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PANH GIA PA DANG DI TRUYEN MOT SO LOAI LAN KIM TUYEN
(Anoectochilus sp.) TAI THANH HOA BANG CHI THI RAPD
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TOM TAT

Chi Lan Kim tuyén (4noectochilus) thudc ho Lan (Orchidaceae) c6 17 loai duge ghi nhan phan bd & Viét Nam,
trong d6 nhiéu loai dang dimg truéc nguy co bi tuyét ching ngoai tw nhién. Nham muc dich bao ton va phat
trién ngudn gen cac loai Lan Kim tuyén. Trong nghién ciru ndy, sir dung chi thi RAPD dé d4nh gia mic do da
dang di truyén ngu@)n gen cia 8 ca thé thudc 4 loai Lan Kim tuyén Anoectochilus formosanus Hayata,
Anoectochilus calcareus Aver, Anoectochilus annamensis Aver, Anoectochilus setaceus Blume thu thép tai cac
Khu bao ton thién nhién tinh Thanh Hoa. Két qua voéi 18 moi RAPD thu duoc 97 phan doan ADN dugc nhan
ban véi 71 phan doan da hinh chiém 73,2%. Muc d6 da dang di truyén gitra cac loai nim trong khoang tir 9%
dén 48%. Cay quan hé di truyén cua cac miu Lan Kim tuyén chia thanh 2 nhom: nhém 1 gdm 3 mau, g@)m loai
A. formosanus Hayata thu tai khu bao ton cac loai hat tran quy hiém Nam Dong va loai A. annamensis Aver thu
tai Khu bao ton thién nhién Xuan Lién véi d6 tuong dong di truyén 67% (tuong tng véi sai khac 33%); nhom 2
gdm 5 mau gém loai 4. annamensis Aver thu tai Khu bao ton thién nhién Pui Ludng va loai 4. setaceus Blume
v6i d6 twong dong di truyén 12 79% (twong tng véi sai khac 21%). Sy khac biét di truyén giira cac loai Lan
Kim tuyén ciing nhu giira cac ca thé khac nhau trong cing mot loai cho thiy ngudn gen niy can dugc bao ton

hitu hiéu dé phuc vu tdt cho cong tac chon tao va nhan giéng trong tuong lai.
Tir khéa: bdo ton, chi thi RAPD, da dang di truyén, Lan Kim tuyén, Thanh Hoa.

1. PAT VAN PE

Céc loai thyc vat thudc chi Lan Kim tuyén
(Anoectochzlus Blume) thuong moc sau trong
cac tang rimg am vé6i khoang 51 loai phan b
trén mot khu vuc kha rong, tor ving Himalaya
dén bong Nam A, mién Nam Trung Quéc, Uc,
Papua New Guinea va mot sb6 hai dao thudc
quan dao Thai Binh Duong; Viét Nam c6 17
loai nhu A. formosanus Hayata, A. calcareus
Aver, A. annamensis Aver, A. setaceus
Blume... (Sach Do Viét Nam, 2007; Nguyén
Trong Quyén va cong su, 2020). Cac loai
thudc chi Lan Kim tuyén hinh thai dep co6 gia
tr1 lam canh, dac biét gia tri duoc liéu quy ddi
voi stc khoe con nguoi (VO Van Chi, 2003;
Chuan Gao, 2009). Céac loai Lan Kim tuyén
thuong moc rai rac & cac ving phan b bi chia
cit, sb lugng ca thé cia mdi khu vuc thudong
rit it. Bén canh d6, do kha ning niay mam
ngoai ty nhién han ché cung voi sy khai thac
bira bii cta con ngudi dan dén nguy co tuyét
ching dang ngay cang cao, quy gen ty nhién
ngdy cang giam sit nghiém trong. D& c6 co sO
khoa hoc cho cong tac bao tdn va phat trién
ngudn gen hitu hiéu, viéc tién hanh danh gia

da dang di truyén quan thé Lan Kim tuyén la
rat can thiét.

Phuong phap phan tich da dang di truyén
béng cac chi thi phan t¢ nhu RFLP, AFLP,
SSR, RAPD... khong phu thudc vao diéu kién
moi trudng va cho két qua chinh xac (Mace et
al., 1999). Trong d6, chi thi RAPD dugc su
dung kha phd bién trén nhiéu dbi twong sinh
vat, béi sy nhanh chéng, don gian nhung van
cho két qua tin cay. Xuét phat tir thuc tién trén,
cong trinh nay dé cap dén két qua phan tich da
dang di truyén cia 8 mau Lan Kim tuyén
thuoc 4 loai (Anoectochilus formosanus
Hayata, Anoectochilus  calcareus  Aver,
Anoectochilus annamensis Aver,
Anoectochilus setaceus Blume) thu thap tai cac
khu bao tdn thién nhién tinh Thanh Hoa, nham
cung cap thém thong tin cho cong tac bao ton
va phat trién ngudn gen cic loai Lan Kim
tuyén.

