Cong nghé sinh hoc & Giong ciy trong

XAC PINH MA VACH ADN PHUC VU GIAM PINH DONG
LAN PHI PIEP NAM CANH TRANG MAT NAI (Dendrobium anosmum)

Nguyén Thi Ha Phuong Loan', Buii Thi Mai Hwong!, Phiing Thi Ly', Nguyén Thi Hong GAm!
"Truwong Pai hoc Lam nghiép

TOM TAT

Lan Phi diép nim canh tring mét nai la dong lan dot bién c6 gia tri kinh té cao, c6 dic trung riéng so véi cac
loai lan Phi di€p (Dendrobium anosmum) v& hinh dang, mau séc hoa. Do vay, viéc xac dinh cac doan Ma vach
ADN dé dinh danh cho dong lan nay phuc vu giam dinh loai 1a can thiét. ADN téng s& phan lap tir 14 cdy Lan
Phi diép ndm canh tring mét nai dugc ding dé nhan cic doan ma vach ADN (rbcL, TrnH-psbA va ycf) bang k§
thuat PCR. San phém PCR c¢6 kich thudce giéng v6i kich thude du kién duoc xac dinh trinh ty nucleotide. Két
qua phan tich trinh ty da chi ra, doan rbcL c6 501 nucleotide, doan TrnH-psbA c6 639 nucleotide va doan ycf
¢6 753 nucleotide. Céc trinh ty ndy sau dé dugc so sdnh vdi céc trinh ty trén Ngan hang Gen Quéc té (NCBI).
Két qua cho thiy: dong Lan Phi diép nam canh tring mat nai thugc loai Dendrobium anosmum véi cac ty 18
tuong déng 100% cua doan gen rbcL, trnH-psbA va 97,16% cta doan ycf. Thém vao dd, so sanh sy khac biét
cua cac doan ma vach ADN (rbcL, TrnH-psbA va ycf) gitta Lan Phi di€p nam canh trdng mét nai va cac loai
Lan hoang thao khéac (Dendrobium sp.) trén NCBI cho thay st dung chi thi ycf1am ma vach ADN la tot nhat dé
giam dinh cho Lan Phi diép nim canh tring mit nai & Viét Nam.

Tir khéa: giam dinh loai, Lan Phi di¢ép ndm canh trz‘mg mét nai, mi vach ADN, nhan ban gen.

1. PAT VAN PE

Lan Phi di¢p nim canh tring mét nai
(Dendrobium anosmum) la mot trong nhiing
dong Lan Phi diép d6t bién c6 mau sic hoa
dep, dang dugc san don nhiéu hién nay. Hoa
lan ndy c6 nim canh mau tring tinh khiét, moi
hdng, mit hong, hoa c6 thé choi dugc kha lau
(10 - 15 ngay) gip diéu kién thich hop co thé
1én t61 20 ngay. Mua hoa thudong né vao thang
5 - 6. Ngoai ra, Lan Phi diép nim canh tring
mit nai 14 cdy c6 kha niang chiu néng va chiu
lanh kha tét, thich hop véi nhiéu ving mién.
Vi vay, Lan Phi diép nim canh tring mit nai
mang lai hiéu qua kinh t& cao. Do do, viéc
nghién ctu xdc dinh cdc doan ma vach ADN
cho Lan Phi diép nam canh tring mat nai phuc
vu giam dinh loai 13 can thiét va cdp bach cho
viéc dinh danh va bao ton loai lan quy ciia Viét
Nam.

Xac dinh cac doan ma vach ADN la mot
phuong phép dinh danh, st dung mot doan
ADN chuan ngin nim trong bd genome cia
sinh vat dang nghién ctru dé phuc vu giadm dinh
loai; mang lai hi¢u qua cao trong thoi gian
ngan, gop phan khong nho vao su dinh danh va

*Corresponding author: thohuongminh2 I @gmail.com

bao ton céac loai thuc vat trén thé gidi. Phuong
phap xac dinh cac doan ma vach ADN la mot
cong cu hiru hidu bo trg cho phuong phap phan
loai dya vao hinh thai (Aron J.F et al., 2008).
O thuc vat, tde d0 tién hoa cua cac doan gen ty
thé khong nhanh nhu ¢ dong vat, do d6 doan
COI khong duge st dung. Thay vao d6, mot
s6 gen luc lap nhu matK, rbeL; gen ving nhan
nhu /7S, ITS2; vung xen TrnH-psbA, psbK-
psbl duoc sir dung két hop dé giam dinh cac
loai thuc vat (Chase M.W et al.,2005; Chen
S.Y.Hetal., 2010; Ford C.S et al., 2009; Kress
J.W et al., 2005; Von Crautlein M.K.H. ef al.,
2011).

