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TOM TAT

Dé lam co s cho cong tac xdy dung phuong 4n bao tén loai ciy gidi xanh, 15 mdi ngiu nhién va 7 cip
mdi luc lap (cpDNA) da duge sir dung dé phan tich tinh da dang di truyén cia 19 mu cay gidi xanh dugc thu
thip & cic dia phuong khic nhau. Cac mdi ngiu nhién sir dung déu cho tinh da hinh vé cic phin doan DNA
dugc nhén ban. Trong pham vi ving phén tich, c6 134 phén doan dugc nhén bin trong d6 ¢ 104 phéan doan da
hinh. Hé s6 tuong dbng gilra cac mau phén tich dao déng tir 0,568 (mAu CP2 va SG8) dén 0,950 (miu PT2 va
PT3). Bleu dd hinh ciy vé hé so tuong dong clia 19 méu gidi nghién ctru dugc chia 1am hai nhanh, nhanh I chi
chita miu SG8, nhanh II'bao gbm 18 mau con lai va chia lam 6 nhém phu. Két qua phan tich PCR-RAPD ciing
chi ra phén I6n cic miu cb cing nguon gbe dia 1y duoc xep vao cac nhom nhé. Trong s6 7 cip mdi cpSSR
ding trong nghién ciru, ¢4 4 c&p moi nhan ban duoc san pham, kich thuéc san pham dao dong tr 1 - 1,25 kb.
Tuy nhién, két qua cat han ché san pham PCR dé khéng cho tinh da hinh. Téng sb 14 enzyme cit han ché da
duogc ding dé danh gi4 da hinh san pham PCR nhung chi ¢6 6 enzyme cit thanh cong san phim PCR. Két qua
nh4n dugc cho phép khang dinh 19 miu gidi xanh nghién ciru 14 cha lodi Mechilia mediocris.

Tir khoa: Cap méi luc lap,Pa hinh DNA, enzyme cdt han ché, RAPD, Mechilia mediocris

MO DAU

G101 xanh (Michilia mediocris Dandy) 1a cay
than go ¢6 hoa dién hinh ¢ cac nuéc Déng Nam Ava
Nam A. O Viét Nam, gidi xanh phan bb trong rimg
tir nhién & hiu khép céac tinh phia Bic cho t&i cac
tinh Tay Nguyén nhu: Lao Cai, Pha Tho, Son La,
Thanh Hoéa, Nghé An, Ha Tinh, Kon Tum, Gia Lai,
Lam Déng... Pay la loai cay sinh trwdng nhanh, c6
gia tri kinh t& cao. Do nan pha rimg hoanh hanh nén
dién tich cac loai cdy rimg ngay cang giam xudng,
mot sb loai cay quy h1em dang c6 nguy co tuyét
ching, trong d6 ¢ ciy gidi xanh. Hién nay, Trung
Tam nghién ctru Gibng cay nmg, Vién Khoa hoc
Lam nghiép Viét Nam dang timg bu6c nghién ciru
diéu tra khdo sat tinh trang cua glong nham c6 ké
hoach x@y dyng phuong 4n bao ton, tao gidng va
khai thac nguon vit liéu cho céc loai cay nay. Vi thé,
viéc nghién clru mirc d6 da dang di truyén cla cac
loai cdy nay cin dugc tién hanh sém.

Phuong phép phan tich da dang DNA bing céc
chi thi AFLP, RFLP, SSR, RAPD... khéng phu
thuéc vao didu kién méi truong ma cho két qua
chinh xac (Mace ef al, 1996). Trong do, chi thi
RAPD duoc stir dung tuong dbi pho bién trén nhiéu
loai dbi tuong sinh vat (Buso et al, 2001;
Ravinsanka et al., 2000; DPinh Thi Phong et al.,

2004; Nguyén Thi Tam ef al., 2003; Bui Vin Théng
et al., 2003, Truong Quang Vinh ef al., 2008 ). Hién
nay, cac cap mdi luc lap (chloroplast DNA) dang
duoc sir dung dé nhin dang cho timg loai do DNA
luc lap c6 tinh bao tha di truyén rét cao (Devos ef al.,
2003; Chung et al, 2003; Pardo et al., 2004,
McMillan, Sun., 2004; Nguyén Thity Hanh, 2005).