2. PHUONG PHAP NGHIEN CUU
2.1. Vat liéu nghién ctru

Vat liéu nghién ctru 12 mau 14 thu tir 4 loai
Lan kim tuyén (Loai A. formosanus thu 1 mau,
loai A. calcareus Aver thu 1 mau, loai
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A.annamensis Aver thu 2 mau va loai 4.  tinh Thanh hoa. Vi tri thu mau va ky hiéu mau
setaceus Blume thu 4 miu tir cac khu bao ton nhu trinh bay ¢ bang 1.

Bang 1. Ky hiéu ciac miu lan Kim tuyén sir dung cho nghién ctru
Dia diém thu mau/Toa d VN2000,

TT Ki hi¢u Tén loai mui 3°, KKT 105°

1 KTI Anoectochilus formosanus Hayata EZ;%@OIIE;ITZ? (;gé;i(lzgg r;?l ;19(,11321;2 gj 551
2 KT2 Anoectochilus calcareus Aver I;g;;;;{tgg;l‘lgg ,n?;g;) 1u 3Iijong /

3 KT3 Anoectochilus annamensis Aver I;g;;g;tg? ;1‘12132,1131;;5?; 41116L16n/

4 KT4 Anoectochilus setaceus Blume I;g;;g (;(t(;t(l)gh;?; ,ni;l;g f;uf 41113141611/

5 KT5 Anoectochilus annamensis Aver I;E;;g;tgr(l)(;}‘l;inﬁ};;;é?:? 1Llen/

6 KT6 Anoectochilus setaceus Blume I;;l;;og;t?‘l; éh;?; ’nv)l;l;;é); 2%121 /

7 KT7  Anoectochilus setaceus Blume I;;l;l ;g (;(t(;li 219122,11')1;13? 9)?'1321;2]'“161]/

A KT8 Anoectochilus setaceus Blume Khu béo ton thién nhién Pu Luong /

Toa d§ X522.661, Y2263.147
Hoa chat sir dung dé tach chiét ADN tong gel Agarose, DNA marker, Redsafe cua hang
sO tir mau l1a: Kit tach chiét ADN tong s6  Norgen.
(DNA isolation Kit) cua hang Norgen, Cic mdi nglu nhién c6 chiéu dai 10
Canada; phan tng PCR nhan ban cac doan ma nucleotide dugc st dung trong nghién cuu
vach ADN st dung Master mix cua hang dugc mo ta nhu bang 2.
iNtRon Biotechnology, Han Qudc; dién di trén

Bang 2. Trinh tu cic mdi RAPD sir dung trong nghién ctru.
Nhiét do gin moi

TT Tén mdi Trinh ty méi (5°-3°) C)
1 CP03 AGGTGACCGT 38
2 CP04 GTTTCGCTCC 38
3 CP06 TGCGCCCTTC 38
4 CP08 AGGGAACGAG 38
5 CP09 CCACAGCAGT 38
6 CP10 GTGAGGCGTC 36
7 CP11 CCGCATCTAC 36
8 CP13 TGGACCGGTG 38
9 CP15 AGTCAGCCAC 38
10 OPB10 CTGCTGGGAC 36
11 OPBI8 CCACAGCAGT 35
12 OPDI1 AGCGCCATTG 37
13 OPG13 CTCTCCGCCA 39
14 OPE14 TGCGGCTGAT 40
15 OPE20 AACGGTGACC 35
16 RA46 CCAGACCCTG 35
17 RA142 CCTTGACGCA 36
18 RA159 GTTCACACGG 40
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2.2. Phuwong phap nghién ciru