Trong nghién ctru nay, dd tién hanh lya
chon ba doan trinh ty ADN dé sir dung lam
ma vach ADN Ila: rbcL, TrnH-psbA va ycf.
Trong sb d6, cac doan rbcL, TrnH-psbA va ycf
la cac doan ADN nam & hé gen luc lap. Cac
doan trinh ty nay déu co tinh dic trung cao cho
loai, c6 thé dem lai két qua kha quan nham
phan loai, giam dinh va xac dinh mbi quan hé
di truyén, tir d6 gop phan nang cao hiéu qua
bao ton va phat trién Lan Phi diép nim canh
tring mat nai & Viét Nam.

2. PHUONG PHAP NGHIEN CUU
2.1. Poi twgng, vat liéu, héa chit
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Déi tuong nghién ctru: Lan Phi diép nim
canh trang mat nai thu thap tai tai phong nudi

céy md té bao thuc vat, Vién Cong nghé sinh
hoc Lam nghiép, Truong Pai hoc Lam nghiép.

b e
%,

Hinh 1. Anh hoa Lan Phi iép tim nim cAnh tring mét nai

Vit liéu nghién ctru: mau 14 cAy mo cla cay
Lan Phi diép nim canh tring mét nai. Sau khi
thu, mau dugc cho vao trong tii nilon c6 chua
hat silicagel hut am va dugc bao quan ¢ -20°C
dé tach chiét ADN phuc vu nghién cuu. Ki
hiéu mau Phi diép nam canh tring mét nai 1a
MNI1.

Trinh tw cic cip modi rbcL (rPIF:
TGTCACCACAAACAGAGACTAAAGC;
rP1R: GTAAAATCAAGTCCACCTCG) voi
nhiét do gén moi 52°C; modi T rnH-psbA
(trnPF1:
CGCGCATGGTGGATTCACAATCC;
psbPR1: GTTATGCATGACGTAATGCTC)
v6i nhiét d6 gan mdi 50°C; mdi ycf (ycf1bF:
TCTCGACGAAATCAGATTGTTGTGAAT;
ycflbR:
ATACATGTCAAAGTGATGGAAAA)  voi
nhiét d6 gin moi 48°C. Ca 3 moi nay déu nim
o h¢ gen luc lap.

Hoéa chat: Kit tach chiét ADN tong sd
(Plant ADN Isolation Kit) cua hang Norgen,
Canada; hoa chat cho phan tnmg PCR nhan ban
cac doan ma vach ADN: Master mix cua hang
Intron Biotechnology, Han Qudc; Kit tinh sach
san pham PCR (PCR Purification Kit) cua
Norgen, Canada; Hoa chét cho dién di trén gel
Agarose: Agarose, ADN marker, Redsafe...
2.2. Phwong phap nghién ctru

Phuong phép tach chiét ADN tong sé tir cac
méu 14 cta cdy Lan Phi diép nam canh tring
mit nai theo hudng dan s dung Kit (Plant
ADN Isolation Kit) cia hang Norgen. Nhan
ban doan gen rbcL, TrnH-psbA va ycf tu cac
mau ADN tong sb bang k¥ thuat PCR trén may
PCR 9700, mdi phan tmg PCR dugc thuc hién

L

trong tong thé tich 20 pl, bao gdbm: H,O deion
(7 pl), 2x PCR Master mix Solution (10 pl), 10
pmol/ pl mdi xudi (1,0 ul), 10 pmol/ pl mdi
nguoc (1,0 ul) va 50 ng/ul ADN khudn (1 pl).
Chuong trinh phan tmg PCR: 95°C trong 5
phut; (95°C: 30 giay, 48 - 52°C : 30 giay, 72°C
: 1 phat) lap lai 40 chu ky; 72°C trong 5 phtt;
4°C. Nhiét d6 gdn mdi cac phan tmg phu thudc
vao cap mdi st dung. Mdi phan tmg PCR lap
lai 3 1an trén m&i mAu thi nghiém. San pham
PCR dugc tinh sach bang Kit (PCR
Purification Kit) ciia Canada. Sau khi tinh
sach, san pham PCR dugc giri t6i phong thi
nghiém 1st Base & Malaysia dé giai trinh tu
nucleotide.

