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St dung chi thi ADN (RAPD-PCR) trong nghién ctru da dang
di truyén ngudn gen Dang sam gop phan dinh huéng cong tac
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Tém tit: Nham muc dich bao ton va chon, tao gidng loai cy thudc Pang sdm trong tuong lai &
Viét Nam, ching t6i tién hanh nghién ctru nhim danh gi4 muc do da dang di tmyen clia mot s6
quan thé Pang sam phan b tu nhién va trong trot & mot sd tinh mién ni Tay Bac (Lao Cai, Ha
Giang, Son La) va Tay Nguyén (Lam Dong, Kon Tum). Téng cong 15 _mau quéan thé Pang sam,
trong d6 c6 3 mau tir Lao Cai, 1 mau tir Ha G1ang, 1 mAu tir Son La, 4 mau tir LAm Dong va 6 mau
tir Kon Tum da dugc thu thap dé tich chiét ADN va phan tich da dang di truyén bang chi thi
RAPD-PCR str dung 12 mdi ¢6 trinh ty 10 nucleotit ngAu nhién. Két qua phan tich béng phin mém
NTSYSpc 2.1 cho thdy trong tong cong 106 bang RAPD-PCR thu duoc c6 88 bang da hinh (83%)
va 18 bang dong hinh (17%). 15 mau quén thé chia lam 2 nhém 16n, tach biét rd rét gitra nhom
mau thu & Tay Bac va nhém mau thu & Téay Nguyén. Cac mau thu thap ¢ vi tri dia ly gan nhau co
khac biét di truyén nho hon cho thiy nhleu kha nang ching c6 ngudn gbe chung. Sy khac biét di
truyén cao giita cac quan thé cach xa vé dia ly cho thdy nhiing ngudn gen nay can duoc bao ton

ddc 1ap phuc vu cho cong tac chon loc va tao giong trong tuong lai.

Tir khéa: Condonopsis javanica, RAPD-PCR, da dang di truyén, khoang cach dia Iy.

1. Pit van dé

1901 v6i cac loai cay thudc, mot trong nhiing
yéu cau hang du hién nay cua nén cong nghiép
duoc pham dua trén dugc liéu ty nhién la yéu
cau tiéu chudn hoa ngudn nguyén liéu ban dau.
Viéc lya chon duoc nguén gen cé chét phuc vu
cong tac chon tao gidng cac loai cdy thude co
vai tro hét sitc quan trong. Trong qué trinh do,
viéc phan tich cac chi thi ADN cho phép dénh
gia mot cach chinh xac muc d6 da dang di
truyén ctia mot loai cdy thudc nham dinh hudng
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bao ton, chon, tao va nhan giéng phu hop, dap
mg yéu ciu cua qua trinh phat trién mot nén
cong nghiép ché bién duoc lidu bén ving,
2004). Hién nay viéc str dung cac chi thi ADN
(RAPD-PCR, RFLP-PCR, AFLP, SSR, ..)
ngay cang dugc su dung rdng rai trong cac
nghién cuu phan loai, phan tich da dang sinh
hoc, x4c dinh khoang cach di truyén va dic
trung & cac ca thé va quin thé thuc vat nhdm
muc dich bao ton va chon gidng.

bang sam (Condonopsis javanica (Blume)
Hook f.) 1a mét cdy thube quy duoc luu truyén
tr lau doi voi cac tac dung bd ty, ich khi, sinh
tan chi khat. Pang Sam duoc s dung dé bo bo
ste khoe, co thé bi suy nhugc, hodc dung nhu



P.T. Huyén, P.P. Long / Tap chi Khoa hoc PHQGHN: Khoa hoc Y Dugc, Tép 33, S6 1 (2017) 32-39 33

mot loai thude bd. O Viét Nam, DPang sam duoc
tim thdy phan b kha rong tir mién mui phia béc
tdi cac tinh Nam trung bd nhu Kon Tum, Lam
Ddng. Tuy nhién, do khai thic qua mirc va nan
chit pha rimg nén trir lwong cua loai cay thude
bi suy giam. Tir nhiéu nam nay, Pang sim da
dugc dua vao Sach b6 Viét Nam, danh Iuc Do
cay thudc Viét Nam va la dbi tuong duoc uu
tién bao ton [1-3].

