KHOA HOC CONG NGHE

XAC BINH MA VACH ADN PHUC VU GIAM BINH LOAI PHI

DIEP TiM HOA BINH (Dendrobium sp.)

Bui Thi Mai Huong?, Nguyén Vin Viet!, Ha Vin Huan!

TOM TAT

Lan Phi diép tim 1a cac loai cay c6 gia tri kinh té cao, lam canh, lam thudc. Phi diép tim Hoa Binh dac trung
riéng so véi cac loai phi diép co noi phan bé khac vé hinh dang, mau sic hoa. Do vay, viéc x4c dinh cac
doan ma vach ADN dé dinh danh cho loai Phi diép tim Hoa Binh (Dendrobium sp.) phuc vu giam dinh loai
1a can thiét. ADN téng sé duoc phan 1ap tir 14 cay Phi diep tim. Cac doan ma vach ADN (rbcl, TrnH-pshA va
ycb duoc nhan ban tir ADN téng s6 ctia Phi diép tim bang ky thuat PCR. San phdm PCR chi ra ring cac
bang thu duoc co6 kich thuéc giong véi kich thudce du kién, sau d6 san phdm PCR duoc xac dinh trinh tur.
Két qua phan tich trinh trr da chi ra, doan rbcl. co6 740 nucleotide, doan 7rmH-psbA c6 844 nucleotide va
doan ycfcé 821 nucleotide. Cac trinh tu ndy sau d6 duoc xit Iy trén Ngan hang Gen quéc té (NCBI) da tim
ra: loai Phi diép tim Hoa Binh thuoc loai Dendrobium anosmun véi céc ty 1é tuong déng 100% ctia doan gen
rbcl, trnH-psbA va 96,16% ctia doan ycf So sanh su khac biét ctia Phi diép tim Hoa Binh véi cac loai Lan
(Dendrobium ftosaense) khac cho thay: doan gen rbcl twong dong 100% voi loai Dendrobium tosaense,
doan gen TrnH-psbA twong dong 98,52% voi loai Dendrobium tosaense, doan gen ycf twong dong 92,61% voi
loai Dendrobium fosaense. Stt dung chi thi ycf 1a t6t nhat 1am ma vach ADN dé giam dinh loai Phi diép tim
& Viét Nam.

Titkhoa: Ma vach ADN, gidm dinh lodi, Phi diép tim.

1. AT VAN BE

Phi diép tim (tén goi khac 1a Gid Hac) 1a giong
lan quy cta rimg nhiét d6i duoc nhiéu nguoi choi lan
wa chuong khong chi boi khuén bong dep, cay sai
hoa ma con dep ca vé mau sic 1an hinh dang. Canh
hoa tao nhi, trén canh c6 phua long min va c6 anh
kim, trén luoi thuong co hai mat tim dam, nhat 1a bo
phan méi hoa c6 cau truc phtc tap va doc dao. Phi
diép tim Hoa Binh (Dendrobium sp.) c6 huong thom
dac biet, dé chiu, thoang thodng ma hau nhu khong
¢6 loai huong liéu nhan tao nao sanh duoc. Phi diép
tim Hoa Binh dic trung riéng so voi cac loai phi diép
c6 noi phan b6 khac vé hinh dang mau sic hoa. Hoa
Phi diép tim & Hoa Binh c6 mau dim hon va cé
huong thom dac biét hon hoa Phi diép & khu vuc
phan b6 khac. Ngoai gia tri 1am canh phi diép co6 thé
lam thudc dé diéu tri nhiéu bénh vé da, suy nhuoc
than kinh va tang cuong sttc dé khang cho co thé. Vi
vay, Phi diép tim Hoa Binh mang lai hiéu qua kinh té
cao. Do d06, viéc nghién cttu xac dinh cac doan Ma
vach ADN cho loai Phi diép tim Hoa Binh phuc vu
giam dinh loai 1a can thiét va cap bach cho viéc dinh
danh va bao ton loai lan ban dia qui ctia Viét Nam.
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Xac dinh cac doan ma vach ADN 13 mot phuong
phap dinh danh, st dung mot doan ADN chu4n ngin
nam trong by genome cda sinh vat dang nghién ctru
dé phuc vu giam dinh loai, mang lai hiéu qua cao
trong thoi gian ngin, gép phan khong nhé vao su
dinh danh va bdo ton céc loai thuc vat trén thé gioi.
Phuwong phap xac dinh cac doan ma vach ADN la mot
cong cu hitu hiéu b6 tro cho phuong phéap phan loai
dua vao hinh thai [3]. O dong vat, doan ma vach
ADN duoc stt dung cho phan 16n céc loai 1a doan gen
& ty thé cytochrome C oxidase (COJ) [1, 2]. O thue
vat, toc do tién hoa ctia cac doan gen ty thé khong
nhanh nhu & dong vat do @6 doan COI khong duoc
stt dung. Thay vao d6, mot s6 gen luc lap nhuw mafK,
rbcl; gen vung nhéan nhu /75, I7S2; vung xen 7rnH-
psbA, psbK-pshl dugc stt dung két hop dé giam dinh
cac loai thuc vat [4, 5, 6, 7, 8].

