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TOM TAT

Xao tam phan (Paramignya trimera) 1a loai cay dwoc li¢u ban dia quy, dic hiru cia tinh Khanh Hoa, Vigt

Nam. Trong nhiéu nam tré lai déy, P. trimera dwoc khai théc sir dung trong hd tro va didu tri cac bénh Iy vé gan
nhur viém gan, Xo gan va ung thu gan. Ghi nhan trong qua trinh diéu tra cho thiy P. trimera xuét hién mot s6
dang cay c6 su sai khac vé hinh théi 14 va gai. Do vay, nghién ciru nay duoc thuc hién dé h trg cho viéc nhan
dién loai P. trimera tai Khanh Hoa, phuc vu cho cng tac nhan dién, nhan giéng va bao tdn. Két qua nghién cuu
da xac dinh dugc dac diém hinh thai dic trung va méi quan hé di truyén giira cac mau bang phuong phap phéan
tich ma vach DNA dua trén chi thi gen ITS, matK va rbcL. V& mat hinh théi, P. trimera Khanh Hoa dugc phéan
biat véi céac loai khéac thudc chi Paramignya ¢ cac dic diém: L4 thon dai, duy nhét, dau |4 xé thuy hinh tim, gan
14 hinh I6ng chim. Cuéng 14 c6 gai to, nhon va thing, hoa trang 3, 6 nhi duc, biu trén, c6 ba 14 dai va hai l4 noén,
hat c6 40 hat mau tréng trong. Két qua phan tich cac ma vach DNA ba viing gen ITS, matK va rbcLdé xac dinh
mbi quan hé di truyén gitta nim mau P. trimera thu thap dugc tai Khanh Hoa. D6 dai trinh ty nucleotide cac mau
nghién ctu cho 3 ving gen ITS, matK va rbcL lan lwot 12 850 bp, 850 bp va 500 bp, tvong tng. Trén co s¢ phan
tich dir kiéu cy kiéu hinh cho thiy, cac mau (X1, X2, X3, X4, X5) c6 cling ngudn gbc tién hoé vé trinh ty gen
nhan (ITS), luc lap (matK) va rbcL. Trén co sé d6 nhan dinh 5 dang hinh théi P. trimera phan b tai Khéanh Hoa
1a ciing loai va md rong viing phan bé ciing nhw nghién ctru chuyén sau vé cac dang hinh théi P. trimera & Khéanh

Hoa, Viét Nam.

Tir khéa: Dic diém hinh thai, Paramignya, ITS, ma vach DNA, matK, rbcL

MG PAU

Trong dan gian, P. trimera la loai cay duoc liéu
quy, c6 tac dung phong ngira va diéu tri nhiéu loai ung
thu khac nhau. Nhitng nghién ctu vé thanh phan héa
hoc va dugc ly cho thdy cac hoat chit c6 tac dung
dugc ly cua P. trimera la cac coumarin, otruthin,
saponin, sequitecpen. C4c hoat chét nay c6 kha ning
khang u, ha cholesterol, khang viém, khang nam va wrc
ché ngung tap tiéu cau (Son, 2018).

O Viét Nam, hau hét cac loai thuoc chi
Paramignya déu dang bi khai thac rao riét dé lam
thudc chita ung thu gan khién nguon duoc ligu nay
trong ty nhién ngay cang can kiét (Nguyén Manh
Cuong et al., 2016). Nguyén Vii Toan Phan d thong
ké co 7 loai trong chi Paramignya bao gom quyt gai
(Paramignya armata); X&o griffth (Paramignya
griffithii); cya g4 nham (Paramignya hispida); Xao