Hién nay nhu cau st dung Pang sim ¢ Viét
Nam 12 rat 16n. Van dé dat ra 1a 1am thé nao dé
khai thac va phat trién bén viing loai cay thude
nay dap (mg nhu cau thi truong trong nudc. Dé
¢6 co s¢ cho cong tic bao ton va chon loc
nguon nguyén liéu lam glong dé phat trién
ngudn nguyén liéu lam thudc thi viéc danh gia
mirc d9 da dang ngudn gen Pang sam 1a thyc sy
can thiét.

2. Vit liéu va phwong phap nghién ctru

2.1. Vat liéu

Tong cong 15 mau thuc vét duge thu thap &
mot s6 khu vuc thudc cac tinh Lao Cai, Son La,
Ha Giang, Lam Déng, Kon Tum da duogc st
dung trong nghién ctru. Dya vao vi tri phan b6
cia ching ma ma chung toi chia cac mau Pang
sam thanh nim nhém (N1 — N5). Mdi mau
dugc ki hiéu bét dau bang chir Cj (viét tit cua
Condonopsis javanica) theo sau 1 sb tht tu tir
1 dén 15 (xem Bang 1).

Céac mau thyc vat sau khi dwa vé phong thi
nghiém dugc lam sach bang nudc cit va con,
phan tach 1iy phan 14, than. Cac phan mé dap
nat hogc c6 biéu hién nhiém bénh bi cat bo, sau
d6 miu dugc nghién trong nito 16ng bang chay
va cbi da khur trung tir trude thanh dang bot min
¢6 kich thuée hat nhé hon Imm. Miu nghién
dugc chia ra bao quan trong cac éng Falcon 15
mL, rdi bao quan & -80°C dé lam nguyén liéu
tach chiét ADN tbng sb.

Bang 1. Danh sach cac mau dang sam Viét Nam (Codonopsis javanica (Blume) Hook f.)
duoc str dung trong nghién ctu

Nhom mau bia diém S8 lwon Toa d6 GPS SHTBtai  Ki hiéu mau
(theo Tinh) (huyén/T. xa) o uong 02 €0 BT ADN
NI Sa Pa, Sapa 1 22.3311°, 103.8500° 9722 Gjl
(Lio Caiy  Té Phin. Sapa 22.4020°,103.8262° 9711 Cj2
Ban Khoang, Sapa 1 22.4265°,103.8051° 9714 Cj3
N2 Ph6 Bang, Dong o 5 .
(H3Gimg)  Vin 1 22.2322°,105.1870 9715 Cj4
N3 Xa Loong He, o o .
(Son La) Thuin Chac 1 21.1560°, 103.3227 9719 Gjs
Pa Sal, Lac Duong ’ 12.1735°, 108.6693° 9712 6
N4 12.1735°,108.6693° 9716 Gj7
(LamBong) 5. Gl Lac Duong , 12.1742°, 108.6675° - Ci8
12.1742°, 108.6675° - Cjo
Thon 1, Xa Hoa 14.2511°, 107.9878 9708 Gjl10
Binh, Tp Kon Tum 14.2511°,107.9879° 9709 Gill
N5 Huvén Hoa Bih 5 14.1710°, 107.5842° 9748 Gj12
uyé :
(Kon Tum) 14.1710°,107.5843° 9750 Gjl3
bak ‘Ha, Tu Mo 14.4811°, 107.5760° 9706 Cjl4
Rong
Huyén Kon Plong 1 14.3725°,108.1850° 9707 Gjl5
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Céc mdi RAPD thudc 2 nhom OPA va OPC dugc cung cp tir hang Fermentas (Lithuania).
Bang 2. Danh sach cac moi RAPD su dung trong nghién ctru