Xuét phat tir thue tién trén, cong trinh nay dé cap
dén két qua “Phan tich da dang di truyén 19 méu
(Michelia mediocris Dandy) bang chi thi RAPD va
DNA Iuc lap” nhim cung cap thém thong tin gitp
dinh huéng cho cong tac bao ton da dang ngudn gen
cay gioi xanh.

VAT LIEU VA PHUGNG PHAP
Vit liéu thwc vat

Bao gom 19 méu 14 gidi xanh do Trung T4m
nghién ciru gidng cay rimg, Vién Khoa hoc Lam
nghiép Viét Nam cung cip ¢6 ky hiéu va noi thu
thép nhu bang 1.

3 As 8 - on 3
Cac moi va enzyme sir dung trong nghién ciru

Bao gdm 15 mdi nghu nhién, 7 cip mdi luc '
va 14 enzyme (cua hang Fermentas) da duoc -
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dé phan tich 19 mau gi6i. Trinh tw nucleotide cia cic  bang 2a va 2b dua theo trinh tu di duoc cong bd ciia
moi RAPD va cac cap moi luc lap véi kich thude Iy Nicolosi va déng tic gia (2000), Shinozaki va dong
thuyét cia cac phian doan DNA nhén dugc nhu trong  tac gia (1986).

Bang 1. Ngudn gbc va ky hiéu cac mau gidi xanh dung trong nghién ctwu.

STT Ky hiédu mdu  Ngudn gbc STT Ky hiéu mau Ngudn géc

1 PT1 Pha Tho 1 1 CP6 Cuc Phuong 6
2 PT2 Pha Tho 2 12 SG1 Sai Gon 1

3 PT3 Pha The 3 13 SG3 Sai Gon 3

4 PT4 Phu Tho 4 14 SG4 Sai Gon 4

5 PT5 Phu Tho 5 15 SG5 Sai Gon 5

6 CP1 Cuc Phuong 1 16 SG6 Sai Gon 6

7 CP2 Cuc Phuong 2 17 SG7 Sai Gon 7

8 CP3 Cuc Phuwong 3 18 SG8 Sai Gon 8

9 CP4 Cuc Phuong 4 19 vQ1 Vuédn Quéc gia Clc Phuong’
10 CP5 Cuac Phuong 5

Bang 2a. Trinh ty nucleotide cla 15 mdi RAPD st dung trong nghién ctu.

TT Moi Trinh tw nucleotide 1T Moi Trinh tw nucleotide
1 OPA04 5 AATCGGGCTG 3’ 9 RA142 5 CAATCGCCGT 3’
2 OPB10 5" CTGCTGGGAC 3’ 10 RA159 5 GTCCACACGG 3’
3 OPB18 5 CCACAGCAGT 3’ 11 RA40 5 GGCGGACTGT 3
4 OPF10 5 GGAAGCTTGG 3’ 12 RA46 5 CCAGACCCTG 3’
5 OPH04 5' GGAAGTCGCC 3 13 RA50 5 GCTGTGCCAG 3’
6 OPH08 5" GAAACACCCC 3’ 14 uBc23 5' CCCGCCTTCC 3’
7 OPP15 5 GGAAGCCAAC 3’ 15 UBC346 5 TAGGCGAACG 3’
8 OPQO5 5 CCGCGTCTTG 3’ '

Bang 2b. Trinh tw cac nucleotide cla 07 cap mdi luc lap st dung trong nghién ctru.

