé nhdn dién cay Mu Chun. Két qua cho thdy vimg ITS va doan gen RbcL phan lap
tir mau Mu chun & Son La ¢é kich thuée lan heot la 370 bp va 580 bp.
Dusa trén trinh ti nucleotide cia ving ITS va doan gen RpcL, bang BLAST trong NCBI dd xdc dinh
Mdu Mu chun thu tai Son La thuéc Ho Cam Rutceae
Tir khoa: Ma vach DNA, Murraya glabra (Guillaumin) Swingle, gen ITS, RbcL.

I. PAT VAN PE am, duoc dung dé ting cuong stc khoe, lam
Nén y hoc ¢6 truyén ban dja ctia cong dong dan thudc bo, chita suy nhugc than kinh, kém an,
toc thiéu s & Viét Nam 1a kho tri thire khong thanh nhiét giai doc, cao huyét ap, viém gan,
16. Mdi mét dan toc déu co kinh nghiém dan ho khan, tiéu dom, sét cao..... Do bi thu hai
gian riéng trong viéc st dung cdy cé lam thudc nhiéu dé ban lam thudc tir rat 1au nén loai Mu
chira bénh, dac bi¢t nhitng kinh nghiém quy chun dang bi de doa nghi€ém trong, rat c6 thé
bau cua céc thay lang, ctia ba con dan ban dang s& bi tuyét chung ngoai tu nhién néu ching ta
ngdy mot mat dan, nhimg lodi cdy thudc quy khong co bién phap bao ton hitu higu.

hiém dén nay bi suy giam nghiém trong. Chi Tai Son La, Mu chun dugc cho 1a cay
Murraya dugc Guillaumin mé ta trong Thuc thude c6 gia tri y hoc cao. Tuy nhién, kha ning
vat chi Pong Duong nam 1912 véi 3 loai 1a M. tai sinh ctia loai nay trong tw nhién rat thap, dac
alata, M. koenigii va M. exotica, trong d6 c6 biét hién nay mdi trudong sinh thai cua ching
loai Mu chun (Murraya glabra (Guillaumin) dang bi tan pha. Thuc té cho thiy, nhiing
Swingle) dugc biét dén nhiéu boi gia tri lam nghién ctru dac diém thuc vat hoc, sinh hoc
gia vi va lam thuéc. Mu chun 13 vi thubc quy, phan tir cua loai cdy nay con han ché, day la
duoc sir dung trong y hoc ¢ truyén tir lau. mdt trong nhiing tré ngai 16n trong viéc bao
Theo Bong y, Mu chun c6 vi ngot, tinh mat, bo ton, phat trién va khai thac. Chinh vi vay, su
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dung ma vach DNA dé dinh danh cdy Mu chun
thu mau tai tinh Son La s& gop phan lam co s
dir liéu cho viéc nghién ctru, bao tdn phat trién
loai cay nay.
2. VAT LIEU VA PHUONG PHAP
NGHIEN CUU
2.1. Vat liéu nghién ctru

Mau cady Mu Chun thu thép tai Son La.

2.2. Pia diém nghién ciru

- Pia diém nghién ctru: Trung tim Thuyc
hanh Thi nghiém, Truong Pai hoc Tay Bic,
thanh phé Son La, tinh Son La; Vién Cong
nghé Sinh hoc — Vién Han 1am Khoa hoc Viét
Nam.
2.3. Phwong phap nghién ctru

Tach chiét DNA tong sb theo phuong

phép dung CTAB (Collins & Symons, 1992)
c6 cai tién cho phu hop véi diéu kien thi
nghiém tai Viét Nam. Mau 14 duoc nghién
nhanh trong nito 16ng, bo sung dém tach va u
650C trong 2 gio. Dung phenol: chloroform:
isoamylalchohol (25:24:1) dé loai bo tap chat
va dung isopropanol dé tuia DNA. Gen ITS

duoc khuéch dai véi cap moi dic hiéu (trinh ty

moi xudi/moi nguoc: 5°-
CTTGGTCATTTAGAGGAAGT -3°/5°-
TCCTCCGCTTATTGATATGC -3’).Gen
RbcL duoc khuéch dai véi cap mdi dic hiéu
(trinh  ty mo6i xudi/mdi nguoc:  5’-
ATGTCACCACAAACAGAAC -3°/5°-