Moi Trinh ty moi Moi Trinh ty moi
OPAI 5’- CAGGCCCTTC -3’ OPA19 5’- CAACGTCGGT -3’
OPA7 5’-GAAACGGGTC -3’ OPA20 5’- GTTGCGATCC -3’

OPA12  5-TCGGCGATAG -3’ OPCl1 5’-TTCGAGCCAG -3’
OPA13  5’- CAGCACCCAC -3’ OPC3 5’- GGGGGTCTTT -3’
OPA15  5’- TTCCGAACCC -3’ OPC12 5’- TGTCATCCCC -3°
OPA17  5’- GACCGCTTGT -3’ OPC20 5’- TTCCCCCCAG -3’

Céc thang chuén kich thuéc ADN: marker
1kb cta hang Fermentas (M¥)

Céc hoa chat khac dugc ding trong tach
chiét ADN va phan tng RAPD-PCR dam bao
chét lugng va do tinh sach g6m dém CTAB,
chloroform, isoamyl acohol, EDTA, ethanol,
agarose, cac thanh phan PCR (MgCl,, dém va
enzyme Taq DNA polymerase, dNTPs), thudc
nhom ethidium bromide (EtBr), dugc cung cip
boé nhitng hang uy tin nhu Sigma (My), Merk
(Puc), Fluka (Thuy SY).

2.2. Phwong phap nghién ciru

* Tach chiét ADN tong sd

+ Quy trinh tach chiét ADN tong s6 duoc
thuc hién dua trén nguyén tic sir dung dung
modi hitu co theo phuong phap Mini-CTAB
duoc Sanghai-Maroof va cong sy mo ta dau
tién nam 1984 [4], sau do duoc Edwards va
cong su cai tién (nam 1991) [5] gdm cac budc
co ban sau: Can 50 mg mau thu:c vat di nghién
trong nito 1ong va chuyén vao 6ng eppendorf
1,5 ml. B6 sung 900 pL dung dich dém nghién
(200 mM Tris HCI, pH 7,5; 25mM EDTA, pH
7,5; 250 mM NaCl; 2% CTAB va 2%
[B-mecaptoethanol). U miu & 65°C trong 90
phat. Lam ngudi vé nhiét d6 phong, bd sung
450 pL phenol/chlorofom/ isoamylalcohol (ty 1¢
thé tich: 25/24/1), & trong 10 phut. Ly tam
10.000 vong/ phit ¢ 4°C trong 10 phut; ro1
dung pipet hut phan dich nbi sang 6ng
eppendorf 1,5ml. B sung 600 pL isopropanol.
U ¢ 4°C qua dém.Ly tdm 10.000 vong /phut &

nhiét do phong trong 10 phuat; ro6i dung
pipetman loai bo dich ndi va rira tia ADN hai
lan bang ethanol lanh (100%), két hop ly
tam.Dé tua kho tu nhién (hodc dung may co
ADN), rdi hoa tan ADN két tua trong 100 puL
dém 1x TE (10 mM Tris-HCI, pH7.5, 1 mM
EDTA); bao quan ¢ 4°C.

ADN tong sb sau khi tach chiét dugc kiém
tra bang phuong phap dién di trén gel agarose
0.8%. Thuc hién dién di trong moi truong dém
1x TBE, & hiéu dién thé 90 V trong khoang 45
phut. Kich thudce twong d6i cia san pham ADN
tong s6 dugc xac dinh bang cach so sanh véi
thang ADN 1kb (Fermentas).