mot hoa (Paramignya monophylla); Xao petelot
(Paramignya petelotii); Xao leo (Paramignya
scandens); X&o tam phan (Paramignya trimera); 7
loai thuoc nay phan bé rai rac & c4c tinh phia nam Viét
Nam (Nguyén Vii Toan Phan et al., 2016). Trong do,
P.trimera phan bé rong nhét, chu yéu ¢ tinh Khanh
Hoa, Viét Nam. Quan st cac quan thé cua loai nay
trong tu nhién thay ty & dau hat va khéi lwong than ré
cuia cac ca thé chiém ty 1é kha cao so vai cac loai khac
trong chi. D& phat trién ngudn dugc lidu P. trimera,
c4c A thé x4o tam phéan dugc thu thap trong tu nhién
dé nghién ctiu, bao ton va nhan dién. Tuy nhién, viéc
dinh danh cac cé thé dugc dung Iam nguyén ligu ban
dau gap kho khan vi cac ca thé ty nhién vén hiém gap
lai thuong khdng mang hoa.

Hién nay, viég phan loai sinh hoc & mic do dudi
loai co quan hé gan giii va mang céc ddc diém hinh
thai twong dong cao dang gap nhiéu kho khan. Vi vay,
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dé khac phuc cac nhuoc diém cua phuong phép phan
loai sinh hoc dua trén hinh thai, cac phuong phap dua
trén vat liéu di truyén da dan duoc nghién ctu va phat
trién. Trong cac phuong phap phan loai phan tu,
phuong phap su dung mé vach DNA (DNA barcode)
1a phuong phap phd bién duya trén nhiing doan trinh ty
DNA ngin, c6 toc do tién hoa da nhanh dé hd tro giai
quyét nhitng khé khan trong phén loai hinh thai. Trén
ddi tuwong thuc vat, cac ving ma mach DNA thuong
duoc sur dung trong phan loai phan ti thuong la cac
trinh ty gen nhan nhu ITS (Internal transcribed spacer)
va hé gen luc lap nhu matK va rbcL. Tuy nhién nhiéu
nghién ctu ciing chi ra rang, viéc st dung két hop
nhiéu hon hai ma vach DNA cho két qua tét hon so
véi tieng m& vach don 1€ (CBOL Plant Working
Group, 2009; Pang et al., 2012; Mishra et al., 2017).

Cho dén nay, & Viét Nam, van chua c6 cong trinh
nao nghién ctru dic diém hinh théi chi tiét va ma vach
DNA cua trong chi Paramignya cling nhu loai P.
trimera. Vi vay, nghién ctu duoc tién hanh nham mo
ta, xac dinh cac dic diém hinh thai dac trung va phan
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tich trinh ty ba ving gen c6 d6 bién thién cao, thich
hop cho dinh danh phan tir 12 ITS, matK va rbcL cua
loai P. trimera Khanh Hoa, hd tro cong téc dinh danh
loai, h(:)’trq cho cdng tac tiép theo vé chon tao giong,
nhan giong loai dugc liéu c6 gid tri nay.
VAT LIEU VA PHUONG PHAP
Vat ligu

Nam (5) miu x&o tam phan, trong d6 mau X1
(mau chuan) duoc cung cap bai Vién Dugc liéu thu
tai Ninh Van, Khanh Hoa, mau X2 (thu thap tai x&
Ninh Van, Khanh Hoa), mau X3 (thu thap tai x& Ninh
Hoa, Khanh Hoa), mau X4 (thu thap tai x& Ninh Hoa,
Khanh Hoa, mau X5 (thu thap tai xa Dién Khanh,

Khanh Hoa). Thoi gian tién hanh thu thap thang 8-
10/2018.

MOi ITS, rbcL va matK duoc sir dung 1a cac moi
dugc dat tai Cong ty TNHH MTV Sinh Hod Phu Sa
c0 trinh tu dudi day (Bang 1).

Hinh 1. Cac dang ki&u hinh cay xao tam phan (P. trimera) thu thap duoc.

Bang 1. Trinh tw cac cap mdi s&v dung trong nghién clru.