TT Tén moi Trinh tw nucleotide Kich thwoe ly thuyét ciia
doan gen (bp)
1 psbC2-F 5 GGTCGTGACCAAGAAACCAC 3 1611
trnS-R 5 GGTTCGAATCCCTCTCTCTC 3
2 trnS-F 5 GAGAGAGAGGGATTCGAACC 3 1254
trnfM-R 5 CATAACCTTGAGTCACGG G ¥
3 psaA-F 5' ACTTCTGGTTCCGGCGAACGAA 3’ 3681
trnS-R 5 AACCACTCGGCCATCTCTCCTA 3’
4 rbcL1-F 5" ATGTCACCACAAACAGAAACTAAAGCAAGT 3 1381
rbcl2-R 5' CTTCACAAGCAGCAGCTAGTTCAGGACTCC 3’
5 trnH-F 5' ACGGGAATTGAACCCGCGCA 3’ 1831
trnK-R 5 CCGACTAGTTCCGGGTTCGA 3’
6 nad4-F 5 CAGTGGGTTGGTCTGGTATG 3' 2100
nad4-R 5' TCATATGGGCTACTGAGGAG 3’
7 ps14-F 5 CACGGGTCGCCCTCGTTCCG 3’ 1396
cob-R 5 GTG TGG AGG ATA TAG GTT GT 3’
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Phwong phap nghién ciru

Phdn tmg PCR - RAPD

Mét phan img PCR cé thé tich 25 pl bao gbm:
1X dich dém PCR; 2,5 mM MgCly; 2 mM dNTPs;
200 nM doan mdi; 0,125 don vi Taq polymerase va
10 ng DNA khuén. Phan tmg PCR - RAPD thyc hién
trong may PCR - Thermal Cycler PTC 100 theo chu
ky nhiét: 94°C/3 phut; (92°C/1 phut; 35°C/1 phit;
72°C/1phut) 45 chu ky; 72°C/10 phat; giit ¢ 4°C.

Phan ting PCR véi cdc cip méi luc lap

Mt phan img PCR méi luc lap c6 tong thé tich
la 25 pul chta: 1X dung dich dém PCR, 50 mM
MgCl,, 2 mM dNTPs, 10 ng mdi luc lap, 0,5 don vi
Taq polymerase va 50 ng DNA genome. Chu trinh
nhiét cua c4c phan g bao gom cac budc: 94° C/ 2
phat, (94°C/1 phat, 65°C/1 phat; 72°C/1 phat) 34 chu
ky ; 72°C/10 phut; giit san phim & 4°C.

Phan veng cit enzyme han ché

San phdm PCR cia mdi luc lap dugc cit bing
cac enzyme han ché vé6i thanh phan nhw sau: 10 pl
san pham PCR, 2 pl 10X buffer, 2 pl enzyme va 6 pl
ddH,0. Phan tmg cit duoc thuc hién & cac nhiét do
t6i wu voi cac moi trong thoi gian 16 h.

Phén tich s6 liéu

Phan tich s6 liéu theo quy udc: 1 = phan doan
DNA xuét hién va 0 = phén doan DNA kh(")r}g xu~ét
hién, khi dién di san phdm RAPD véi cdc moi ngau
nhién. Xac dinh hé sé di truyén gibng nhau theo
phuong phap ctia Nei va Li (1979).

2a

Sij=———
/ 2a+b+c

Trong do:
Sij: hé s6 gibng nhau giita hai c4 thé ; va .
a: Sb phin doan DNA xuét hién & ca ca thd i va J.
b: S6 phan doan DNA xuit hién & i va khong xuét
hién & ;. ,
c: S6 phan doan DNA xuét hién ¢ j va khéng xuat
hién & .

Lap biéu d5 hinh cdy trong chuong trink
NTSYSpc 2.0. Ham luong théng tin tinh da hinh

(Polymorphlem information content = PIC) ctia mbi
mdi x4c dinh theo céng thirc PIC = 1- P/, trong d6

Pi 14 tin sb cia allele thir i cta kidu gen dugc kiém
tra. Pham vi gia tri PIC tir 0 (khong da hinh) t6i 1 (da
hinh hoan toan).