Do tinh sach cia ADN déng thoi duoc kiém
tra va dinh lugng bang phuong phap do quang
phé hép thy (OD) & budc séng 260 nm va 280
nm. Dich chiét dugc pha loang 100 lan (10 pl
ADN tong so +990 pl dd H,0), tién hanh do 3
lan & mdi mau, két qua ly trung binh ciia 3 1an
do. Muc do tinh sach cua ADN (mu:c do 1an
ARN Va protein) phan anh qua ty so OD260/280
Cac mau duoc coi la tinh sach khi co ty s6
nayxap xi 1,8. Nong dd dung dich goc duoc
tinh dua trén hé s6 1,0 ODa = 50 pg/pul
dsADN.

* K§ thuat RAPD-PCR duoc tién hanh qua
hai budc:

- Buéc 1: ADN h¢ gen dugc nhan ban
(khuéch dai) bang cic mdi ngiu nhién RAPD
v6i thanh phan phan tmg va diéu kién (chu trinh
nhiét cua phan tmg) PCR dugc mo ta ¢ Bang 3
va 4.
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Bang 3. Thanh phan phan tng PCR sir dung Béng 4. Chu trinh nhiét cia PCR str dung cho Pang
cho Pang sam Vi¢t Nam sam Viét Nam

. Ao 2 e Nhi¢t ~ Thoigian  S6 chu
Thanh phan phan ung Theé tich (uL) Budc phan ung d6 (°C) (phit) ky
H,O (siéu sach) 16,8 Bie}n tinh budc dau 94 5 1
ADN khuén (50 ng/uL) 0,5 Bién tinh 94 1
Bém Taq ADN pol (10x) 2,5 Ganmoi 37 1 35
dNTPs (2mM) 2,5 Kéo dai chuoi 72 2
Mbi RAPD (10 pM) 2,5 Kéo dai bd sung 72 7 1
Taq ADN pol (5u/ puL) 0,2 Bao quan 4 00

Tbdng thé tich PCR: 25 uL

- Budc 2: San pham ADN sau PCR duoc
phan tich trén gel dién di agarose 1,0 - 1,5%
chay ¢ hiéu dién thé 60 - 80 V trong 45 phiit
bang phuorng phép nhudm véi EtBr. Kich thudce
tuong d6i cua cac bang khuéch dai dwogc so
sanh v6i thang chuén kich thuéc ADN 1kb
(Fermentas, 1kb DNA Ladder).

* Phan tich di truyén bang RAPD - PCR

Két qua dién di san pham RAPD-PCR dugc
chuyén thanh ma tran nhi phan trong phan mém
NTSYSpc 2.02h (Applied Biotstatistics, New
York) theo nguyén tic: su c6 mit cia mdi bing
duoc ghila 1, su Véng mat dugc ghila 0. T ma
tran nhi phan, hé s6 twong quan DICE (SD), ma
tran tuong dong theo timg cip duogc thiét lap.
Heé s6 SD dugc tinh bang hai lan s6 bang chung
ctia hai mau chia cho tdng s bang thu dugc cua
hai miu d6 (S = 2N, / (N; + Ng)). Hé s6 thu
duoc 1a 1,0 c6 nghia 14 hai mau hoan toén gidng
nhau, trong khi 0,0 c6 nghia la hai mau khong
co dlem chung nao. Cu01 cung, cay quan hé di
truyén gilta cic mau dugc xdy dung theo
phuong phap UPGMA (Unweighted Pair-
Group Method with Arithmetical Averages).

3. Két qua nghién ciru

Str dung 12 mdi ngiu nhién (RAPD) dé
phan tich da hinh di truyén cia 15 mau dang
sam Viét Nam da thu duogc tdng cong 106 bang,
trung binh la 8,8 bang/rno1 Trong do, 5O bang
da hinh 1a 88, (chiém 83 % tong sb bang). S6
bang ddng hinh 1a 18 (chiém 17%).