Tén cap méi  Trinh tw (5'-3') Kich thwéc méi (bp) Nguén

MatK (F) TAATTTACRATCAATTCATTCAATATTTCC 650 b Kyndt et al.,

MatK (R) GARGAYCCRCTRTRATAATGAGAAAGATTT P 2005

ITS (F) AGGAGAAGTCGTAACAAGGTTTCC Sunetal.,

ITS (R) GATATGCTTAAACTCAGCGGGTC 850 bp 1994

Rbel (F) ATGTCACCA CAAACAGAGACTAA

500 bp

Rbel (R) TTCGGCACAAAATACGAAACGATCTCTC CBOL, 2009

Phwong phap dinh tén khoa hoc bang phuong phap so sanh hinh

Phwong phdp phin logi hinh théi

Cac mau X4o tam phan Khanh Hoa dugc xac
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thai, ddi chiéu véi khoa phan loai trong cac bo thuc
vat chi (Pham Hoang H9, 1999; Nguyén Nghia Thin,
2007) tai b6 mbn Thuc vat, khoa Néng hoc, Hoc vién
Nong Nghiép Viét Nam.
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Téach chiét va tinh sach DNA téng sé

DNA tong sé duoc tach chiét theo phuong phép
cua Doyle (1990) c6 cai tién. Mau mé sau khi nghlen
s& dugc pha mang té bao trong dung dich dém chiét
CTAB (1,4 M NaCl; 0,1 M Tris-HCI pH 8; 20 mM
EDTA pH 8; 2% CTAB) trong 2h & 65°C.Dung dich
sau d6 dwoc ly tdm loai can té bao va chiét voi
chloroform:isoamyl alcohol (24:1). Dung dich chiét
duogc xir Iy véi RNase va tua DNA sir dung 2 lan thé
tich EtOH 100%; 0,3 M CHsCOONa trong 3h ¢ —
20°C. Két tua DNA duoc rira bang EtOH 70%, lam
kho va hoa tan trong nude khir ion vé trang.

Nhan bdn gen dich bang ky thugt PCR

DNA tong sb sau tach chiét duoc sir dung lam
khuon cho PCR vdi céc cap mdi da thiét ké va tong
hop (Bang 1) (Kyndt et al., 2005; Sun et al., 1994;
CBOL, 2009). Thanh phan phan tng PCR dugc tién
hanh véi thé tich 20 L gdbm: 1X DreamTaq Buffer; 1
mM dNTPs; 2,5 M méi mdi; 0,75 unit DreamTaq
DNA polymerase; 50 ng DNA tong sb. PCR dugc
thuc hién vai chu trinh nhiét nhu sau: 94°C/4 mins;
(94°C/30 sec; 52°C — 30 sec; 72°C/45 sec x 30 chu ki,
72°C/7 min, sau d6 gitt ¢ 15°C. San phiam PCR duoc
dién di kiém tra trén gel agarose 0,8%. Phan tmg duoc
thuc hién trén may PCR model 9700 (GeneAmp PCR
System 9700, My).

San phiam PCR duogc tinh sach bang phuong
phép tia EtOH 100% theo ty 1€ 4:1 & —20°C trong
30 min; Ly tdm téc do 12000v/p trong 5 phdt, thu
can, bo dich; Thém 500 uL EtOH 70%, ly tam
12000v/p trong 5 phut, thu can, bo dich (2 Ian)
Lam khé cin trong box cay, hoa lodng san pham
tinh sach vai 50 pL nudc khir tring va san pham
tinh sach duogc giai trinh ty tai Vién Cong nghé
sinh hoc trén may giai trinh tu tuw déng ABI 3500;
3500 Genetic Analyzer bing cach st dung BigDye;
Terminator 3.1 Cycle Sequencing Kit. Thanh phan
ctia PCR doc trinh ty gém: 3,2 pM mdi, 200 ng san
phiam PCR tinh sach, BigDye, dém tuong ung tong
thé tich 15 mLvai chu trinh nhiét trén méy luan nhiét
IBM Veriti nhu sau: 96°C/1 min; 25 chu ky (96°C/60
sec, 50°C/ 5 sec, 60°C/4 min); gitt ¢ 4°C.