KET QUA VA THAO LUAN

Pa hinh DNA ciia 19 miu gidi xanh bing chi thj
RAPD

S0 phén doan va tan sé xudt hign cdc phin doan
DNA

San phidm PCR-RAPD véi cac mdi khac nhau
duoc dién di trén gel agarose 1,8% dé phan tich tinh
da hinh DNA ciia 19 mAu gibi xanh. Két qua 1a tat ca
15 mdi déu cho tinh da hinh. S6 lugng cac phan doan
DNA nhén ban véi mdi mdi dao déng tir 2 - 11 phan
doan. Kich thudc cac phian doan DNA dugc nhan
ban trong khoang tir 250 - 2000 bp. S& phan doan
DNA nhén ban dugc cia 19 miu gidi véi 15 mdi
RAPD la 1380. So phan doan DNA nhén ban duoc
v6i mbi mdi ngau nhién dao dong fir 62 - 80 phéan
doan, trong d6 mdi OPA04 c6 s6 phian doan DNA
nhan ban 1a nhiéu nhit (136 phin doan DNA) va it
nhét B mdi RA46 (59 phén doan).

Két qua & bang 3 chi ra, tong s6 phan doan DNA
trong pham vi phén tich cia 19 méu cay khi phan
tich 15 mdi ngau nhién 13 134 phan doan. Trong d6
c6 106 phin doan 1a da hinh (chiém 79,1%) va
khong da hinh 1a 28 phan doan (chiém 20,9%). Hai
mdi OPB18 va RA159 c6 tinh da hinh hoan toan
(100%) va moi RA142 cho tinh da hinh thap nhét
(25%). Trong d6, c6 13/15 mdi ¢ s6 phan doan da
hinh trén 50%, hai mdi OPHO4 va RA142 ¢6 sb phan
doan da hinh dudi 50%. Két qua nay ciing phit hop
khi phan tich ham lugng thong tin da hinh thé hién &
gia tri PIC (Polymorphism Information Content). Cu
thé, gi trj PIC ctia mdi RA142 13 0,03 (da hinh thép
nhét) va gia tri PIC ciia mbi RA159 1a 0,84 (da hinh
cao nhét). Trong d6, 9/15 méi cho gia tri PIC > 0,5.
K&t qua nay mét 14n nira khing dinh tinh da hinh
DNA cua 19 méu gidi xanh.

Tinh da hinh thé hién & sy xuét hién hay khong
xuit hién phan doan 'DNA khi so sanh gifra cic giong
khi phan tich véi mdi m01 RAPD. Chang han, tai v
tri khodng 0,7 kb tai giéng 8 (CP3), 11 (CP6) va 18
(SG8) da xuat hién phan doan DNA mdi khi phén
tich v&i mbi OPAO4, hay tai vi tri khoang 1 kb giéng
1 (PT1), 8 (CP3), 11 (CP6), 12 (SG1) va 18 (SG8)
phén doan DNA khéng xuat hién khi phan tich vé&i
mdi OPB18 (Hinh 1).
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Bang 3. Ty I& phan doan da hinh va gia tri PIC ctia cac méu nghién ctu.

STT  Méi PIC Téng s6 % phan STT Moi PIC Tong sé % phan

phén doan  doan da phandoan  doan da
hinh hinh

1 OPA04 0,26 9 55,56 9 RA142 0,03 4 25,00

2 OPB10 0,50 10 90,00 10 RA159 0,84 19 100,00

3 OPB18 0,49 6 100,00 11 RA40 0,74 12 91,67

4 OPF10 0,76 9 88,89 12 RA46 0,29 4 75,00

5 OPHO4 0,22 5 40,00 13 RA50 0,73 12 75,00

6 OPHO08 0,48 8 87,50 14 uBC23 0,66 13 76,92

7 OPP15 0,31 7 57,14 15 UBC346 0,46 6 66,67

8 OPQO05 0,46 10 80,00 Téng 134 79,10

kb 1 23 45 6 7 8 910 11 1213 14 15 16 17 18 19

3
0,75
0,5
- e - W .
kb M1 23 45 6 7 8 910111213 14 15 16 17 18 19

L

Hinh 1. Bién di san phdm PCR - RAPD trén gel agarose 1,8% ctia hai mdi OPAO4 va OPB18. M. Thang chudn DNA kich
thude 1 kb; 1 - 19. Tén ctia cac mau gidi theo thi ty trong bang 1.
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Mbi quan hé di trlryen clia 19 méu gidi dwa trén
phén tich véi 15 méi RAPD

Dé ¢6 birc tranh tdng quat v& quan hé giita cic
maiu nghlen ciru 6 muc 46 phéan tir, sy da dang di
truyen the hién trén so d6 hinh cdy (Hinh 2) cua 19
mau gidi d3 phén ra lam 2 nhanh 10 rang (nhanh I va
nhanh II) va khong c6 glong nao giong : nhau 100%.
Hg sb trong dong di truyén cua 19 mau gidi xanh
dao dong tir 0,62 dén 0,98 va dugc phén 1am 2 nhanh
chinh sau:

- Nhénh‘I chico 1 giéng SG8, ¢6 muc d6 tuong
doéng di truyén véi 18 gidng con lai khoang 0,62.