3.1. Sw da dang di truyén cia cdc mdau quan thé
Dang sam Viét Nam

Bing phin mém NTSYSpc 2.1, chung toi
xé4c dinh duoc hé sb twong dong di truyén (bang
5) gitta 15 miu Pang sdm. Két qua cho thay,
c4c mau Dang sam thu ¢ khu vuc Tay Béc (Ha
Giang, Lao Cai, Son La) va cac mau thu & Tay
Nguyén (Lam Ddng, Kon Tum) tach biét thanh
2 nhém (nhanh) rd rét. Sy khac biét di truyén
16n nhat dugc tim thdy gitta mau Cj5 (thu &
Thuan Chau, Son La) vdi cac mau Cj6 va Cj7
(moc tu nhién ¢ Lac Duong, Lam Déng) vO1 hé
s6 khac biét di truyén la 0,38. Hai mﬁu duoc
xac dinh c6 muc do tuong dong di truyen l6n
nhat la Cj8 va Cj9 vdi hé sé tuong dong di
truyén 14 0,95. Py ciing chinh 14 hai miu duoc
thu tor vuon trong cua nguoi dan ta1 Lac Duong,
Lam Bong, c¢6 1& chung c6 ngudn goc gan giii
va 1a két qua cua nguoi dan nhan giong tu phat.

Khi so sanh giita cac cip mau phan bd trong
cung dia giéi hanh chinh (cung Tinh), thi xu
huéng dong hinh (twong dong di truyén) cao
hon 13 rét khi so v&i cac cip mau ngoai nhom.
Su dong hinh cao hon trong pham vi mdi quan
the phan anh nhleu kha nang ching c6 nguén
gbc chung va xuét phat tir nhimg quan thé tu
nhién co kich thudc twong ddi nho. Picu nay
can luu ¥ cho cong tac bao ton, boi néu nhing
quén thé nhu vay dugc khai thac lién tuc dé dan
dén su mat di hoan toan cta mot s6 vbn gen.

Khi so sanh giita 5 mau thu & khu vuc phia
Bic (Cjl - Cj5), c6 vé nhu c6 sy twong quan
gitta mirc d6 khac biét di truyén véi khoang
cach dia ly. Trong do, hai mau thu ¢ thi trin Sa
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Pa va & Ban Khoang (Cjl va Cj3) c6 muc do
trong dong di truyén 1a 90% (SD = 0,9). Su
khac biét di truyén gitra 2 mau nay c6 xu hudng
tang 1én khi d6i sach véi mau Cj2 (thu ¢ Ta
Phin, Lao Cai; SD = 0,81 - 0,82) va Cj4 (thu ¢
Pho Béang, Ha Giang; SD = 0,83) va Cj5 (thu ¢
Thuan Chau, Son La; SD = 0,71 - 0,74). Mtc
do khac biét di truyén chung dao dong trong
khoang tir 10% (cap mau Cjl va Cj3) dén 29%
(cap mau Cj5 thu ¢ Thuan Chau, Son La véi
Cj2 thu ¢ Ta Phin, Lao Cai).

Déi voi 10 miu thu & khu vuc phia Nam, su
khac biét di truyén dao dong trong khoang tir
5% (cdp mau Cj8 va Cj9, déu 1a mau trong thu
& Lac Duong, Lam Pong) dén 32% (cip miu
Cjl11 thu & Hoa Binh, Kon Tum va Cjl14 thu &
Tu Mo Roéng, Kon Tum).

Két qua bude dau cho thdy, murc do khac
biét di truyén gifta cac cip mau trong cing
nhém thu ¢ khu vye mién Béc hodc mién Nam
la tuong duong nhau (dao dong trong khoang tur
5% dén trén dudi 30%). Su khac biét _nay tang
1én rd rét khi so sanh gitra hai cép mau bat ky
thu & hai mién, véi mirc do khac biét di truyén

giita cac cip mau dao dong tir 22% (mau Cj3
thu & Ban Khoang, Lao Cai va Cj8 thu ¢ Lac
Duong, Lam Doéng) t6i 38% (miu Cj5 thu &
Thuan Chau, Son La véi Cj6/Cj7 thu ¢ Lac
Duong, Lam Ddng).