Phuong phap tach chiét ADN tong sé tir cac
mau 14 Lan Kim tuyén theo huéng din ctia bo
Kit tach chiét ADN cua hing Norgen. Xéc
dinh néng dd va do tinh sach cua dung dich
ADN tong sb bang phuong phap quang phd ké
trén may Nanodrop 2000. Nhan ban doan gen
bang ky thuat PCR trén may PCR 9700
Thermal Cycler Applied Biosystems (M), moi
phan tmg PCR duoc thuc hién trong téng phan
tmg 20 pl, bao gdm: H,O deion (8 pl), 2x PCR
Master mix Solution (10 pl), 10 pmol/ul moi
(1,0 ul), ADN tong s6 (1 pl twong ing 50 ng).
Chu trinh nhiét PCR: bién tinh 94°C 5 pht,
tiép theo 35 chu ky [94°C - 45 gidy, 35 - 40°C
(bang 2) - 45 giay, 72°C - 1 phut], 72°C trong 7
phit va giit mau ¢ 4°C. San pham PCR dugc
dién di kiém tra trén gel agarose 1,2%, nhudm
gel bang redsafe, soi dudi dén UV va chup anh
bang hé théng Dolphin - Doc Image system
cta hang Wealtec (My). Cac thi nghiém duogc
thue hién 13p lai 3 1an.

Dua vao hinh anh dién di san phém RAPD,

su xuét hién cac biang dién di duoc udc luong
kich thuéc va théng ké cac bang dién di véi
tirng mau nghién ctru. Dir liéu duoc xtr 1y bang
phan mém NTSYSpc 2.1 dé xac dinh mirc do
tuong dong di truyén trong cic mau nghién
ctru dudi dang ma tran bang va so do hinh cay
vé mbi quan hé di truyén giita cic mau Lan
kim tuyén. Ham luong thong tin tinh da hinh
(Polymorphism information content — PIC) cua
mbi mdi str dung dugce tinh theo cong thirc PIC
=1 — Ipd?, trong d6 Pi 12 tan s cua allele thir I
cua kiéu gen dugc kiém tra. Pham vi gia tri
PIC tr 0 (khong da hinh) t61 1 (da hinh hoan
toan).
3.KET QUA VA THAO LUAN
3.1. Két qua phan tich da hinh ADN ciia cac
miu Lan Kim tuyén

ADN tbng sb clia cic mau Lan Kim tuyén
sau khi tach chiét duoc kiém tra bang dién di va
do OD, két qua cho thay tt ca cac mdu ADN
déu c6 d6 nguyén ven va do6 sach cao
(OD2600m/OD2sonm= 1,8 - 2,0). Cac mau ADN
dugc pha lodng dé thuc hién phan tng RAPD.

Bang 3. Két qua phan tich da hinh mdi RAPD trong nghién ctru

Téng sb SO phan Ti 18 % sb
TT Tén moi PIC phan doan doan ADN phan doan
ADN da hinh ADN da hinh
1 CPO0O3 0,19 7 4 57,1
2 CP04 0,33 6 5 83,3
3 CP06 0,33 7 4 57,1
4 CPO8 0,51 5 4 80,0
5 CP09 0,49 5 3 60,0
6 CP10 0,68 4 3 75,0
7 CPI11 0,46 3 2 66,7
8 CP13 0,71 4 3 75,0
9 CPI15 0,74 8 5 62,5
10 OPB10 0,54 7 6 85,7
11 OPB18 0,70 4 3 75,0
12 OPDI11 0,52 10 8 80,0
13 OPG13 0,56 4 3 75,0
14 OPE14 0,08 3 1 333
15 OPE20 0,27 6 3 50,0
16 RA46 0,50 5 4 80,0
17 RA142 0,35 3 2 66,7
18 RA159 0,50 6 5 83,3
Téng trung binh 0,46 97 71 73,2

TAP CHi KHOA HQC VA CONG NGHE LAM NGHIEP SO 2 - 2021 37



Cong nghé sinh hoc & Giong ciy trong

Phan tich méi quan hé di truyén cua cac
mau Lan Kim tuyén bang 18 chi thi RAPD
ngau nhién thu dugc 97 phan doan ADN, trong
d6 c6 71 phan doan ADN da hinh, chiém ti 18
73,2%. Két qua RAPD cho thay tat ca cic moi
su dung déu da hinh; tuy nhién, mac do da
hinh cua cac mdi rat khac nhau, dao dong tur
33,3 - 85,7%, trong do moi OPB10 ¢6 murc do
da hinh cao nhat véi 6/7 phan doan ADN da
hinh, chiém ti 1¢ 85,7%; mdi c6 ti 1& da hinh
thap nhat 1a moi OPE14 (33,3%). Hau hét cac
mdi c6 mic d6 da hinh cac phan doan ADN
dugc nhan ban ngiu nhién > 50%. Co thé thay
rang, cac moi sir dung c6 kha ning phan anh