- Nhénh II gom 18 giéng gidi (PT1, PT2, PT3,

PT4, PTS, CPl, CP2, CP3, CP4, CP5, CP6,

SG1,5G2, SG3, SG4, SGS, SG6, SG7 va VQI) ¢
muc do tuong dong di truyén dao dong tir 0,74 dén
0,96 va dugc phan lam 6 nhém phu.

Trong nhénh II ¢6 hai gidng PT2 va PT3 (c6 nguodn
gbc tir Phu _Tho) cung nam trong nhém phy va cb mirc
d6 trong ddng di truyén cao nhét (khoang 0,96).

Didu dang quan tAm O dy 1 hu hét cac giéng
¢6 cung noi thu miu 13p thanh mét nhém nhéd trén
cay phan loai. Pién hinh 5 miu SG3, S4, SGS, SG6
va SG7 thu tir Sai Gon 13p thanh mdt nhém phy.

Nhu vay, tr két qua phan tich DNA genome cua
19 mau gidi voi 15 mobi RAPD cho thdy su da dang
di truyén ctia cac mu gidi thu tir c4c dia diém khac
nhau khdng cao.

PT1

P4
PS5

PT3

PT4
PTS
CP1
CP2

0562 071 080

He 5o tuong quan

Pa hinh DNA ciia 19 miu gibi xanh bang viée sir
dung cic moi luc lap

Cung voi viéc danh gid da dang genome nhin
bang c4c chi thi RAPD, trong nghién ciru ndy, céc
cip mdi luc lap (cpDNA) ciing dwoc sit dung dé
danh gi4 sy da dang di truyén. Thudng cic hé gen
luc lap cua timg loi c6 tinh bao thi cao v tan s dot
bién thip hon so véi DNA nhan (Provan et al., 1997,
Mohanty et al,, 2001, Pardo et al., 2004, Navacues et
al, 2005). D& c6 thé tim hidu mot cach twong ddi
todn dién tinh da dang DNA cua cic mau gidi thu
thdp & cac dia phuong khac nhau, trong nghién ctru
ndy chung tdi cling thir sir dung cac cdp moi luc lap
de d4nh gia tinh da hinh DNA luc lap cua 19 mau
gibi xanh.

Bay cap mdi luc lap @3 dugc sir dung, nhung chi
¢6 4/7 cip mdi 1a nhan dugc san phim. Trong d6 hai
cip mdi #nS - trnfM va rbcL1 - rbel2 da nhan ban
dugc phan doan DNA c6 d§ dai khoang 1250 bp
(Hinh 3A) va 1380 bp (Hinh 3B), tuong tmg. Hai
cip mdi nad4 - nad4 va rpS14 - cob ciing da nhan
ban dugc phan doan DNA ¢6 dd dai khoang 1,2 kb
va 1 kb (Hinh 3C, 3D, twong ung), tuy nhién kich
thwée nay lai khong dang véi 1y thuyét (2,1 kb va
1,36 kb, twong tmg). Piéu ndy ciing c6 thé giai thich
ring, cac cip moi luc lap dang s dung 13 cia
Shinozaki va déng thc gid (1986) da thuc hién viéc
nhén dong va doc trinh tyr trén dbi twong cay thuébe 14
(Nicotiana tabacum L.), vi thé doi khi kich thuée
nhan ban nhn dwoc s& khong gidng nhau mac ’
viy cén phai t8i ru phan ng hon nita dé c6



chinh xac hon. Tuy nhién, diéu dang quan tdm & déy
14 san pham PCR ciia 4 cip mdi luc lap khi phan tich
véi 19 mAu gidi xanh dd khéng cho su da hinh (céc
mau gidi xanh déu nhin dugc cc phan doan DNA
¢6 kich thuée nhir nhau).