3.2. Xay dung cdy quan hé di truyén

Mbi mau trong nghién ctu dai dién cho
quan thé & khu vuc chiing phan bd, ciy quan hé
di truyén giita 15 miu quan thé nay dugc phan
tich nho chi thi RAPD-PCR trong nghién ctru
nay (hinh 1) phan anh chung tach thanh 2 cum
(nhanh) tuong quan rd rét twong ing voi phan
bb dia ly. Mac du xét tong thé cac mau thu thap
tir 2 mién, sy da dang di truyén cua loai Pang
sam ¢ nudc ta duogce tim théy, song trong pham
vi moi vung phén bd, hé s da dang (khac biét)
di truyén gitra cac mau giam rd rét. Yéu td dia
1y ¢o tuong quan dén su khac biét di truyén.
Theo d6, xu huéng phd bién 14 cac mau cé vi tri
phan bd dia li cang hinh gin, mirc twong dong
di truyén ¢ xu huéng cang cao va nguogc lai.

Béng 5. Hé sb twong dong di truyén giira 15 miu Pang sdm dugc thu thap trong nghién ctru

Ténmiu Cjl Cj2 Cj3 Cj4 Cj5 Cj6 Cj7 Cj8 Cj9 Cjl0 Cjll CjI2 Cj13 Cjl4 Cjl15
Cjt 1,00
Ci2 082 1,00
Cj3 090 0,81 1,00
Cj4 083 0,82 0,80 1,00
Cj5 074 0,71 0,78 0,71 1,00
Cj6 0,68 0,65 0,70 0,76 0,62 1,00
Cj7 0,69 0,67 0,67 0,77 0,62 0,90 1,00
Cj8 0,73 0,68 0,78 0,73 0,65 0,76 0,75 1,00
Cj9 0,73 0,66 0,76 0,75 0,66 0,78 0,75 0,95 1,00
Cj10 0,69 0,68 0,70 0,75 0,66 0,80 0,76 0,74 0,73 1,00
Cjl1 0,67 0,67 0,66 0,70 0,66 0,78 0,81 0,72 0,71 091 1,00
Cj12 0,68 0,66 0,72 0,70 0,66 0,84 0,82 0,78 0,77 0,74 0,75 1,00
Cj13 0,71 0,65 0,73 0,69 0,65 0,86 0,83 0,78 0,77 0,75 0,77 0,92 1,00
Cjl4 0,74 0,72 0,78 0,67 0,64 0,76 0,72 0,78 0,78 0,69 0,68 0,77 0,78 1,00
Cj15 0,69 0,64 0,71 0,71 0,66 0,80 0,76 0,79 0,78 0,76 0,74 0,84 0090 0,84 1,00
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Tir cac két qua thu duogc, bude dau di xac giita cac quan thé. Day 1a co s cho viée co thé
dinh mot sd chi thi dic trung phan biét hai st dung chi thi ADN, trong d6 c6 RAPD-PCR
nhom dang sim Viét Nam thu ¢ Tay Bic va trong viéc dinh huéng bao ton va phat trién cac
Tay Nguyén (bang 6). Cac hinh 2, 3 va 4 minh ngudn gen Pang sam noi riéng va cac ciy duoc
hoa mdt s6 bang ddng hinh va da hinh phéan biét liéu noéi chung.