Nghién cttu nay da tién hanh lua chon ba doan
trinh tr ADN dé st dung 1am ma vach ADN la: rbdl,
TrnH-psbA va ycf Trong so d6, cac doan rbcl, TrmH-
pshA va ycfla cac doan ADN nam & hé gen luc lap.
Cac doan trinh ti ndy déu co tinh dic trung cao cho
loai, c6 thé dem lai két qua kha quan nhim phan loai,
giam dinh va x4c dinh moi quan he di truyén, tir d6
g6p phan nang cao hiéu qua bao ton va phat trién loai
Phi diép tim & Viét Nam.

40 NONG NGHIEP VA PHAT TRIEN NONG THON - KY 2 - THANG 4/2021



KHOA HOC CONG NGHE

2. VAT LIEU VA PHUDNG PHAP NGHIEN CUU

2.1. Déi tuong, vat lieu, hoa chat

bai tuong nghién ctru: loai Phi diép tim thu thap
tai gia dinh 6ng Bui Huy Toan - xa Tk Né, huyén Téan
Lac, tinh Hoa Binh.

s
A

Hinh 1. Anh Phi diép tim Hoa Binh
Vat lieu nghién ctu: mau 14 banh té ctia cay Phi
diép tim, 14y 3 mau 14 tir 3 cay khac nhau. Sau khi
thu, mau duoc bao quan trong tui ni l1ong cé chira hat
silica gel hut 4m, sau d6 duoc bao quan & -20°C dé
tach chiét ADN phuc vu nghién ctu. Ki hiéu cac mau
Phi diep tim duoc lay: Pd1; Pd2; Pd3.

Trinh t¢ cac cap médi rbd  (P1F:
TGTCACCACAAACAGAGACTAAAGC,; rP1R:
GTAAAATCAAGTCCACCTCG) voi nhiét do gan moi
52°C; moi TrnH-psbA (trnPF1:
CGCGCATGGTGGATTCACAATCC; psbPR1:
GTTATGCATGACGTAATGCTC) véi nhiét do gin
moi 50°C; moi yf (ycf1bF:
TCTCGACGAAATCAGATTGTTGTGAAT; ycflbR:
ATACATGTCAAAGTGATGGAAAA) voi nhiét do
gan moi 48°C. Ca 3 moéi nay déu nam & hé gen luc
lap.

Héa chat: Kit tach chiét ADN téng s6 (Plant
ADN Isolation Kit) cia Hang Norgen, Canada; héa
chét cho phan tmg PCR nhan ban cac doan ma vach
ADN: Master mix ctia Hang Intron Biotechnology,
Han Quéc; kit tinh sach san phdm PCR (PCR
Purification Kit) ctia Norgen, Canada; héa chat cho
dién di trén gel Agarose: Agarose, ADN marker,
Redsafe,...

2.2. Phurong phap nghién cttu

Phuong phap tach chiét ADN téng sé tir cac mau
14 cta cay Phi diép tim theo huong dan st dung Kit
(Plant ADN Isolation Kit) cia Hang Norgen. Nhan
ban doan gen rbd., TraH-psbA va ycf tit cac mau