Trinh tu nucleotide ctia doan ADN duoc xur
ly, phan tich bing phdn mém chuyén dung
(Bioedit). Trinh ty nucleotide cua cac doan gen
rbcL, TrnH-psbA va ycf dugc so sanh trén
Ngén hang Gen Qudc té (NCBI) dé tim ra céac
loai twong dong. X4y dung cdy phat sinh
ching loai ctia timg doan gen bang NCBI.

3. KET QUA NGHIEN CUU
3.1. Két qua tach chiét ADN tong sb tir la
cay Lan Phi diép

ADN tbng s6 sau khi duoc tach chiét tir cac
mau 14 cay Lan Phi diép nim canh tring mét
nai bang Kit tach chiét ciia hiang Norgen duoc
pha loang dé xac dinh néng do va do tinh sach.
Két qua cho thay, dung dich ADN téng sb co
ndéng do dao dong tir 300 - 500 ng/ul; Ty sb
OD260nm/OD2gonm trong khoang tir 1,7 - 2,05
chtng t6 ADN di duoc tach chiét véi nong do
cao va dam bao do tinh sach. Sau do, tién hanh
dién di dé kiém tra sy nguyén ven cla san
pham ADN tach chiét duoc.
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Hinh 2. Anh di¢n di sin phAm ADN tdong s6 tach tir miu 14
ciia cAy Lan Phi diép nim canh tring mit nai
(M: Marker; MN1: Lan Phi diép ndm canh trang mdt nai)

Két qua dién di cho thdy bang ADN kha séc
nét, khéng co san pham phy, diéu nay khing
dinh ADN tong sb con nguyén ven, it dit giy
va sach. San pham tach chiét ADN tong sb
dam bao yéu cau k¥ thuat 1am khuén cho nhan
ban cac doan ADN quan tdm bang k¥ thuat
PCR.

3.2. Két qua nhan ban cac doan ma vach
ADN bing k¥ thuit PCR

Két qua PCR sau khi kiém tra bang dién di
trén gel agarose 1% (hinh 3) cho thiy xuét hién
bang ADN c6 kich thudc twong ung véi kich
thudc cua cac doan ma vach ADN du kién. San
phém PCR cac doan ma vach ADN ¢ hinh 3
ciing cho thdy khong c6 bing ADN phu xuit
hién, nhu vay san phén PCR rat dic hiéu, sau
khi tinh sach co thé st dung truc tiép cac san
pham nay dé xac dinh trinh ty nucleotide.

500b

Hinh 3. Két qua PCR cac doan gen ycf, rbcL, truH-psbA tir ADN
ciia miu Lan Phi diép nim canh tring mit nai
(M: Marker; MNI ycfIbR: Lan Phi diép ndam canh trdng mdt nai véi moi ycf-
MNI psbPR: Lan Phi diép nam cdnh trdng mdt nai véi moi trnH-psbA;
MNI rP2R: Lan Phi diép ndm cdnh trdng mdt nai véi moi rP)

3.3. Két qua xac dinh va phan tich trinh tw

nucleotide ciia doan ma vach ADN

3.3.1. Trinh tw ADN trén doan gen trnH-psbA
Két qua xac dinh trinh ty nucleotide cho

thdy, doan gen rnH-psbA dugc nhan ban c6
kich thudc 639 bp. Két qua giai trinh tu doan
gen trnH-psbA ctia mau Lan Phi diép nam
canh tring mét nai nhu trong bang 1.
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Bang 1. Trinh tw ADN trén doan gen frnH-psbA ciia Lan Phi diép niim canh tring mit nai
AGAATGCCAATTTAAAAAATGGAAAAAAAGGAGTAATCAGCCGTGACACGTTCACTAAAAAAAAATCC
TTTTGTAGCTAATCATTTAGCGGGAAGAATTGAAAAACTCAACAGGAGGGAGGAGAAAGAAATCATAG
TGACTTGGTCTCGGGCATCTACCATTATACCCACAATGATTGGCCATACAATCGCTATTCATAATGGAAA
GGAACATTTACCTATTTATATCACAGATCGTATGGTCGGTCACAAATTGGGAGAATTTGCACCTACTCTA
ACTTTCGTGAGACACGCGAGAAACGATAATAAATCTCGTCGTTAGTCGTTCTACTAAGTATTCATGTGAA
AAGCCTTATCTTAATAGTATTTCTAATAGTATTTAGACTTAAGAGTCTTTATCTTATAGTAAGAGTATAG
GTATATTTCTTTTTCTAGTATACTAATATACTCACTTTTCTGACTTATCTTATACTATACTTCACCTAGGCA
CTTATCATTCATTGGCGGGGGAGAACTTTTATGATAAAGAACGAAAATTCGGATAGAGAAGCAAAAGAC
CCCTGAATCCGAATCCAAGAATGCAAATCCAACAAGATAGCAATCCCCCAATATCTTGTTCTTAGAACA
AGATATTGGGGGA