Gidi trinh t va hi¢u chinh trinh ty

Céc mau sau d6 duoc dién di trong 6ng mao quan
80 cm x 50 pum véi polymer POP-4 cua Hang ABI, Hoa
Ky. Két qua giai trinh ty duoc xur ly thé dé loai bo cac
tin hiéu nhiéu, yéu va hiéu chinh nhting vi tri ¢6 tin hiéu
khéng rd rang. Trinh tu sau khi dugc X ly thd s¢ dugc
sir dung dé so sanh véi cAc trinh tu trong tmg da duoc

cong b va céac loai gan giii trén GenBank sir dung cong
cu BLAST trong NCBI
(http:/Avww.ncbi.nlm.nih.gov/BLAST) nham loai bo
cac vj tri 16i do giai trinh ty va phét hién cac da hinh
nucleotide don. Viéc phan tich trinh tu da duoc hd tro
bang cac phan mém chuyén dung nhu SeqScape 2.6;
DNASTARLasergene 7.1; BioEdit 7.0.9.0 (Hall, 1999).

Xay deng cay phat sinh ching logi

Cay phat sinh chung loai duogc xdy dung st dung
phan mém MEGAX theo phuwong phap Neighbour-
Joining va Maximum-Likelihood (ML) v&i gia tri
boostrap 1a 1000 dua trén co so s6 liéu thu duoc
(Kumar et al., 2016). Tir do, dua ra nhitng két luan vé
ma vach phan tir & dinh loai.

KET QUA VA THAO LUAN

Pic diém hinh thai cia loai x40 tam phan Khanh
Hoa, Viét Nam

Sw da dang vé hinh thai x4o tam phan thu thdp tai
Khanh Hoa

Phan tich nhiéu miu x&o tam phan thu thap &
Khanh Hoa, nhém nghién cau tién hanh phan loai
hinh thai, so sanhgiira cac mau thu thap duoc, miu cua
Vién Duoc liéu va phan loai so bo vé mit hinh thai
theo khod phén loai cia Pham Hoang Ho, 1999;
Nguy&n Nghia Thin, (2007) thu dwoc 5 mau kiéu hinh
dic trung cho lodi P. trimera (Hinh 1). Sy da dang vé
hinh théi giita cac ca thé duoc thé hién & dic diém
hinh théi 14, kich thudc 14, kich thude gai va do cong
cua gai (Hinh 1).

Dic diém hinh thdi dic trung ciia x40 tam phan
Khanh Hoa

Cin ctr vao nghién ciu vé chi Paramignya ¢ Viét
nam va trén thé gisi cing vai bo dir liéu mau, hinh anh
x40 tam phan do Vién Duoc liéu cung cip cho thiy xao
tam phan Khanh Hoa duoc phan biét vai cac loai khac
thugc chi Paramignya & cac dic diém dic trung bao
gom:14 don, moc cAch, so le nhau, phién Ia day, kich
thuge dai 8-12 cm, rong 1-3 cm; dinh la ¢é khia nho,
gdc I4 trdn, chép 14 hinh tim, mép cong xudng dudi; mt
trén xanh dam, mat dudi nhat va bong, bén trong cé
nhiéu diém dau, c6 8-10 doi gan bén; cudng la dai
khoang 4-8 mm, nhin. L4 moc & gan ngon c6 phién kich
thudc 16n hon so véi 1a & doan trén than va canh (Hinh
3). Gai nhon, moc dudi mdi cudng 14, s6 luong va kich
thudc gai thay dbi da dang theo ving dia Iy va theo timg
c& thé thu thap (Pham Hoang H, 2000). Cum hoa dang
chim moc & néch 4 gém 2—8 hoa. Hoa déu (*), c6 mau
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tring nga, ¢6 3 1a dai dinh nhau (Ks), 6 nhi duc (As+s)
ngan hon canh hoa, chi nhi day va det, bao phan hinh bau
duc; 1 dau nhuy, 1 voi nhuy day, c6 tuyén, dau nhuy det,
¢6 3 go; cubng hoa ngén, nhin, cd l4 bic, dai ton tai trén
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qua, c6 tuyén rd, mép c6 16ng, 3 canh hoa nho, dai 4 mm,
bau 1-2 6 va mdi 6 chira 1 nodn. Qua chua tir 1-2 hat
dugc bao boc bai 16p dich nhay dang keo dinh, trong
(Hinh 3).
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P
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{
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Hinh 2. Sw da dang hinh théi 14 va gai xao tam phan. A: Cac dang hinh thai la cda loai x4o tam phan; B: Cac dang hinh thai

gai clia loai xao tam phan.