ADN téng s6 béng ky thuat PCR tréen may PCR 9700,
mdi phan tng PCR duoc thuc hién trong téng thé
tich 20 pl, bao gém: H,O deion (7 pl), 2x PCR Master
mix Solution (10 pl), 10 pmol/pl méi xuéi (1,0 pl), 10
pmol/pul moi nguoce (1,0 ul) va 50 ng/pl ADN khuén
(1 ul). Chuong trinh phan tmg PCR: 95°C trong 5
phut; (95°C : 30 giay, 48-52°C : 30 giay, 72°C : 1 phut)
lap lai 40 chu ky; 72°C trong 5 phut; 4°C. Nhiét do
gan moi cac phan ung phu thudc vao cap mdi st
dung. Méi phan tng PCR lap lai 3 1an trén méi mau
thi nghiém. San phdm PCR duoc tinh sach bang kit
(PCR Purification Kit) ctia Canada. Sau khi tinh sach
san phdm PCR duoc giti cho phong thi nghiém 1st
Base & Malaysia d€ giai trinh tu.

Trinh tu nucleotide ciia doan ADN duoc xtt ly,
phan tich bing cic phan mém chuyén dung nhu
Bioedit, ADNClub, Biohit, Megal0,.. Trinh tu
nucleotide cua cac doan gen rbd., TrnH-psbA va ycf
duoc so sanh trén Ngan hang Gen Quéc té (NCBI)
dé tim ra cac loai twong déng. Xay dung cay phat
sinh ching loai ctia ting doan gen bang NCBI.

3. KET QUA NGHIEN CUU VA THAO LUAN

3.1. Két qua tach chiét ADN tdng s6 tir 14 cay Phi
diép tim

Hinh 2. Anh dién di ADN téng s8 clia 3 miu Phi diép
tim

Pdl: Phi diép 1; Pd2: Phi diép 2; Pd3: Phi diép 3

ADN tdng s6 sau khi duoc tach chiét tir cac mau
la cay Phi diép tim bang kit tach chiét ctia Hang
Norgen duoc pha loang dé xac dinh néng do va do
tinh sach. Két qua xac dinh nong do va do tinh sach
cta dung dich ADN téng s6 cho thdy, dung dich
ADN tdng so c6 nong do dao dong tir 3 - 5 pg/ul; ty
56 ODysom/ ODssonn trong khoang tir 1,7 - 2,05, két
qua nay khing dinh da tach chiét duoc ADN véi
noéng do6 cao va dam bao do tinh sach. Sau do, tién
hanh dién di dé kiém tra sy nguyén ven cta san
pham. Két qua dién di cho thdy cac bang ADN kha
sic nét, khong co san phim phu, diéu nay khing
dinh ADN t6ng s6 con nguyén ven, it dut gay va
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sach. San phdm tach chiét ADN téng s6 dam bao
yéu cau ky thuat 1am khuon cho nhan ban cac doan
ADN quan tam bang ky thuat PCR.

3.2. Két qua nhan ban cac doan ma vach ADN
béng ky thuat PCR

ADN tdng s6 tach chiét tir cic mau 14 cta cay
Phi diep tim Hoa Binh duoc stt dung lam khuon dé
nhan ban cac doan gen rbcl, TrnH-psbA va ycf bang
ky thuat PCR véi cap moi dac hiéu.

Pdl1 Pd2 Pd3 Pdl Pd2 Pd3 Pd1 Pd2 Pd3

yef  yef ycf rhcl rbcl rbcl trn trn trn

Hinh 3. Két qua PCR céc doan gen rbcdl, rnH-psbA,
ycfciia 3 mau Phi diép tim Hoa Binh
Pd1: Phi diép 1; Pd2: Phi diép 2- Pd3: Phi diép 3
Phan tng PCR duoc lap lai 3 1an trén méi mau
thi nghiém. Két qua PCR sau khi kiém tra bang dién
di tren gel agarose 1% (Hinh 3) cho thiy, xuat hién

bang ADN c¢6 kich thuoc twong tng véi kich thudc
ctia cac doan ma vach ADN du kién. San phdm PCR
cac doan ma vach ADN & hinh 3 ciing cho thay,
khong c6 bing ADN phu xuit hién, nhu vay san
phan PCR rat dic hiéu, sau khi tinh sach co thé st
dung truc ti€p cac san pham nay dé x4c dinh trinh tu
nucleotide.

3.3. Két qua x4c dinh va phan tich trinh tu
nucleotide ctia doan ma vach ADN

Két qua xac dinh trinh ty nucleotide ctia cac san
phdm PCR, sau khi phan tich cho thdy trinh tu
nucleotide ctia méi doan ADN & ca 3 lan lap khong
c6 su khac biét vé trinh tu nucleotide ctia méi doan &
céc 1an 1ap lai va cdc mau trong cting mot loai.