mirc d6 da dang di truyén ctia cic miu nghién
cuu. Khi phan tich ham luong thong tin da
hinh thé hién & gid tri PIC (Polymorphism
information content), cho thiy gia tri PIC dao
dong giita cac moi tir 0,08 dén 0,74 va dat
trung binh gitta cac mdi 1a 0,46 phan anh phu
hop véi miac d§ da hinh cua cac mdi. Gia tri
PIC thap nhat 0,08 (m6i OPE14) va cao nhét 1a
0,74 (mdi CP15). Trong d6, 10/18 mdi co gia
tri PIC > 0,5. Két qua nay mot 1an nira khang
dinh tinh da hinh cua cac moi st dung va murc
d6 da dang di truyén gitta cic mau Lan Kim

tuyén nghién ctru.

Hinh 1. Két qua dién di sian pham PCR — RAPD véi moi OPE20.
Ghi chii: M-Marker 100 bp, giéng 1-8: mdu theo thir ti 1-8 nhw mé ta ¢ bang 1.

Nguyén Thi Tho va cong su (2014) nghién
ctru tinh da dang di truyén loai Kim tuyén d4
vOi (Anoectochilus calcareus Aver.) tai Quan
Ba, Ha Giang cho thdy mirc d6 da hinh giita
cac moi ciing rat khac nhau dao dong tir 3,23 -
79,79%. Su da hinh & cic mdi RAPD cho thay
c6 su da dang di truyén giita cac ca thé Lan
Kim tuyén A. calcareus Aver khong cao nam
trong khoang 2 - 25%. Diéu nay cho thdy, mic
du cac loai cung trong chi Anoectochilus
nhung céc loai khac nhau hay cac xuét xir khac
nhau thi mirc d6 da dang truyén giita cac ca
thé trong quan thé 1a rat khac biét.

3.3. Phan tich mdi quan hé di truyén giira
cac loai Lan kim tuyén nghién ciru

Tu két qua dién di, phan tich sy bién dong

di truyén ciia cac mau Lan Kim tuyén nghién
ctru phu thudc vao su gidng nhau hay khac
nhau vé s6 phan doan ADN va kich thugc cua
cac phan doan ADN thu dugc tor phan Ung
RAPD véi 18 mdi ngiu nhién. Viéc phan tich
cac phan doan ADN thu duoc dua trén sy co
mit hay ving mit & cic mau nghién ctru. SO
li¢u sau khi ma hoéa 0 (phan doan ADN khong
xuét hién) va 1 (phan doan ADN xuét hién)
duge xur 1y bang phan mém NTSYSpc v2.1.
Ma tran hé s6 tuong ddng va cdy phat sinh
ching loai dugc xdy dung dua theo hé $6
tuong dong di truyén Jaccard va kiéu phan
nhom UPGMA, két qua hé sé twong dong di
truyén duoc trinh bay nhu bang 4.
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Bang 4. Hé s6 twong ddng di truyén khi so sanh theo tirng ciip ciia 8 miu Lan kim tuyén

KT1 KT2 KT3 KT4 KTS5 KT6 KT7 KT8
KT1 1,00
KT2 0,67 1,00
KT3 0,67 0,73 1,00
KT4 0,52 0,76 0,56 1,00
KT5 0,64 0,74 0,83 0,59 1,00
KT6 0,53 0,77 0,59 0,91 0,58 1,00
KT7 0,61 0,75 0,57 0,87 0,58 0,81 1,00
KT8 0,61 0,72 0,60 0,79 0,61 0,76 0,78 1,00

Két qua thu dugc cho thiy ring, hé s
trong dong di truyén giira cac mau Lan Kim
tuyén nghién ctru nam trong khoang tir 0,52
gitta mau KT1 (4. formosanus Hayata) thu tai
Khu bao t6n cac loai hat trdn quy hiém Nam
Pong va mau KT4 (4. setaceus Blume) thu tai
Khu bdo ton thién nhién Xuén Lién, dén 0,91
khi so sach giita mau KT4 thu tai Khu bao ton

déu thudc loai 4. setaceus Blume. Hé s6 twong
dong di truyén giira 2 mau cang 16n thi muic do
da dang di truyén cang nho va nguoc lai, 2
mau c6 hé sd twong dong cang thip thi mbi
quan hé di truyén giita ching cang xa nhau.
Hay n6i cach khac mirc do da dang cua céc
mau nghién ctru kha cao nam trong khoang
0,09 (1 - 0,91) dén 0,48 (1 - 0,52), twong Ung

thién nhién Xuan Lién va miu KT6 thu tai  tir 9% dén 48%.
Khu bao ton thién nhién Pu Hu, ca 2 mau nay

Nhanh 1a

Nhom 1
Nhanh 1b
Nhanh 2a
Nhom 2
Nhénh 2b

I8

I T
061 0.69

or
Coefficient

T
0.84 052

Hinh 2. So' d6 hinh ciy thé hién méi quan h¢ di truyén ciia 8 miu Lan Kim tuyén nghién ctru.