TCGCATGTACCTGCAGTAGC -3°). Thanh
phan phan tng PCR bao gém 12 pl H20; 2 pl
dém 10x; 2l MgCl2 25 mM, 1,6 ul dNTPs 2,5
mM; 0,8 pl mdi 10 pmol mdi loai; 3 pl DNA
tong sd (ndng do 50 pmol) va 0,4 ul Taq DNA
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polymerase 1u/pl. Phan tmg dugc tién hanh
trong may PCR véi chu trinh nhiét bao gdbm
cac buac: 94° C/5 phut; 30 chu ky (94° C/1
phat; 52° C/1 phat; 72° C/1 phut); két thuc &
72°C/10 phat. San pham PCR dugc tinh sach
va st dung dé xac dinh trinh ty trén may xac
dinh trinh tu nucleotid tw dong ABI PRISM
3100 Avant Genetic Analyzer. Cac trinh tu
dugc xtr Iy bang cic phin mém DNAstar va
BioEdit. So sanh, phan tich trinh ty gen ITS va
RbcL phan 1ap dugc véi mot sé trinh tir ITS va
RbcL duoc cong bd trén GenBank (NCBI)(4).
3.KET QUA VA THAO LUAN
3.1. Két qua tach chiét DNA téng sé

DNA tong sb duogc tach chiét tir
mau 14 cdy Mu chun theo phuong phap
CTAB va dugc kiém tra chat lwong DNA
tong s6 bang phuong phap dién di trén gel
agarose 0,8% va quang pho hap thy & budc

song 260nm. Két qua DNA tong s6 dam

bao chit lugng cho phan tmg PCR va céc
phén tich DNA khéc (Hinh 1).

Hinh 1. Két qua dién di kiém tra sin pham
DNA tong s6 tach tr 1a cay Mu chun

M: DNA chudn; 1, 2, 3: DNA téng so tach
trr 1la Mu chun thu tai Son La



3.2. Bdc diém cua vung gen ITS phan Iip

tir cay Mu chun
Str dung cip méi ITS-F/ITS-R cho iy e
phan Uing PCR nhan ban vung ITS trong
DNA hé gen cay Mu chun, két qua kiém tra
san pham PCR bang dién di trén gel agarose
0,8% cung thang DNA chuan 1 kb dugc thé
hién & hinh 2. Két qua hinh 2 cho thiy san
pham PCR ciia mau Mu chun thu dugc mot
bang DNA sang 10 nét, co kich thudc
khoang 0,37 kb, kich thudc nay phu hop

v6i kich thudc tinh toan 1y thuyét ciia ving

gen ITS nhu du kién. Két qua dién di ciing
hién, nhur vay san phan P?R nhan ban Vm?g Hinh 2. Két qua dién di kiém tra san pham
gen ITS 1a dac hi¢u, c6 thé st dung tryc tiep nhan ban vang gen ITS

M: thang DNA chudn 1 kb; Sample: Ving

cac san phdm nay dé xac dinh trinh tu LT
P Y ’ ’ gen ITS nhon ban tir mau Mu

nucleotide.

Trinh tu nucleotide duoc xur ly, so sanh twong dong, két qua da xac dinh
phan tich bang phan mém DNAstar va duoc doan DNA phan lap duoc la ving
BLAST trong NCBI, két qua da xac dinh ITS va mau Mu chun thu thap Son La,
dugc doan DNA c06 kich thugc 370 bp. Su Viét Nam la chi Muraya (Hinh 3).
dung chuong trinh BLAST trong NCBI dé

select all 700 sequences selected GenBank Graphics Distance tree of results ~ [EEMSA Viewer
Max Total Query E Per.  Acc
ipti ientific N ?
Desc:pllon Scen f @M€ Score Score Cover value Ident Len Accession
- - - - - -

Murraya kwangsiensis isolate GX-LZ-LH internal transeribed spacer 1. partial sequence: 5 8S ribosomal RNA gene ... Murraya kwangsi 608 608 91% 1e-169 99.12% 575 JX1442151

Clausena excavata isolate L 034 internal transcribed spacer 1 _partial sequence; 5 8S rib. | RNA gene and inte... Clausena excavata 584 584 100% 2e-162 95.42% 496 KR531927 1