3.3.1. Trinh tr doan gen trnH-psbA

Két qua xac dinh trinh tr nucleotide cho thay,
doan gen #rmH-psbA dugc nhan ban c6 kich thudc
844 bp, trong d6 khong cé su sai khac nao giira 3
mau nghién ctu, két qua trong dong 100%. Két qua
gidi trinh tw doan gen frmH-psbA ctia mau Phi diép
tim Hoa Binh nhu sau:

CGCGCATGGGTGATTCACAATCCACTGCCTTGATCCACTTGGCTACATCCGCCCCTTCCCTTATCTA

GCTAAAGGGTTTTCTCTTTTTTCCATTCATCATTATACTTCAGATTAAGATCGAGATATTGGACATAGAAT
GCCAATTTAAAAAATGGAAAAAAAGGAGTAATCAGCCGTGACACGTTCACTAAAAAAAAATCCTTTTGTA
GCTAATCATTTAGCGGGAAGAATTGAAAAACTCAACAGGAGGGAGGAGAAAGAAATCATAGTGACTTGG
TCTCGGGCATCTACCATTATACCCACAATGATTGGCCATACAATCGCTATTCATAATGGAAAGGAACATT
TACCTATTTATATCACAGATCGTATGGTCGGTCACAAATTGGGAGAATTTGCACCTACTCTAACTTTCGT
GAGACACGCGAGAAACGATAATAAATCTCGTCGTTAGTCGTTCTACTAAGTATTCATGTGAAAAGCCTTA
TCTTAATAGTATTTCTAATAGTATTTAGACTTAAGAGTCTTTATCTTATAGTAAGAGTATAGGTATATTTC
TTTTTCTAGTATACTAATATACTCACTTTTCTGACTTATCTTATACTATACTTCACCTAGGCACTTATCAT
TCATTGGCGGGGGAGAACTTTTATGATAAAGAACGAAAATTCGGATAGAGAAGCAAAAGACCCCTGAAT
CCGAATCCAAGAATGCAAATCCAACAAGATAGCAATCCCCCAATATCTTGTTCTTAGAACAAGATATTGG
GGGATTGCTATCTTGAAAGATTCGTATACATGGATAAGTATTATCCATTTATAGATGGAGCTTCCACAGA
AGCTAGATCTAGAGGGAAGTTGTGAGCATTACGTTCATGCATAAC

Bang 1. Mot s6 lodi c6 trinh tur doan gen trnH-psbA
tuong dong véi lodi Phi diép tim Hoa Binh
Dendrobium sp. trén NCBI

Trinh ty nay sau do duoc xit Iy tréen NCBI dé tim
ra su khac biét giita cac loai co trinh tu twong dong
theo doan gen frmH-psbA & loai Phi diép tim Hoa

) trl[‘r}(’nlleg Binh bing cach sit dung cong cu BLAST. Mot so loai

STT Ten loai Ma so déng 6 trinh tr gen twong dong ding so sanh voi loai Phi
% diep tim Hoa Binh duoc thé hién ¢ bang 1.

1 | Dendrobium anosmun |MT019474.1|100 Sau do da st dung cac loai trong bang 1 dé xay
2 | Dendrobium loddigesii |EU887940.1 |99,67 dung cay phat sinh chiing loai véi loai Phi diép tim
3 Dendrobium tosaense |EU672794.1 |98,52 Hoa Binh duoc thé hién & hinh 4.
4 | Dendrobium pendulum |EU887933.1 (99,18 ' ’
5 Dendrobium salaccense |1.C193510.1 |98,74
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Dendrobium salaccense(LC193510.1) 332 Trinh tlfdoaﬂ gen rbcl
5 Dendrobium pendulum(EU887933.1) Két qué XélC dlnh trinh tu' nucleoﬁde ChO théy,
Dendrobium tosaense(KJ672727.1) doan gen rbcl du’o’c nhén ban cé kich thuéc 740 bp,
Dendrobium loddigesii(EU887940.1) trong d6 khong cé su sai khac nao giita 3 mau
P - nghién ct, két qua tuong dong 100%. Két qua giai
p ’ - trinh tu doan gen rbcl clia mau Phi diép tim Hoa

Dendrobium anosmum(MT019474.1) \
Binh nhu sau:

Hinh 4. Cay phan loai dga vao trinh tir trén doan
trrH-psbA tao béi NCBI

ATGTCACCACAAACAGAAACTAAAGCAAGCGTTGGATTTAAAGCTGGTGTTAAAGATTACAAATTGA
CTTATTATACTCCTGACTACGAAACCAAAGATACTGATATCTTGGCAGCATTCCGAGTAACTCCTCAACC
GGGAGTTCCGCCTGAAGAAGCGGGGGCTGCGGTAGCTGCCGAATCTTCTACTGGTACATGGACAACTG
TGTGGACTGATGGACTTACCAGTCTTGATCGTTACAAAGGACGATGCTACCACATCGAGGTCGTTGTTG
GGGAGGAAAATCAATATATTGCTTATGTAGCTTATCCTTTAGACCTTTTTGAAGAAGGTTCTGTTACTAA
CATGTTTACTTCCATTGTGGGTAATGTATTTGGTTTCAAAGCCCTGCGAGCTCTACGTCTGGAAGATCTG
CGAATTCCTACTTCTTATTCCAAAACTTTCCAAGGTCCGCCTCATGGCATCCAAGTTGAAAGAGATAAAT
TGAACAAGTATGGTCGTCCCCTATTGGGATGTACTATTAAACCAAAATTGGGATTATCCGCAAAAAACTA
CGGTAGAGCGGTTTATGAATGTCTACGGGGTGGACTTGATTTTACTAAGGATGATGAAAACGTAAATTC
ACAACCATTTATGCGTTGGAGAGATCGTTTCTTATTTTGTGCCGAAGCAATCTTTAAAGCGCAAGCCGAA
ACGGGTGAAATTAAAGGACATTACTTGAATGCTACTGCAGGAACATGCGA

Trinh tu nay sau d6 duoc xtt ly tréen NCBI dé tim
ra su khac biét giita cac loai co trinh tu twong dong

Dendrobium aphyllum(LC192953.1)

theo doan gen rbcl. & loai Phi diép tim Hoa Binh ‘ 0

bang cach sit dung cong cu BLAST. Mot s6 loai co |9 '

trinh tir gen tuong dong ding so sanh véi loai Phi Dendrobium anosmum(MT019347.1)

diép tim Hoa Binh duoc thé hién & bang 2. 9

Bang 2. Mot s8 loai c6 trinh tiy doan gen rbcL tirong : Liparis vivipara(MK862100.1)

ddng vai loai Phi diép tim Hoa Binh Dendrobium sp.

trén NCBI | I Dendrobium scoriarum(LC348853.1)
Ty le

Dendrobium tosaense(LC348721.1)
STT Ten loai Mass | 1om8
dong
%) Hinh 5. Cay phan loai dira vao trinh ty trén doan rbd.
1 | Dendrobium anosmun | MT019474.1 | 100 tao boi NCBI
2 | Dendrobium scoriarum| 1.C348853.1 | 99,80 3.3.3. Trinh tw ADN cua doan gen ycf
3 DendrobI:um tosaense | 1.C348532.1 100 Két qua xac dinh trinh te nucleotide cho thdy,
4 | Dendrobium aphyllum | 1LC192953.1 | 99,18 doan gen ycf duoc nhan ban co6 kich thudc 821 bp,
5 | Liparis vivipara MK862100.1 | 98,74 trong d6 khong co su sai khac nao gitta 3 mau Phi

Sau d6 da sir dung céc loai trong bang 2 dé xay ~ diép tim Hoa Binh. Két qua giéi trinh tu doan gen ycf
dung cay phat sinh ching loai véi loai Phi diép tim  ctia mau Phi diép tim Hoa Binh nhu sau:
Hoa Binh duoc thé hién ¢ hinh 5.