lodi c6 trinh tu gen twong dong dung so sanh
voi Lan Phi di€p dugc trinh bay ¢ bang 2.

Céc trinh tu nay sau d6 dugc so sanh voi
cac trinh ty trén ngan hang gen qudc t&€ NCBI
de tim ra su khéc bi¢t & cap do loai. Mot s6

Biang 2. Mot s6 loai Lan c6 trinh tu doan trnH-psbA
twong dong v6i Lan Phi diép nim canh tring mit nai trén NCBI

STT Tén loai Mai 50 H¢é s6 twong dong di truyén (%)
1 Dendrobium anosmum MTO019456.1 100
2 Dendrobium aphyllum MTO019461.1 99,69
3 Dendrobium crystallinum MTO019503.1 99,07
4 Dendrobium wangliangii KF177561.1 97,97
5 Dendrobium tosaense EU672794.1 98,76

Phi diép ndm canh tring mat nai voi cac loai
Lan khac & bang 2.

Sau do, chung t61 xay dung cay phat sinh
chung loai (hinh 4) tim ra mdi quan hé ctia Lan

Dendrobium wangliangii(KF177561.1)

9 ' ' Dendrobium tosaense(EU672794.1)
9 Dendrobium crystallinum(MT019502.1)
@ Dendrobium aphyllum(MT019461.1)
1 0.004 7 o

MNI1_trnH-psbA

| | Q
Dendrobium anosmum(MT019456.1)

Hinh 4. Ciy phin loai dua vio trinh tw doan rrnH-psbA cia céc loai Lan dwge xir Iy bang NCBI

Tir ciy phan loai (hinh 4) cho thiy loai Lan
Phi diép nam canh tring ma ching t6i nghién
ctru ¢6 trinh ty gen giéng 100% véi doan gen
cua loai Dendrobium anosmum trong ngan
hang NCBI va ¢6 quan hé xa nhat voi loai
Dendrobium wangliangii.

3.3.2. Trinh tw ADN trén doan gen rbcL

Két qua xac dinh trinh ty nucleotide cho
théy, doan gen rbcL. dugc nhan ban c6 kich
thude 501 bp. Két qua giai trinh tu doan gen
rbcL ciia mau Lan Phi diép nim canh tring
mit nai nhu & bang 3.
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Bang 3. Trinh tw ADN trén doan gen rbcL ciia loai Lan Phi diép nim canh tring mit nai
CCTGACTACGAAACCAAAGATACTGATATCTTGGCAGCATTCCGAGTAACTCCTCAACCGGGAGTTCCG
CCTGAAGAAGCGGGGGCTGCGGTAGCTGCCGAATCTTCTACTGGTACATGGACAACTGTGTGGACTGAT
GGACTTACCAGTCTTGATCGTTACAAAGGACGATGCTACCACATCGAGGTCGTTGTTGGGGAGGAAAAT
CAATATATTGCTTATGTAGCTTATCCTTTAGACCTTTTTGAAGAAGGTTCTGTTACTAACATGTTTACTTC
CATTGTGGGTAATGTATTTGGTTTCAAAGCCCTGCGAGCTCTACGTCTGGAAGATCTGCGAATTCCTACT
TCTTATTCCAAAACTTTCCAAGGTCCGCCTCATGGCATCCAAGTTGAAAGAGATAAATTGAACAAGTATG
GTCGTCCCCTATTGGGATGTACTATTAAACCAAAATTGGGATTATCCGCAAAAAACTACGGTAGAGCGG
TTTATGAATGTCTA

Céc trinh ty niy sau d6 dugc so sanh véi  loai c6 trinh ty gen twong dong ding so sanh
cac trinh ty trén ngan hang gen quoc t¢ NCBI  vd&i Lan Phi di¢p nam cénh trang mat nai dugc
dé tim ra sy khac biét & cap do loai. Mot s6  trinh bay ¢ bang 4.