Murraya koenigii ITS1 (partial). 5.8S rRNA gene and ITS2 (partial). specimen voucher 247705 Murraya koenigii 560 560 97% 3e-155 95.01% 657 EN292998.1

Murraya kwangsiensis isolate YN-FN internal transcribed spacer 1. partial sequence; 5.8S ribosomal RNA gene an... Murraya kwangsi... 551 551 91% 2e-152 96.18% 558 JX1442161

Murraya koenigii isolate YN-XSBN-YY 18S ribosomal RNA gene, partial sequence:_internal transcribed spacer 1, 5.... Murraya koenigii 547 547 92% 3e-151 9591% 689 JX1442141

Bergera koenigii voucher ATGLAB 2018100 5 8S ribosomal RNA gene. partial sequence; internal transcribed space... Murraya koenigii 545 545 95% 9e-151 9466% 387 MH1334621

Clausena anisata voucher NMK:EA 13526 5.8S ribosomal RNA gene _partial sequence: internal transcribed spacer ... Clausena anisata 544 544 99% 3e-150 93.51% 467 MT137494.1

Merrillia caloxylon internal transcribed spacer 1, partial sequence. 5.8S ribosomal RNA gene _complete sequence:_... Merrillia caloxylon 544 544 99% 3e-150 93.73% 703 FJ4341491

Murraya koenigii voucher 200505105 5 8S ribosomal RNA gene, partial sequence internal transcribed spacer 2. co... Murraya koenigii 542 542 97% 1e-149 93.92% 450 MH688894 1

Glycosmis esquirolii isolate L020 internal transcribed spacer 1. partial sequence: 5 8S ribosomal RNA gene and int... Glycosmis esquirolii 542 542 100% 1e-149 9350% 492 KR532184 1

Murraya microphylla isolate HN-WN 18S ribosomal RNA gene. partial sequence: internal transcribed spacer 1.5.8S... Murraya microph 542 542 92% 1e-149 9561% 690 JX144217.1

Murraya euchrestifolia isolate GZ-AL internal transcribed spacer 1. partial sequence; 58S ribosomal RNA gene, co 542 542 84% 1e-149 98.08% 546 JX1442101

Murraya koenigii isolate YN-ML 18S ribosomal RNA gene,_partial sequence: internal transcribed spacer 1. 5.8S ribo... Murraya koenigii 534 534 91% 2e-147 9531% 688 JX1442131

inh 3. Két qua phan tich su tirong déng gidza trinh ti viing gen ITS ciia mdu cay Mu  chun (Son

IR <N E<E< N N<H<N<N<N<N<]

La, Viét Nam) so véi mét sé trinh tir viing gen ITS trén GenBank bang BLAST trong NCBI
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Hinh 3 cho thiy, ving gen ITS cay
Mu chun phan 1ap tai Son La c6 ty 1€ tuong
ddng 16n voi 13 trinh tu gen ITS cung chi
Muraya dao dong tir 93,5% dén 99,12%
trén GenBank. Nhu vay, Kkét qud so sanh
bang BLAST trong NCBI di khang dinh

duogc trinh ty doan DNA phéan 1ap tr Mu
chun thu tai Son La la trinh tu nucleotide

cua vung gen ITS cta chi Muraya.

FM292998_1_Murraya_koenigii

33

7z

MK020256.1_Murraya_microphylla

J¥144214 1_Murraya_koenigii
ez
JX144217 1_Murraya_microphylla

— JK144215 1_Murraya_kwangsiensis

S I— Sample

J¥144216.1_Murraya_kwangsiensis

J¥144218 1_Murraya_paniculata

a3

J¥144219.1_Murraya_paniculata

{ FJ980438 1_Murraya_exotica
B JX144211.1_Murraya_exotica

,7 KR531926.1_Clausena_excavata

1o I— J¥X144188.1_Clausena_excavata

Hinh 4. So d6 hinh cay thé hién moi quan hé di truyén gitta C4C mau thudc lodi Mu chun dwa
trén trinh tu nucleotide cua vung ITS