Hinh 3. Hinh &nh dac trwng cla loai xao tam phan thu thap tai Khanh Hoa. A. Hinh thai 14; B. Hinh thai gai; C. Hinh thai hoa;

D. Hinh thai qua; E. Hinh thai hat sau tach vé.

Phéan tich ma vach DNA

Cac mau P. trimera sau khi duoc dinh loai vé mat
hinh théi s& duoc tach chiét DNA, khuéch dai bang
phan &ng PCR, giai trinh tu va xac dinh méi quan hé
di truyén.

Trinh ty nucleotide va cay kiéu hinh vang gen ITS
cia 5 mau P. trimera

Nghién ciu cua Zhu et al. (2010) cho thiy ving
gen ITS la ving gen thich hgp nhat dugc sir dung trong
phéan loai loai. Két qua kiém tra cho thay DNA tong
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s6 sau tach chiét bi dut gay twong dbi nhiéu tao vét
trén gel dién di. Sau khi chinh stra va loai bo cac vi tri
tréng thi cac mau P. trimera thu thapcé chiéu dai viing
gen ITS 14 850 bp va cac trinh ty nay da dugc dang ky
trinh tu trén Ngan hang gen thé gi¢i (NCBI) véi ma
s6 MT193827, MT193826, MT193831, MT193833,
MT193834. Trinh ty thu duoc tir cic mau nghién ctu
duoc so sanh véi trinh ty san co trén ngan hang
Genbank cia mot sd loai trong cing mot chi
Paramignya. So d6 mdi quan h¢ di truyén cua cac
mau thu thap duoc xay dung theo phwong phap
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Maximum Likelihood (H|nh 4). Két qua phan tich cho
thdy cac mau nghién ctru c6 mdi quan hé ho hang gan

gili voi nhau (Bang 1) véi mirc 6 trong dong dat 98%

(Hinh 4).

Bang 1. Khoang cach di truyén clia cac mau P. trimera v&i cac mau trong chi Paramignya trén Genbank trén co' s& phan tich

trinh ty nucleotide vung gen ITS.

KM111544
PT.NV2 .
My PTNVL (" = PTNHL PTNH2 PTDK2 1_Parami Eg‘;ﬁ%‘:ﬁ;;—
-(X2) (X1) -X3) -(X4) -(X5) gr.1ya_ confertifolia_
trimera
PT.NV1_(X2)
PT.NV2_Standard (X1) 0,0720
PT.NH1_(X3) 0,0950 0,0364
PT.NH2_(X4) 0,1051 0,0451 0,0341
PT.DK2_(X5) 0,0692 0,0052 0,0350 0,0433
KM111544.1
) . 1,1015 1,0877 1,1250 1,1382 1,0957
Paramignya_trimera
HG004846.1
. — L 1,1760 1,1212 1,1463 1,1661 1,1351 0,0866
Paramignya_confertifolia
sar PT.NVZ (X1 Standard)
52 | PT.DK2 (X&)
PT.NH1 (X3)
9
99 - PT.INH2 (X4)
PT.NVI (X2)
,— KM111544.1 Paramignya trimera
100 |— HG004846.1 Paramignya confertifolia
—_

0o

Hinh 4. Méi quan hé ho hang cta cac mau thu thap véi loai cung chi trén Genbank trén co' s& phén tich trinh tw nucleotide
viing gen ITS béng phwong phap ML, cac sé trén nhanh Ia gia tri bootstrap (%).