Béng 6. Mot s6 chi thi RAPD-PCR ddng hinh va da hinh ciia ngudn gen déng sim Viét Nam

Nhém mau Mién Bac Mién Nam

(Lao Cai, Son La, Ha Giang) (Lam Pong, Kon Tum)
Chi thl déC tru’ng OPAl 1100bp, OPA76OObp, OPAI1 3200bp, OPAI1 9600bp, OPAI1 9700bp OPA1 91000bp,
(da hinh) OPA2010005. OPC3s505p OPCl3005p. OPC127500p,
Chi thl chung OPALl 600bp, OPAI1 9850bp7 OPAl 71 100bp, OPALl 7550bp, OPA3525bp’ OPAI1 5400bp7 OPAI1 5700bp7
(d()ng hinh) OPAl 52200bp7 OPC 1400bp7 OPC1 700bp» OPC3650bp, OPC1 2500bp7 OPC1 2600bp7 OPCZOs()()bp,

OPC20,4000p

M Cjl Cj2 Cj3 Cj4 Cj5 Cj6 Cj7 Cj8 M 9 G0 Gl GI2Cj13Cjl4Cjl5

[

<—1100bp

<— 600bp —» - S N e e e
<«—300bp —>

0) J:N |

Hinh 1. Chi thi RAPD-PCR cua 15 mau dang sam Viét Nam voi mdi OPAI. Miii tén va kich thudc chi bang
600bp (chi thi OPAl4gqpp) 12 bang d()nNg hinh cho tat cdc mau, cac bang con lai 1a cac bang da hinh. Cj1 - Cj15: ki
hi¢u cac mau Pang sam; M: marker ADN 1kb (Fermentas).

% Gl G2 G3 Cj4 G5 Cj6 ¢j7 Ci8 Cj9 Gj10 Cjll 12 GI3 G4 GIs

o™ I—&‘ - s s
100bp —>

Hinh 2. Chi thi RAPD-PCR cua 15 mau dang sim Viét Nam v6i moi OPA17.
Miii tén va leh thudc cac chi bang 1100bp va 550bp (cac chi thi OPA17,;90pp va OPA17550bp) la bang dong hinh
cho tat cac miu, cic bing con lai 1a cac biang da hinh. Cj1 - Cj15: ki hiéu cac mau Pang sam;
M: marker ADN 1kb (Fermentas)
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Hinh 3. Chi thi RAPD-PCR cua mét s mau dang sam Viét Nam v6i mdi OPC3 (hinh trdi)
va OPALS (hinh phai). Hinh anh phan anh hiéu qua (ti 1¢) tao cac bang dong hinh va da hinh khac nhau cua cac
moi RAPD. Cjl - Cj15: ki hi¢u cac mau dang sdm Viét Nam; M: marker ADN 1kb (Fermentas).

4. Két luan

1. Pa thiét 1ap duoc thanh phéan va diéu kién
phan tmg PCR phu hop cho phan tich chi thi
RAPD-PCR cho phéan tich di truyén ¢ loai dang
sam Viét Nam. Theo d6, mdi 25uL thé tich
phan tng gébm 25 ng ADN khuén (miu thuc
vat), 1,75mM MgCl,, 0,2mM dNTPs, 1pM mdi
RAPD va 1 don vi (u) enzym Taq DNA
polymerase; véi 35 chu trinh ¢ nhiét do bat cap
mdi 37°C.

2. Ky thuit RAPD-PCR da duoc ding dé
danh gid mic da dang di truyén ciia 15 miu
quan thé dang sam thu thap ¢ Viét Nam. Su
tuong dong di truyén dugc tim thiy tuong dong
v6i khoang cach dia ly. Cac mau thu & khu Ve
Tay Bic (Ha Giang, Lao Cai, Son La) c6 hé sb
tuong dong di truyén dao dong tir 0,71 dén
0,90. C4c mau thu & khu vuc Tay nguyén (Lam
Ddng, Kon Tum) mirc twong dong di truyén
trong khoang 0,68 - 0,95. Sy khac biét di
truyén rd nhat dugc tim thay giita cac cip mau
dugc thu thap tir 2 ving, dién hinh nhét 13 mau
thu tai Thuan Chau (Son La) véi cac mau thu &
Lac Duong (LAm Dong) voi hé sé khac biét di
truyén duoc xac dinh 14 0, 32.