Bang 4. Mt s6 loai Lan c6 trinh tw doan rbcL
twong dong v6i Lan Phi diép nim canh tring mit nai trén NCBI

STT Tén loai Mai sb H¢é s6 twong dong di truyén (%)
1 Dendrobium anosmum MTO019344.1 100
2 Dendrobium catenatum MG324302.1 100
3 Dendrobium flexicaule LC348965.1 100
4 Dendrobium shixingense LC348863.1 100
5 Dendrobium tosaense NC 038075.1 100

Sau d6, xay dung cdy phat sinh ching loai  nidm canh tring mat nai véi cac loai Lan khac &
(hinh 5) tim ra méi quan hé cua Lan Phi diép  bang 4.

Dendrobium anosmum(MTO19344.1)
Dendrobium catenatum(MG324302.1)
¢ Dendrobium flexicaule(lL.C348965.1)
Dendrobium shixingense (LC348863.1)
@ Dendrobium tosaense (NC_038075.1)
- MN1__rbcL.

Hinh 5. Ciy phén loai dua viao trinh tw doan rbcL ciia cic loai Lan dwgc xir Iy bing NCBI

Tir cdy phan loai (hinh 5) dya trén s6 liéu  3.3.3. Trinh tw DNA cua doan gen ycf
trinh ty doan gen rbcL cua Lan Phi di¢p nam Két qua xac dinh trinh ty nucleotide cho
canh tring mat nai voi cac loai Lan khac cho  thdy, doan gen ycf dugc nhén ban co kich
thdy: Lan Phi diép nim canh tring mit nai ma  thudc 753 bp. Két qua giai trinh ty doan gen
ching toi nghién ctru cé trinh ty gen gidng  ycf ciia miu Phi diép nim canh tring mit nai
100% v&1 doan gen cua cac loai Lan Phi di€p  nhu trong bang 5.
khac trong ngan hang NCBI.
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Bang 5. Trinh tw ADN trén doan gen ycf ciia Lan Phi diép nim canh tring mit nai trén NCBI
TTGATCATCGTTTTTATCATTGTTACTAGTATTTTGAATACTAGAAATAGAATTGGTATTCTGATCATTAT
CGTTATAAATTACCACAAGTTTGGCTCTTCTTGAATTAATCTCATGATCGTCTTCCTCCAATTCTTCTTCA
TTTTCTTCTTCCTCTTCTTCAAAATTCTCGGTTAATTTGTATGACCATCGAGAAACCTTTTTACTTACTTCT
TCTATTCTAATTCCAATAGATTTTTTTTTCATTGTTTTTTGATCTTTTGTATGTGTTGTAATTACATCAAAT
ACAAATTGCAAATATTTTGCTTGACTTTCTGAATCAATTCCTTTTTCTTCTTTAGAATTCAAAAATGATTG
ACGGTGGAGTTCTACGGAATCATTAATAAGTAGATCATGAATCTTATTTATAAAAAAAGATTCTACTAA
ATCTTCTGTATCTGTATCTGTATAAGTATTCATGATTGCGCGTGAATCTAATTCTTTTCTCGTTCCTCGAT
ATGGTCCGTTGAAAAAAGGATCATATGCTTTTGGCAAGCATTTTTTTTTTTTTTCTTCATCCCATAATAGG
GTTTTTTTTTCAACCATACCCAAACAAGGGGATCCCCCTTTTTTTTCTAAAATTGGAATTCGGTTTTTCAT
TTCTTTGTTCAAATTGCATTTTTTTTTTTCTTTATTATAATTCCAAAATTTATAAAAATCTCCCCCGAATNT
TTTTTCTNTTATGTATAAAAAAATTCTTTGTTCTACCTTTCC

Céc trinh ty niy sau d6 dugc so sanh véi  loai c6 trinh ty gen twong dong ding so sanh
cac trinh ty trén ngan hang gen quoc t¢ NCBI  vd&i Phi di¢p dugc trinh bay & bang 6.
dé tim ra sy khéac biét & cép do loai. Mot sd

Bang 6. Mot s6 loai Lan c6 trinh tw doan ycf
twong dong v6i Lan Phi diép nim canh tring mit nai trén NCBI

STT Tén loai M3 sb Hé sb twong dong di truyén (%)
1 Dendrobium anosmum MG490358.1 97,16
2 Dendrobium aphyllum LC192953.1 95,41
3 Dendrobium chrysanthum LC193514.1 94,54
4 Dendrobium scoriarum LC348853.1 94,53
5 Dendrobium tosaense LC348721.1 94,09

Sau d6, ching t6i xdy dung cdy phat sinh  Phi diép nim canh tring mat nai véi mot sd
chung loai (hinh 6) tim ra mdi quan hé cia Lan  loai lan khac & bang 6.