Két qua cay kiéu hinh ITS cho thay, ving gen ITS
chua phai 12 chi thi tot nhat cho dinh loai phan tir ¢
cap do loai thudc chi Paramignya va viéc sir dung két
hop cac chi thi ¢d thé gitip dinh loai cac loai thudc chi
nay rd hon. Piéu nay ciing cho thiy gii han giira cac
loai trong cung chi khi cac loai trong chi Paramignya
thuoc ho Rutaceace ¢ cau tric hoa thudc loai giao
phan Gia tri bootstrap cao cho thdy do tin cay cao vé
két qua xay dung cay chung loai phat sinh ciing nhu
cung ¢ két qua dinh loai bang phuong phap hinh thai.

Trinh tw nucletide ving gen matK ciaa 5 miu P.
trimerava cdc mau cung chi Paramignya trén
Genbank

Céc mau nghién ciru sau khi doc trinh tw, chinh
stra va loai bo cac vi tri trong cua ving gen matK, ket
qua kich thudc cac vung gen matK can khuéch dai thu

dugc khdng qué I6n 850 bp va duge dang ky trén
Ngan hang gen thé gisi (NCBI) v6i ma sMT215524,
MT215522, MT215523, MT215525, MT215521. Két
qua so sanh chi ra 5 mau nghién ctu c6 mirc d6 tuong
dong vé6i hé gen matK trong luc lap 1a 98% va dugc
Xep vao cung mot nhom, khoang cach di truyén gitra
cac mau thu thap 1a rat thap, trung binh tr 0-2,4%
(Bang 2). Trinh tu thu duoc tir cAc mau nay ciing duoc
kiém tra mirc do twong ddng véi cac trinh tu sin cé
trén Ngan hang gen bang cong cu BLAST(Hinh 5).

Khi phan tich méi quan hé¢ di truyén ving gen luc
lap matK cho thay, cac miu x&o tam phan thu thap c6
moi quan hé di truyén gan gii (theo dong me) v6i chi
) bootstrap la 98%. Két qua nay ciing chi ra méi quan
hé gan giii gitra xao tam phén thu thap & Ninh Van
(X1, X2) va xao tam phan thu thap ¢ Ninh Hoa (X3,
X4) ¢6 mirc do trong ddng cao 96% (Hinh 5).
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Bang 2. Khoang céach di truyén ctia cac mau P. trimera véi cac mau trong chi Paramignya trén Genbank trén co s& phan tich

trinh ty nucleotide ving gen matK.

EF138912.1 HG004970.1

My PT.DK_ PT.NV1 PT.NHL_( PT.NV2_ PT.NH2_( fFég’f:rrlﬂl' _Paramign _Paramigny
(X5) _(X2) X3) (X1_Standard) X4) - 9 ya_scande a_confertif
nya_lobata .
ns olia
PT.DK_(X5)
PT.NV1_(X2) 0,0183
PT.NH1_(X3) 0,0170 0,0036
PT.NV2_(X1_Standa
rd) 00171 0001 0,003
PT.NH2_(X4) 0,0170 0,004 0,000 0,003
EF138911.1_Parami
gnya_lobata 2,926 4,414 4,413 4,413 4,413
EF138912.1_Parami 5955 4431 4431 4431 4431 0,878
gnya_scandens
HG004970.L_Parami 4 355 5591 5366 5201 5,366 2,858 4,333
gnya_confertifolia
PT.NV1 (X2)
95| PT.NV2 (X1 Standard)
o | PT-NHT 03)
| PT.NH2 (x4)
PT.DK (X5)
HG004870.1 Paramignya confertifolia
%8 | EF138911 1 Paramignya lobata
EF138912.1 Paramignya scandens
—

050

Hinh 5. Méi quan hé ho hang cta cac mau thu thép v&i loai cung chi trén Genbank trén co' s& phan tich trinh tw nucleotide
vung gen matK bang phwong phap ML, cac so trén nhanh la gia tri bootstrap (%).