Tir gia tri so sanh hé sb twong dong di
truyén, phan mém NTSYSpc v2.1 ty dong sap
xép so dd hinh cay tinh theo hé sé Jaccard va
kiéu phan nhom UPGMA di chi ra mirc d6 sai
khac di truyén giita mau Lan Kim tuyén. Mirc
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dd khac nhau duoc biéu hién béng hé sd sai
khac giita cac miu. Cac méau c6 hé sd twong
ddng di truyén cao s& dugc xép vao mot nhom,
gitra cac nhom lai c6 sy lién h¢ véi nhau (hinh
3). Két qua cho thiy, 8 miu Lan Kim tuyén
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nghién ctru dugc chia thanh 2 nhém chinh (ki
hi¢u Nhém 1 va Nhém 2) voi mac d§ tuong
dong di truyén 1a 0,61 (tuong tng 61%).
Nhom 1 gdm c6 3 méu chia thanh 2 nhanh:
nhanh la 1a mau KTI loai A. formosanus
Hayata thu tai Khu bao tdn cac loai hat tran
quy hiém Nam Dong c6 muc d6 trong dong di
truyén véi nhanh 2 13 0,67 (twong tng 67%).
Nhanh 2a gdm 2 mau KT3 va KT5 déu thudc
loai A. annamensis Aver duoc thu tai cac vi tri
khac nhau trong Khu bao ton thién nhién Xuin
Lién c6 d6 twong dong di truyén 1a 0,83 (twong
mg 83%). Nhém 2 gdm 5 méu con lai dugc
chia thanh 2 nhanh nho véi muc do tuong
dong di truyén 1a 0,79 (tuong tng 79%).
Nhénh 1b chi c6 1 mau KT2 loai 4.
annamensis Aver thu tai Khu bao tdn thién
nhién Pu Luéng va nhanh 2b bao gdm 4 miu
con lai KT4, KT6, KT7 va KT8 déu thudc
cung mot loai 4. setaceus Blume. Trong do, co
2 miu KT4 va KT6 c6 do twong dong di
truyén cao 0,91 (twong tng 91%).

Nhu vy, dua vao két qua phan tich mbi
twong quan di truyén bang 18 chi thi RAPD
cho thay c6 sy da dang di truyén giira cac mau
Lan Kim tuyén. Mtc d6 da dang di truyén
gitta 4 loai Lan Kim tuyén 4. formosanus
Hayata, A. calcareus Aver, A. annamensis
Aver va A. setaceus Blume 1a kha cao; con cac
c4 thé trong cung mot loai Lan Kim tuyén A.
setaceus Blume mac du duoc thu tai cac vi tri
khac nhau nhung c6 muc d6 da dang di truyén
thdp 0,09 - 0,22 (twong tng 9 - 22%).

Tuong tw, Nguyén Thi Tho va cong su
(2014) danh gia tinh da dang di truyén loai
Loai Kim tuyén da voi Anoectochilus
calcareus Aver. tai Quan Ba, Ha Giang bang
chi thi RAPD cho thiy muc d6 sai khac di
truyén giita cac mau nghién ctu trong cung
mot loai thap tir 2 - 25%. Ngoai viéc sir dung
chi thi RAPD & danh muc d6 da dang di
truyén cac loai Lan Kim tuyén, Cheng va cs
(1997) di sir dung chi thi RAPD dé phan biét
su khac nhau gitta 2 loai Lan kim tuyén A.
formosanus, A. koshunensis, thong qua sang
loc 40 mdi RAPD ngﬁu nhién, da tim ra duogc