9 MN1_yef
J ) Dendrobium anosmum(MG490358.1)
Dendrobium aphyllum(MG490298.1)
Dendrobium chrysanthum(LC193514.1)

0.03 | | Dendrobium scoriarum(LC348853.1)

Dendrobium tosaense(LC348721.1)

Hinh 6. Ciy phén loai dwa vao trinh tw doan ycf ciia cac loai Lan dwge xir Iy bing NCBI

Tu cay phan loai dya trén s6 liéu trinh tuy ~ 97,16%, c6 quan h¢ xa v&i loai Dendrobium
doan gen ycf cua cdy Lan Phi diép nam canh  tosaense véi hé sb tuong dong 94,09%. Boi
trang mat nai voi cic loai Lan khac cho thdy:  méu Lan Phi diép nim canh tring mat nai ma
Lan Phi diép nim canh tring mat nai ma chung  ching t6i sir dung dé phén tich 13 loai lan dot
t6i nghién ctru c6 quan hé gin voi loai  bién nén nd co sy phan nhanh khac biét trén
Dendrobium anosmum voi hé sb twong dong  cay phan loai.
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4. THAO LUAN

Theo két qua phén tich cia 3 doan gen
rbcL, trnH-psbA va ycf cia dong Phi di¢p nam
canh tring mat nai (Dendrobium anosmum)
v6i trinh tw gen cua loai Phi di€p khac
(Dendrobium anosmum) trén ngan hang gen
qudc té cho thiy: Poan gen rbcL, trnH-psbA
cho ty 1& tuong dong 100% giira 2 loai, doan
yef cho ty 1& twong dong 1a 97,16% giita dong
Phi diép nim canh tring mat nai va loai Phi
diép khac trén ngan hang gen qudc té véi ma
s6 MG490358.1. Nhu vay, doan gen ycf c¢6 kha

nang phan biét cao hon so vdi doan trnH-pshbA
va rbcL khi so sénh Lan Phi di€p nam cénh
trang mét nai (Dendrobium anosmum) voi loai
Phi di¢p khac (Dendrobium anosmum) trén
ngan hang gen qudc té.

Dua vao két qua so sanh trinh ty 3 doan gen
rbcL, trnH-psbA va ycf ciia Lan Phi di¢p nam
canh tring mat nai voi trinh ty gen cua loai
Dendrobium tosaense cong bd trén ngan hang
gen qudc t& NCBI ta lap dugc bang so sanh
doan trinh ty nhu bang 7.

Bang 7. Bang so sanh kha ning phan biét cia ciac doan trinh tu rbcL, trnH-psbA va ycf

Tén doan gen yef trnH-psbA rbcL
S6 diém sai khac 54 13 0
Kich thuoc trinh tw 753 639 501
Ty I¢é sai khdc 7,31% 1,24% 0%

Két qua phan tich cho thiy khi so sanh trinh
tuw cac doan gen ycf, trnH-psbA va rbcL cua
Lan Phi di¢p nim canh tring mat nai
(Dendrobium anosmum) v&i loai Dendrobium
tosaense cong bd trén ngan hang gen qudc té
NCBI, trinh ty doan gen ycf ¢6 54 diém sai
khéc, trinh tu doan gen trnH-psbA c6 13 diém
sai khac va trinh ty doan gen rbcL c6 0 diém
sai khac. Ty I¢ sai khac cua trinh ty ycf'1a cao
nhét (7,31%) do d6 kha ning phén biét loai cia
gen ycf ciing 1a tot nhat va ty 1é sai khac cua
trinh ty rbcL 13 thap nhat (0%) dong nghia véi
kha niang dinh danh loai tot nhat. Nhu vay,
doan gen ycf c6 kha nang phan biét cao hon so
v6i doan trnH-psbA va rbcL khi so sanh Lan
Phi diép nim canh tring mat nai (Dendrobium
anosmum) voi loai Dendrobium tosaense.