Trinh tw nucletide vang gen rbcL cia 5 mau P.
trimera va cac mau cung chi trén Genbank

Dé xay dung bd sung bo dit lidu vé trinh ty mau
ctia x40 tam phan, ching ti tiép tuc nghién ctu va
giai trinh tw gen cho ving gen rbcL cho 5 mau xao
tam phan thu thap c6 chiéu dai 500 bp va dwoc ding
ky trén Ngan hang gen véi ma s6 MT215528,
MT215529, MT215533, MT215532, MT215534. Két
gua cling dugc so sanh vai trinh ty cua céc loai thudc
chi Paramignya (P. trimera, P. confertifolia, P.
lobata, P. scandens, P. monophylla) (Bang 3, Hinh 6).

Két qua mdi quan hé ho hang cua cac mau thu
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thap qua chi thi rbcL cho thay cac mau c6 méi quan
hé di truyén gan giii, cac mau nghién ctu c6 cing
ngudn goc di truyén va cing 1a thugc P. trimera
(Bang 3, Hinh 6).

Ma vach DNA [a mot ki thuat khéng con méi mé,
tuy nhién duoc xem la tiéu chuan cho muc dich nhan
dang loai (Zuo et al., 2011). Tuy nhién, can rat nhiéu
nd luc trudge khi ma vach DNA cua thuc vat trg nén
du tin cay dé 4p dung rong réi. Do vy, viéc nhan dién
vé mit hinh thai chua di co so dit liéu va s gay ra
nhiéu tranh c&i nén viéc phdi két hop chit ché dé nhan
dién giira phwong phép hinh thai va phan tir gidp bo
sung co s& khoa hoc vé loai nghién ciu.
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Bang 3. Khoang céach di truyén ctia cac mau P. trimera véi cac mau trong chi Paramignya trén Genbank trén co s& phan tich

trinh ty nucleotide ving gen matK.

EF1265 EF1265 AF3208

KF181542
Mau )F:I'\é\t/az&(j PT.NVI PT.NH PT.NH1 PT.DK2 ?azrhli_ia f;&]li—'?]a ?;r'nli—ia .1_Parami
= (X2)  2.(X4) _(X3)  _((Xs) gny gny 9" gnya_con
ard) a_scan a_lobat a_mono e
fertifolia
dens a phylla
PT.NV2_(X1_Standa
rd)
PT.NV1_(X2) 0,0046
PT.NH2_(X4) 0,0139 0,0093
PT.NH1_(X3) 0,0139 0,0093 0,0000
PT.DK2_((X5) 0,0046 0,0000 0,0093 0,0093
EF126562.1_Parami g g0, 5884 58854 58854 58843
gnya_scandens
EF126561.1_Parami
gnya_lobata 5,7192 5,720 5,7215 5,7215 5,7202 0,01499
AF32088L1_Parami  g5g510 59718 50229 509229 59218 002560 0,02414
gnya_monophylla
KF181542.1_Parami
gnya_confertifolia 0,0069 0,0069 0,0163 0,0163 0,0069 5,8838 5,7196 5,9213
PT.NV1 (X2)
72| BT DK2 ((X5)
52{ PT_NH2 (X4)
sd! PT.NH1 (x3)
100
KF181542 1 Paramignya confertifolia
PT.NVZ (X1 Standard)
— AF320881.1 Paramignya monophylla
22 EF126562.1 Paramignya scandens
EF126561.1 Paramignya lobata
—_—
010

Hinh 6. M&i quan hé ho hang clia cac mau thu thap v&i loai cing chi trén Genbank trén co s& phan tich trinh tw nucleotide
vung gen matK bang phwong phap ML, cac so trén nhanh la gia tri bootstrap (%).

KET LUAN

Két qua thu thap cho thiy su da dang vé mat hinh
thai gitra cac loai xao tam phan tai Khanh Hoa, Viét
Nam. Diéu nay thé hién rd & dic diém vé mat hinh
thai (hinh théi |4, hinh dang gai). Xét vé mat hinh théi,
déc trung giup phan biét duoc chi Paramignya véi cac
loai trong chi khac la cum hoa dang chum, moc & nach
I4 gdm 2-8 hoa. Hoa mau trang nga, hoa mau 3, cudng