Cay quan hé di truyén phan tach 15 mau
thanh 2 nhanh rd rét phan bd & mién Bic va
mién Nam. Mot sé chi thi RAPD - PCR dong
hinh cho tit ca cdc miu cua loai dang sdm Viét
Nam, trong khi mot s6 khac c6 tinh dic trung
gitip phan biét 2 nhoém ngudn gen. Ching han,

cac chi thl OPAIGQObp OPAlgSSObm OPA1711()0bp
v.v. ¢6 tinh dong hinh ¢ tit ca cac mau Dang
sam Trong khi OPAlnoobp dac trung cho nhém
mau thu & Tay Bac hay OPA19;0000, chi tim
thiy & nhém mau thu ¢ Ty Nguyén.

5. Kién nghi

Can tiép tuc mo rong nghién ctru vén gen
cay Pang sdm noi riéng va cac loai cay dugc
liéu & Viét Nam no6i chung bing cac ky thuat
phan tich ADN, gen va hé gen, trong d6 co6 ky
thuat RAPD-PCR, phuc vu dinh hudéng cho
cong tac bao ton, chon, tao giéng va tiéu chudn
hoa nguén duoc lidu 1am thude.

Loi cam on

Bai bao 1a két qua thuc hién nhiém vu qui
gen cip Nha nudc “Khai thac va phat trién
ngudn gen Ha thu 6 d6 va Dang sam Viét
Nam lam nguyén liéu san xuit thudc” giai
doan 2011 - 2015.

Tai li€éu tham khao

[1] Nguyén Tién Ban va nhiéu ngudi khac (2007).
Sach d6 Viét Nam (phan II - Thyc vat), NXB
Khoa hoc tu nhién va cong nghé, tr 152 - 153 va
303-304.



P.T. Huyén, P.P. Long / Tap chi Khoa hoc PHQGHN: Khoa hoc Y Dugc, Tép 33, S6 1 (2017) 32-39 39

[2] Nguyén Tap (2006). Danh luc D6 cdy thudc Spacer-length ~ polymorphisms in  barly
Viét Nam. Tap chi Dugc liéu, tap 11, sb 3, Mendelian inheritance, chromosomal location
tr. 97 - 105. and population dynamics. Proc. Natl. Acad. Sci.

[3] DS Huy Bich va cong su (2003). Cay thudc va USA., 81: 8014-8018.
dong vat 1am thudc ¢ Viét Nam (Tap 1 + 2), [5] Edwards K, Johnstone, Thompson C (1991) A
NXB Khoa hoc va K¥ thuat. simple and rapid method for the preparation of

[4] Sanghai-Maroof MA, KM Soliman, RA plant genomic DNA for PCR analysis. Nucleic
Jorgensen, RW Allard, Ribosomal DNA, Acids Res; 19(6): 1349.
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Abstract: This study was subjected to assess the genetic diversity of Condonopsis javanica
(Blume) Hook f. germplasm in Vietnam for the purposes of conservation and its breeding for planting
expansion. Samples of 15 natural and cultivated accessions were collected throughout the country with
two major areas of distribution in Northwest Highlands (Lao Cai, Ha Giang, Son La) and Western
Highlands (Lam Dong, Kon Tum). DNA of 15 accessions were isolated and amplified by 12 arbitrary
primers. A total of 106 RAPD-PCR loci were detected, among which 88 loci (83%) were
polymorphic, whereas the other 18 (17%) were homogeneous for all the collected accessions. The
cluster analysis showed that 15 accessions were divided into 2 obviously distinct groups. One
consisted of 5 accessions collected in Northwest highlands, while the other consisted of 10 remaining
accessions collected in West highlands. Thus, RAPD-PCR results indicated that there was abundant
genetic diversity amongst natural and cultivated population of C. javanica in Vietnam and their
genetic relationship appeared to be related to their geographic distance. Thus, germplasms at
geographic distance should be subjected to the conservation and breeding programs of this medicinal
plant species.

Keywords: Condonopsis javanica, RAPD-PCR, genetic diversity, geographic distance.