Nhu vay két qua so sanh 3 doan gen rbcL,
trnH-psbA va ycf cia Lan Phi di¢p ndm canh
tring mat nai (Dendrobium anosmum) voi
trinh tuy gen cua cung loai Phi di¢p khac
(Dendrobium  anosmum) va loai Lan
Dendrobium tosaense déu cho thdy doan gen
ycf c6 kha nang phan bi¢t cao hon so vdi doan
trnH-psbA va rbclL.

Cac két qua so sanh trinh ty 3 doan gen
rbcL, trnH-psbA va ycf cia Lan Phi diép nam
canh tring mat nai vé6i trinh tu gen cua mot sd

loai Lan khac di cong bd trén ngan hang gen
qudc t& NCBI ciing cho két qua tuong tu.

Songzhi Xu va cdng su vao nam 2015 da sur
dung doan gen luc lap rbcL, matK, trnH-psbA
phan loai thanh cong 184 loai Dendrobium ctia
ving Chau A (Songzhi Xu et al., 2015). Nhom
tac gia da xac dinh dung to hop ITS va matK
cho két qua phan loai tot nhat. Cac doan gen
rbcL, trnH-psbA va ycf cling da duogc sir dung
dinh danh thanh cong cho loai Phi di¢p tim
Hoa Binh (Bui Thi Mai Huong va cdng su,
2021). Nhu vay, dbi véi cac loai thudc chi
Dendrobium thi cac chi thi ADN ma vach cua
cac doan gen ¢ luc lap nhu rbcL, matK, trnH-
psbA va ycf'1a hoan toan tin cady va c6 do phan
loai cao.
5. KET LUAN

ba nhan gen thanh cong cac doan gen rbcL,
trnH-psbA va ycf bang k¥ thuat PCR. Trinh ty
nucleotide ctia cac doan ma vach da duoc xac
dinh: Poan rbcL 1a 501 bp, trnH-psbA 1a 639
bp, ycf'1a 753 bp. So sanh trinh ty nucleotide
cua cac doan ma vach ADN (rbcL, TrnH-psbA
va ycf) cia dong Lan Phi diép nam cénh tring
mét nai voi trinh tuy nucleotide cia cac doan
ma vach tuong ung cua cac dong lan khac trén
NCBI d chi ra dong Phi diép ndm canh tring
mét nai thudc loai Dendrobium anosmum.
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Doan ycf'1am ma vach ADN c¢6 kha nang phan
biét dong Lan Phi diép nim canh tring mét nai
vo1 cac dong lan khéc cao hon so véi doan
rbcL va trnH-pbsA. Vi vay, st dung chi thi ycf
la tot nhat lam ma vach ADN dé giam dinh
dong Lan Phi diép nam céanh tring mét nai ¢
Vi¢t Nam. Tuy nhién, dé chinh xac nhat nén su
dung ca 3 chi thi dé dinh danh dong Lan Phi
di€p ndm canh tréng mat nai.
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IDENTIFICATION OF DNA BARCODING SEQUENCES
TO CHACRACTERIZE Dendrobium anosmum WITH FIVE PETALS
AND PINK-EYE

Nguyen Thi Ha Phuong Loan', Bui Thi Mai Huong'", Phung Thi Ly', Nguyen Thi Hong Gam!

"Vietnam National University of Forestry

SUMMARY

Dendrobium anosmum with white five petals and pink-eye is a mutant line, which has a high economic value,
has its own characteristics compared to other types of Dendrobium sp. in terms of flower shape and color.
Therefore, it is necessary to identify the DNA Barcode sequences to identify this species. The total DNA
extracted from leaves tissue of this species was used to PCR amplify the DNA Barcoding sequences of plant
markers (rbcL, TrnH-psbA and ycf). The PCR products had the expected size. The sequencing results showed
that the rbcL fragment had 501 nucleotides, the TrnH-psbA fragment had 639 nucleotides and the ycf fragment
had 753 nucleotides. These sequences of were compared with those on the International Gene Bank (NCBI).
The results showed that the studied species was Dendrobium anosmum with the percentage identity was 100%
of the rbcL, trnH-psbA and was 97.16% of the ycf. In addition, the results also indicated that the ycf marker is
the best DNA barcode to identify the studied specie among another Dendrobium sp. in Vietnam.

Keywords: DNA barcoding, Dendrobium anosmum, PCR, species identification.
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