hoa ngan, nhan, c6 14 bic, dai ton tai trén qua, 3 14 dai
dinh nhau, c6 tuyén rd, mép c6 ldng, 3 canh hoa nho,
dai 4 mm, nhi 6, ngén hon canh hoa, chi nhi day va
det, bao phan hinh bau duc, bau 2-3 8, mdi 6 chura 1
nodn, voi nhuy day, c6 tuyén, dau nhuy det, c6 3
go.Phan tich ving gen ITS, matK va rbcL caa mau P.
trimera thu thap va giai trinh ty ¢6 kich thuéc 850 bp,
850 bp va 500 bp, twong ung. Céc trinh ty nay duoc
dang ky trén ngan hang gen thé gioi Genbank gop
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phan xay dung co so dir liégu ma vach DNA cung cp
dir liéu phan tir, cho cac nghién ctu tién hoa va hé
thdng sinh hoc loai P. trimera. Hon nira, két qua pha
tich trinh ty nucleotide vung gen ITS, matK, rbcL chi
ra cac mau thu thap c6 ciing ngudn gdc va cing la P.
trimera.

Két qua nghién ctru ciing gitip dua ra bo dir liéu
day di nhat tir trude dén nay ¢ Viét Nam vé dic diém
hinh thai cling nhu ma vach DNA cua cdy Xao tam
phan Viét Nam, gép phan trong cong tac nhan dién,
dinh danh loai x40 tam phén, 1am nguyén liéu ban du
cho cong tac khai thac, chon tao giéng cay duoc lidu
ban dia ctia Viét Nam

Loi cam on: Nhdm nghién citu cam on Chuong trinh
du &n Vigt Bi (Al Programe-VNUA, 2014-2019) da
hé tro kinh phi cho dé tai “A study of phylogenetics
and biopharmaceutical properties of the Vietnamese
traditional medicinal plants belonging to the genus
Paramignya for the development of hepatoprotective
nutraceuticals” giai doan 2018-2019.
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MORPHOLOGICAL DESCRIPTION AND DNA BARCODING STUDY OF PARAMIGNYA
TRIMERA COLLECTED IN KHANH HOA, VIETNAM

Phi Thi Cam Mien?, Pham Bich Ngoc?, Chu Hoang Ha?, Nguyen Duc Bach?®

Vietnam National University of Agriculture (VNUA)

2Institute of Biotechnology, Vietnam Academy of Science and Technology

SUMMARY

Paramignya trimera is a valuable traditional medicinal plant, typically distributing in Khanh Hoa, Vietnam.
In recent years, P. trimera has been exploited to treat liver diseases such as hepatitis, cirrhosis and liver cancers.
The recorded during the investigation, in Khanh Hoa currently appears a number of species with similar
phenotypes known collectively as P. trimera and appeared some morphology with differences in leaf
morphology and thorns. Therefore, this study was carried out for identification, breeding and propagation
conservation.This study has been described, characterized morphological characteristics and analyzed DNA
barcodes based on ITS, matK and rbcL gene markers. About the morphology, P. trimera is distinguished from
other species of the genus Paramignya with the following characteristics: elongated, single leaf, leaf-shaped lobe
end, leaf veins shaped like a feather. Petiole with big, pointed and straight spines. Corolla 3, 6 stamens, upper
election, with three sepals and two ovule leaves, the seed has a seed coat. The analysis of DNA barcodes shows
that the results combination of the analysis of the three regions of ITS, matK and rbcL can be used to determine
the genetic relationship between five samples of P. trimera. The nucleotide sequence lengths of the samples for
the three regions of the ITS, matK and rbcL genes are 850 bp, 850 bp and 500 bp, respectively. On the basis of
phenotypic tree analysis, the samples (X1, X2, X3, X4, X5) have the same evolutionary origin in ITS, matK and
rbcL. Base on to identified the five morphological forms of P. trimera distributed in Khanh Hoa as the same
species and expanded the distribution area as well as in-depth research on P. trimera morphologies in Khanh

Hoa, Vietnam.

Keywords: Morphological characteristics, Paramignya, ITS, DNA barcode, matK, rbcL

703