AAGCACCTCTCCCTCTTCATTTGATCATCGTTTTTATCATTGTTACTAGTATTTTGAATACTAGAAAT
AGAATTGGTATTCTGATCATTATCGTTATAAATTACCACAAGTTTGGCTCTTCTTGAATTAATCTCATGAT
CGTCTTCCTCCAATTCTTCTTCATTTITCTTCTTCCTCTTCTTCAAAATTCTCGGTTAATTTGTATGACCAT
CGAGAAACCTTTTTACTTACTTCTTCTATTCTAATTCCAATAGATTTTTTTTTCATTGTTTTTTGATCTTTT
GTATGTGTTGTAATTACATCAAATACAAATTGCAAATATTTTGCTTGACTTTCTGAATCAATTCCTTTTTC
TTCTTTAGAATTCAAAAATGATTGACGGTGGAGTTCTACGGAATCATTAATAAGTAGATCATGAATCTTA
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TTTATAAAAAAAGATTCTACTAAATCTTCTGTATCTGTATCTGTATAAGTATTCATGATTGCGCGTGAATC

TAATTCTTTTCTCGTTCCTCGATATGGTCCGTTGAAAAAAGGATCATATGCTTTTGGCAAGCATTTTTTTT
TTTTTTCACCATCCCATAATAGGGTTTTTTTTTCAAGCAAATCCAAACTAGGGAATCCCTCATTTTTTTCA

AAAATTTGAATTCGGTTTTTCAATTCATTGTTCAAATTGCACTTTTTTTTTTCTTAATTAAAATCCCAAAAA
TTAAAAAAATCTTCCCCGAAAAGTTTTTCTATTATGTNNAAAAAATTTCTTTGTTCAACCATTTCCAAAAA

AGTCAAAAAACGGGGCGAATATGTAAAGAATATAATTTGTTTC

Trinh tu nay sau d6 duoc xtt ly tren NCBI dé tim
ra sur khac biét gitta cac loai co trinh ty twong dong
theo doan gen ycf & loai Phi diép tim Hoa Binh bang
cach stt dung cong cu BLAST. Mot s6 loai c6 trinh tue
gen tuong déng dung so sanh véi loai Phi diep tim
Hoa Binh duoc thé hién ¢ bang 3.

Bang 3. Mot s6 loai c6 trinh tir doan gen ycfturong
déng véi loai Phi diép tim Hoa Binh Dendrobium sp.

Dua vao két qua so sanh trinh tu cac doan gen
ycf, trnH-psbA va rbcl. ctia loai Phi diép tim Hoa
Binh vo6i trinh ty gen cta loai Dendrobium tosaense
cong bo tréen Ngan hang Gen quéc té NCBI, 1ap duoc
bang so sanh kha nang phan biét ctia doan trinh tu
ycf, trnH-psbA va rbd. (Bang 4).

Béng 4. Bang so sanh kha niing phan biét ctia cac
doan trinh ty rbd., truH-psbA va ycf

trén NCBI Tén doan gen yef | trnH-psbA | rbcl
Ty le So6 diém sai khac 60 8 0
STT Teén loai Ma s6 tuiyng Kich thuoc trinh tr | 821 612 501
dong Ty 1é sai khac 7,3% 1,3% 0%
- ) Két qua phan tich cho thay khi so sanh trinh tu
1 Dendrob{um anosmun MGA490358.1 | 96,16 cac doan gen rbcl, trnH-psbA va ycf ctia loai Phi
2 Dendrobium flexicaule | 1.C348965.1 | 93,21 diep tim Hoa Binh (Dendrobium sp) véi loai
S | Dendrobium parishit MG490338.1 | 96,24 Dendrobium tosaense cong b6 trén Ngan hang Gen
4 | Dendrobium salaccense | 1.C193510.1 | 92,00 quéc t&é NCBI, trinh tu doan gen yefco 60 diém sai
5 | Dendrobium tosaense | 1.C348532.1 | 92,61 khéc, trinh tu doan gen trrH-psbA c6 8 diém sai khac

Sau d6 da st dung cac loai trong bang 3 dé xay
dung cay phat sinh ching loai v6i loai Phi diép tim
Hoa Binh duoc thé hién & hinh 6.

Dendrobium sp.

Dendrobium anosmum(MG490358.1)

Dendrobium flexicaule(LC348965.1)
Dendrobium tosaense(LC348532.1)

| ) I Dendrobium salaccense(LC193510.1)
Dendrobium parishii(MG490338.1)
Hinh 6. Cay phan loai dya vao trinh tu trén doan yof
tao bdi NCBI

Nhu vay, dua vao cay phan loai cia ca 3 doan
gen rbcl, trmH-psbA va ycf déu cho thay loai Phi diép
tim Hoa Binh thuoc loai Dendrobium anosmun véi
cac ty lé tuong dong 100% ctia doan gen rbcl, 100%
cuta doan gen frnH-psbA, 96,16% cta doan ycf.