Vi vay, dé xem xét tinh da hinh DNA lyc lap cta
19 mau gi6i xanh, ching t6i da su dung 14 enzyme
han che aé cat san phdm PCR mbi luc lap cua tat ca
cac mAu gidi khi phan tich véi 4 cip mdi néu trén.

Pinh Thi Phong et al.

Néu & cic miu c6 sy khac nhau ve trinh tu
nucleotide s& din dén thay ddi vi tri cét cta cic
enzyme. Béang phuong leap nay c¢6 thé nhén b1et
duoc su da hinh cta cac ving cpDNA & cac méu
nghién ctru. Phuong phap nay da duoc nhleu tac gid
sir dung trong nghién ciru da dang di truyén va danh
gid su tién hoa cua loai (Mason-Gamer er al., 1995;
Nicolosi et al., 2000; Mohanty et al., 2001; Devos et
al., 2003; McMillan, Sun, 2004; Nguyén Dirc Thanh
et al, 2007).

kb M 12 3 45 67 891011 1213 14 1516 17 1819

=
T e T L R e e bl B — 1250 bp
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kb M 1 23 456 78 910111213 14 15 16 17 1819

1380 bp

kb M 1 23 45 67 8 91011 12 1314 15 16 171819

E
b T8 e i e 50 0 0 0 e e et e i i e i DT
0,5 _fuund
kb M 1 23 4 5678 910 111213 1415 16 17 1819
1,5 IS : 1 ' Lo
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0,5 '

Hinh 3. Pién di san phAm PCR cula cac cap mdi lyc lap trnS - trnfM (A), rbel1 - rbcl2 (B) nad4 - nad4 (C) va rpS14 - cob
(D). M. Thang phan t&r chuén 1 kb; 1 - 19: Thir t sdp xép ctia cac mau giéi nhw trong bang 1.
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Két qua cit engyme han ché

San phdm PCR mébi luc lap nhén dwoc tir 4 cap
moi trén da duoc cht véi 14 enzyme han ché Neol,
BamHl, Hindlll, EcoRl, Eam11051, Ndel, Nhel,
Taql, Pstl, Notl, Sacl, X-bal, Rsal, Smal. Két qua
nhan dwgc bang 5 cho thdy céc enzyme EcoR],
Ndel, Rsal va Tagql cit dugc san phém cia cap mdi
trnS — trnfM; céc enzyme EcoRl, Rsal, Taq) va
Pstl cat dugc san phim cia cip mdi rbcLl — rbel.2
va nadd — nadé}, cac enzyme EcoRl, Rsal Hindlll,
Rsal va Tagl cat dugc san phim cua cap mdi rpsl4

kb M DC1
1,5

1,0

0,75

0,25

kb MDC 1

O Oa=

— cob. Tuy nhién, san pham PCR mdi luc lap cua tht
ca cac mau gidi khi xir Iy bing cac enzyme trong
nghién ctru cling khong cho cic doan cat da hinh
(Hinh 4).

Tir chc két qua nhan dugc khi phén tich 19 mau
gidi xanh véi cac mbi luc lap d4 khong cho su da
hinh. Diéu nay cho thiy, su bao thu di truyén rét cao
trong hé gen luc lap & céy gidi va cho phép khéng
dinh ring cac mau gidi thu tir nhidu dia phuong khac
nhau nhung van la cua mét lodi Michelia mediocris
Dandy.

23456 7 8 910 111213 141516 1718 19

23456 78 910 111213 141516 1718 19

B

Hinh 4. San phdm PCR cla céac cap mdi sau khi xt ly bang cac enzyme han ché A, B: San pham cua cac cap | méi trnS —
trnfM va rbcl1 — rbcl2 dwoc cit bang EcoRI. M. Thang phan t&r chuan 1 kb; 1 - 19. Thi tw sdp xép cla cac mau gidi nhw

trong bang 1.
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Bang 5. Két qua cat san phdm PCR moi luc lap clia 19 mA&u gidi xanh bing 14 enzyme han ché.