9 mdi dic trung cho loai 4. formosanus va 10
mdi dac trung cho loai 4. koshunensis; céac chi
thi RAPD nay c6 thé duoc ap dung cho ca vi¢e
xac dinh loai A. formosanus, A. koshunensis va
danh gia muc do lai tao gilra 2 loai nay. Ngoai
st dung chi thi RAPD, Lin va cong su (2007)
st dung chi thi ISSR va AFLP trong nghién
ctru mirc d6 bién ddi di truyén ciia 20 dong tai
sinh tr cung mot ca thé me thudc loai
Anoectochilus formosanus Hayata, cho thiy su
bién d6i di truyén giita cac dong ndm trong
khoang 0 - 5,43%. Zhang va cong su (2010)
khao sat tinh 6n dinh di truyén céc cay con vi
nhan giéng cua loai Anoectochilus formosanus
Hayata bang ki thuat ISSR, cho thidy mirc do
tuong déng di truyén giita cac mau nghién ctru
1a trén 94%, ti 1& da hinh 1 2,76% trong tong
s6 1810 phan doan DNA dugc nhan ban voi
17 chi thi ISSR. Cac két qua nghién ctu thu
dugc di cung cp thém thong tin khoa hoc vé
muc do da dang di truyén cua cac loai Lan
Kim tuyén gop phan dinh huéng cong tac bao
ton va phat trién ngudn gen loai cdy nay hiéu
qua.

4. KET LUAN

Panh gia da hinh ADN cua 8 mau Lan Kim
tuyén véi 18 mdi RAPD thu duoc 71/97 phan
doan ADN da hinh, chiém ti 1¢ 73,2%. 18 mdi
déu cho két qua da hinh ADN véi cac mau Lan
Kim tuyén giao dong tir 33,3 - 85,7%.

Phén tich muc d6 da dang di truyén cta 8
miu Lan Kim tuyén thudc 4 loai A
formosanus Hayata, A. calcareus Aver, A.
annamensis Aver va A. setaceus Blume véi 18
mdi RAPD c6 su sai khac kha cao tir 9% dén
48%. Cay quan hé di truyén phén tach cac mau
nghién ctru thanh 2 nhém: nhém 1 gdm 3 mau,
mau KT1 lodi A. formosanus Hayata thu tai
khu bao ton céc loai hat trin quy hiém Nam
Pong va 2 mau KT3 va KT5 déu thudc loai A.
annamensis Aver thu tai Khu bao tdn thién
nhién Xudn Lién c6 d6 tuwong dong 67%;
nhém 2 gém 5 mau 1a KT2 loai A. annamensis
Aver thu tai Khu bao t6n thién nhién Pu Ludng
va 4 miu KT4, KT6, KT7 va KT8 déu thudc
lodi A. setaceus Blume c6 do twong dong di
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truyén 14 79%. Su khac biét di truyén giira cac
loai Lan Kim tuyén ciing nhu giita cac ca thé
khac nhau trong cing mot loai cho thy cac
ngudn gen nay can dugc bao ton hitu hi¢u dé
phuc vu tét cho cong tac chon tao va nhan
gidng trong tuwong lai.
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IN THANH HOA PROVINCE

Nguyen Trong Quyen!, Nguyen Thi Huyen2, Bui Van Thang?,

Nguyen Hai Ha2, Hoang Van Sam?
"Thanh hoa Agriculture Institute
*Vietnam National University of Forestry

SUMMARY

Anoectochilus (Orchidaceae) has 17 species recorded in Vietnam, many of them are in danger of extinction in
the wild due to their low natural regeneration and over exploitation. Assessment genetic diversity of
Anoectochilus may contribute to the evaluation and conservation as well as provide genetic information. For
the purpose of conservation and development genetic resources of species in Anoectochilus. In this study, using
RAPD molecular indicator to evaluate genetic diversity of 8 individuals belongs 4 Anoectochilus species,
including: Anoectochilus formosanus Hayata, Anoectochilus calcareus Aver, Anoectochilus annamensis Aver,
Anoectochilus setaceus Blume that have been collected at the Nature Reserve of Thanh Hoa province. Results
with 18 RAPD primers obtained 97 DNA segments that were randomly cloned with 71 polymorphic DNA
segments accounting for 73.2%. Genetic diversity between species ranges from 9% to 48%. Genetic
relationship of Anoectochilus sample are divided into 2 groups: group | includes 3 samples, including A.
formosanus Hayata collected in Nam Dong nature reserve and species 4. annamensis Aver in Xuan Lien nature
reserve with genetic similarity of 67%. Group 2 includes 5 samples including A. annamensis Aver collected in
Pu Luong natural reserve and 4. setaceus Blume species with genetic similarity of 79%. Genetic differences
among species of Anoectochilus as well as between different individuals of the same species shows that these
genetic resources need to be conserved effectively for future development.

Keywords: Anoectochilus sp., conservation, genetic diversity, RAPD, Thanh Hoa.
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