va trinh tw doan gen rbcl khong c6 diém sai khac. Ti
1é sai khac cda trinh tr ycf1a cao nhat (7,3%) do dé
kha nang phan biét loai cia gen ycf ciing 1a tot nhat
va ti 1é sai khac cda trinh tu rbcl 13 thap nhat (0%)
déng nghia véi kha niang phan biét loai kém nhat
trong 3 gen. Nhu vay, doan gen ycfcé kha nang phan
biét cao hon so voi doan &rmH-psbA va rbcl. khi so
sanh loai Phi diép tim Hoa Binh v6i loai Dendrobium
tosaense.

4. KET LUAN

ba tach chiét duoc 3 mau ADN téng s6 cta Phi
diép tim Hoa Binh. Nhan gen thanh coéng cac doan
gen rbcl, troH-pbsA va ycf tir ADN tdng s6 cda loai
Phi diép tim bang ky thuat PCR. Két qua xac dinh
trinh tu nucleotide cta cac doan ma vach ADN cho
thay doan rbcl. c6 kich thuoc 1a 740 bp, doan 7rnH-
DsbA c6 844 bp va doan ycfcod 821 bp. So sanh trinh
te nucleotide ctia cac doan ma vach ADN (rbcl,
TrnH-psbA va ycl) cta loai Phi diép tim véi trinh ty
nucleotide ctia cac doan ma vach tuwong tng ctia cac
loai khac trén NCBI da chi ra: loai Phi diép tim Hoa
Binh thudc loai Dendrobium anosmun véi cac ty 1é
tuong déng 100% cta doan gen rbcl, 100% cta doan
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KHOA HOC CONG NGHE

gen froH-psbA, 96,16% ctia doan ycf Bang cong cu
Blast trén NCBI da so sanh trinh tu cac doan rbd.,
TrnH-psbA va ycf cuia loai Phi diép tim Hoa Binh véi
loai Dendrobium fosaensetim ra dugc doan gen rbcl.
tuong déng 100% voi lodi Dendrobium tosaense, doan
gen TrnH-psbA tuong doéng 98,52% voi loai
Dendrobium tosaense, doan gen ycf tuong déng
92,61% v6i loai Dendrobium tosaense. Nhu vay, két
qua so sanh cua ca 3 doan (rbd., TrnH-psbA va yci
voi loai Dendrobium tosaense da tim ra duoc doan
ycflam ma vach c6 kha ning phan biét cao hon so
voi doan rbcl va trnH-pbsA. Tuy nhién, dé chinh xac
nhat nén st dung ca 3 chi thi dé dinh danh loai Phi
diép tim Hoa Binh.
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THE SCREENING AND IDENTIFICATION OF DNA BARCODE SEQUENCES FOR
HOA BINH Dendrobium sp.
Bui Thi Mai Huong, Nguyen Van Viet, Ha Van Huan

Summary

Dendrobium sp. is a species of high economic value with ornamental plant and medicinal plant.
Dendrobium sp. at Hoa Binh have special flower shape and special flower colours compared to another
areas. So, it is necessary to identify DNA barcode fragments of the Dendrobium sp. for species
identification. The genomic DNA was extracted from leaf tissue of Dendrobium sp.. The DNA barcodes
(rbcl, TrnH-psbA and yci) were amplified from total DNA of Dendrobium sp. by PCR technique. The PCR
results indicated that all DNA bands have the size similar to the theoretical size of rbcl, TrnH-psbA and ycf
Results nucleotide sequencing of PCR product samples showed that the size of the isolated rbcl fragment is
740 nucleotide, frnH-psbA fragment is 844 nucleotide and ycf fragment is 821 nucleotide. These sequences
were analysed by NCBI we found that: Dendrobium sp. is Dendrobium anosmun with percent identity 100%
of rbcl, TrnH-psbA gene fragment and 96.16% of ycf gene fragment. And then, these sequences were
compared with Dendrobium tosaense in NCBI showed that: rbcl. gene fragment is similar to 100%, 7rnH-
DpsbA gene fragment is similar to 98.52%, ycf gene fragment is similar to 92.61%. It is the best for using ycf
molecular marker as DNA barcode to identify Dendrobium anosmun in Vietnam.

Keywords: DNA barcoding, Identity species, Dendrobium sp.
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