3.3. Pdc diém cua ving gen RpcL phan

ldp tir c&y MU chun
Tir DNA tong so, thyc hién phan ing nhan
ban doan gen RpcL bang PCR véi cip
Hinh 5 cho thiy bang DNA c6 kich thudc
khoang 0,6 kb, tuong rng véi kich thudce tinh
toan 1y thuyét cua doan gen RpcL. Bing DNA
& nét dugc tach ra khoi ban gel, khuéch dai
va giai trinh ty DNA trén thiét bi tu dong. Két
qua giai trinh ty nucleotide da xac dinh duogc
doan gen RpcL co kich thudce 580 bp. Sur dung
chuong trinh BLAST trong NCBI da xac dinh
duogc trinh tuy doan DNA 14 doan gen RpcL va
mau Mu chun thu tai Son La 1a chi Clausena

(Hinh 6)

1000bp——
500bp

817

moi RpcL - F/ RpcL - R, két qua dugce trinh
bay & hinh 5.

\V/} nCI(-)

NCI(+) Samnle

Hinh 5. Két qua dién di kiém tra san pham
PCR nhan ban dogn gen RpcL tir mau Mu
chun
M: thang DNA 1 kb; LKT: m&u Mu chun thu
tai Son La
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HONH 6.

Hinh 6: Trinh ty nucleotide doan gen RpcL cia mau Mu chun thu
tai Son La va cac trinh ti trén GenBank

Két qua hinh 6 cho thiy, doan gen RpcL
phan lap tir Son La c¢6 ty 1& twong ddng véi 6
trinh tu doan gen RpcL chi Muraya dao dong
tir 99,13 dén 99,31% trén Genbank nhung lai
gidng vai chi Clausena ti dao dong tir 98,56

dén 99,65%. Nhu vay viéc si dung 2 trinh ty
vung gen bao tha nhu ITS, RbcL chi phén loai
dugc dén Ho Cam (Rutceae), chua thé khing
dinh phan loai dén Chi va loai. Can tiép tuc st
dung thém céc trinh ty khac dé khang dinh.

58' MH187226 1_Clausena _harman diana
| MHA187227 1_Clausena _harman diana
MH187224.1_Clausena excaval ta
GQ436740 1_Clausena excaval ta

7O

Sample

KY563317.1_Murraya koenigii

KF381113.1_Murraya koenigii

MZ958827.1_Murraya exotica

MWT22359.1_Murraya exotica

MZ958827.1_Murraya exotica

MW722359.1_Murraya exotica

KP094625.1_Murraya paniculata

AB505906 1_Murraya paniculata

| MT215534.1_Paramignya_trimera

a7 |

MT215529.1_Paramignya_trimera

Hinh 7. So d6 hinh cay thé hién méi quan hé di truyén gizza cac mau thugc loai Mu chun dua trén
trinh t nucleotide cua doan gen RpcL

KET LUAN

Vung ITS va doan gen RpcL phan lap
tr mau Mu chun tai Son La co6 kich thudc
1an ot 12 370 bp va 580 bp.

Dua trén trinh tu nucleotide cua
ving ITS va doan gen RpcL, bang BLAST
trong NCBI d3 xac dinh mau Mu chun thu
tai Son La thuoc Ho Cam Rutceae chua thé
khang dinh phan loai d&én Chi va Loai. Can
tiép tuc st dung thém céc trinh ty khéc dé

khang dinh.
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Abstract: The knowledge about traditional indigenous medicines owned by ethnic people in
Vietnam is of great diversity. Each ethnic group has their own folk experience in using herbs as
medicine, especially the valuable experiences of the healers and the aged people of the village. However,
this local valuable knowledge about medicine is running the risk of disappearing along with the fact that
many indigenous and rare medicinal plants have been seriously degraded. Mu chun is one of the
medicinal plants that has been and is being used by people of the Northwest in general and Son La in
particular as a very popular spice and medicine. There has been a strong need for research to be done in
this aspect. In this study, the ITS and RbcL gene sequences of Mu Chun (Murraya glabra (Guillaumin)
Swingle) native to Son La, Vietnam were used as barcoded DNA to identify any Mu Chun trees. The
findings showed that the ITS region and the RbcL gene fragment isolated from the Mu chun sample in
Son La had sizes of 370 bp and 580 bp, respectively. Based on the nucleotide sequences of the ITS region
and the RpcL gene fragment, by BLAST in NCBI, this study revealed that the sample of Mu chun
collected in Son La was part of the Rutceae family.

Keywords: DNA barcode, Murraya glabra (Guillaumin) Swingle; ITS gene, RbcL gene.
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