STT I
—_ = _
o I - = _ _ - _
o [3 £ B = 3 T = © 5 5 . < 3
£ Q £ 0
& & & § 8 3 § & £ § & & _&_ 2
1 trnS — trnfM + - - - - + - + _ _ + _ — -~
2 rbel1— rbel2 + - — - - - - + - _ + + - -~
3 nad4 — nad4 + - - - - - - + — - + + — -~
4 mS14 — cob ~ - - + - - - + - - + - - -~

Ghi cha: "+"; ¢6 diém cét han ché;
KET LUAN

T4t c4 15 mdi nghu nhién ding dé phan tich déu
cho tinh da hinh & 19 mAu gidi xanh véi gia tri PIC
dao dong tir 0,03 (RA142) dén 0,84 (RA15), trong
d6 9 mdi cho gia tri PIC > 0,5.

Hé s6 twong ddng di truyén cua 19 méu gibi
xanh dao dong tir 0,62 dén 0,98 va dugc phan lam 2
nhanh chinh sau: Nhanh I chi ¢6 1 miu SG8 va c6
muc do trong ddng di truyén véi 18 gidng con lai
khoang 0,62. Nhanh II gdm 18 miu gidi (PT1, PT2,
PT3, PT4, PT5, CP1, CP2, CP3, CP4, CP5, CP6,
SG1,8G2, SG3, SG4, SGS, SG6, SG7 va VQ1) co
muc do trong dong di truyén dao dong tir 0,74 dén
0,96 va dugc phan lam 6 nhém phu. Sy da dang cua
cac mAu gidi con dugc thé hién ngay trén cling mot
vung dia 1y.

Bay cap mdi luc lap sit dung dé phan tich DNA
ctia 19 miu gidi xanh da khéng cho sy da hinh. Két
qua nhén dugc cho phép khing dinh thém sy bao thu
di truyén rat cao trong hé gen luc lap ¢ thuc vét bac

cao. Cac méu gidi nghién ciru 1a ciia cliing mot loai
Michelia mediocris.

Léi cam on: Cong trinh nay duoc hoan thanh nho
kinh phi cua dé tai “Bdo tén nguén gen cua Vién
Khoa hoc va Ldm nghiép Viét Nam" giai doan 2007
-2010.
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OF THE GENETIC DIVERSITY OF 19 MECHILIA MEDIOCRIS

SAMPLES BY RAPD AND CHLOROPLAST DNA MARKERS

Dinh Thi Phong"**, Do Tien Phat', Nguyen Van Phuong’, Phi Hong Hai’

!Institute of Biotechnology
Forest Tree Improvement Research Centre
*Vietnam National Museum of Nature

SUMMARY

To contribute to the development of an efective strategy for conservation of Mechilia mediocris, we used
fifteen random primers and seven chloroplast primers to analyse the genetic diversity of 19 Mechilia mediocris
samples that were collected from three different locations (Phu Tho, Cuc Phuong and Sai Gon). All of 15
RAPD primers gave DNA polymophism. In the analysed regions of 0.25 - 3 kb, there were 134 DNA
fragments amplified and 104 DNA fragments were polymorphic. Genetic similarity coefficients of 19 Mechilia
mediocris samples ranged from 0.568 (CP2 and SG8) to 0.950 (PT2 and PT3). The phylogenetic tree of 19
Mechilia mediocris samples was divided into two main groups. The first group included only SG8 sample and
the second consisted remained samples which were classified into six subgroups. According to the result of
RAPD-PCR analyses, the samples that were collected from the same geographical region pertained to one
subgroup. When we studied genetic diversity of 19 Mechilia mediocris samples using 7 chloroplast primer,
four primer pairs generated DNA bands from 1 to 1.25 kb in length. We used 14 restriction enzymes to analyse
PCR products of these primer pairs. However, only 6 restriction enzymes had cleaved PCR fagments but no
polymorphism was observed. Taken together, our results proved that all 19 Mechilia mediocris samples belong

to Mechilia mediocris species.

Keywords: DNA polymophism, restricted enzyme, RAPD, chloroplast markers, Mechilia mediocris species
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