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TOM TAT

Lan klem Tién vl (Cymbidium finlaysonianum) la mét trong nhirng glong lan c6 tiém ning thuong mai hda cao,
nhiéu giéng hoang dai dugc suu tap, khai thac tir rieng Viét Nam. Nham muc tiéu phét trién ngu0n gidng lan
kiém Tién vii v6i cay glong c6 ngudn goc rd rang, trong nghién ciru nay chung t6i da mo ta dac diém hinh théi
cua giéng va xac dinh gidng bang di truyén phan tir, danh gia anh huong cia chat didu hoa sinh truong I1én qué
trinh tai sinh choi va tao cay hoan chinh. Két qua nghién ctru cho thiy miu sir dung dé nhan giéng in vitro da
duge xac dinh vé& dic diém hinh thai va hoa, vé dic diém di truyén c6 sy twong dong 99,61% so véi C.
finlaysonianum NC_079579.1 khi so sanh ving gen matK. Méi truong Murashige and Skoog (MS) b sung 2
mg/L 6-Benzylaminopurine (BA) thich hop cho qué trinh tai sinh chdi tir cum Protocorm like bodies (PLBs) vdi
sb chdi trung binh 13 2,16 chéi/mau, khéi lwong twoi 0,71 g/mau, khéi lwong khd 0,05 g/mau. Méi trudng MS b
sung 1,5 mg/L 1-Naphthaleneacetic acid (NAA) thich hop cho qué trinh tao cdy hoan chinh véi sé ré trung binh
1a 2,67 ré/cay, sb la trung binh 4,84 14/cay, chiéu cao cay trung binh 1a 6,29 cm/cay, trong lugng twoi va trong
lwong khé trung binh twong wng 1a 1,14 g/mau va 0,39 g/mau. Két qua trén cho thiy viéc dinh danh va chang
thuc bang chi thi phan tir DNA barcode (acid deoxyribonucleic) két hop vai nhan gidng in vitro s& dam bao viéc
cung cap cay gidng cé ngudn goc rd rang, va chit luong gidng dong nhat, nham gop phan nang cao gia tri giong
cung cap ra thi truong.

Tir khda: Chat diéu hoa sinh truang, DNA barcode, matK, PLBs, lan kiém Tién vil.

MO DAU

Cymbidium la mét chi phan b rong trai dai tr Tay Bac day nui Himalayas di qua Arunachal Pradesh, Bhutan,
China, Japan, Malaysia va kéo dai dén phia Bac nwéc Uc. Ching c6 khoang 50 loai va rat nhiéu gidng lai thweng
dwoc phan bd & viing nhiét déi va can nhiét déi, khu vwc Chau A va phia béc nuwéc Uc, trong d6 Viét Nam hién
c6 khoang 20 loai (Nayak et al., 2006; Yang et al., 2013). Cymbidium c6 su thich nghi da dang vé&i nhiéu ving khi
hau khac nhau. M6t s6 loai thich nghi v&i khi hau can 6n d&i nhw C. hookerianum Rchb.f. hay can nhiét d&i nhw
Mantisia spathulata, C. cyperifolium Wall ex Lindl., C. lancifolium Hook., C. longifolium D. Don... va nhiét d&i nhw
C. bicolor Lindl., C. aloifolium (L.) Sw... Lan kiém Tién vi (C. finlaysonianum) cé d&c diém hoa, mau séc hoa rat
da dang; ching cé nhidu dac diém khac nhau trong cling mét loai. Hién nay, cAc mau gidng lan kiém Tién vi ¢
mét trén thj treong da s6 la cac mau gléng lai va chua dwoc danh gia nguon gen, cling nhw xac dinh nguén gbc
giéng. Bdng thoi, dac diém hinh thai cia mot sb giéng lan kiém hai mau, lan kiém treo, lan klem 16 hdi cé sy
tuong tw voi lan kiém Tién vii nén rat khé phan biét khi chwa cé hoa. Do d6, viéc cung cap cay gidng cé dac diém
va ngudn gbc ré rang dang dwoc quan tam.

DNA barcode la phwong phap phd bién dé xac dinh loai dang tin cay va dang dugc (ng dung rong rai trén thé
gi®¢i nhdm phuc vu cong tac phan loai, danh gla da dang sinh hoc va bao tdn ngudn gen. Mot sb viing gen khac
nhau nhw rbcL, psaB, atpB va matK da duwoc siv dung trong c&c nghién ctru, phan tich vé méi quan hé di truyen
xay dwng phat sinh loai, xac dinh loai & nhiéu loai khac nhau trong ho Lan. Ving gen rbcL, matK va mdt so vung
DNA barcode khac nhw rpoB, rpoC1, trnH-psbA viing ITS cla trong nhan da dwoc st dung dé& xac dinh loai trong
chi Dendrobium, déng thoi danh gia mdi quan hé di truyén clla nhém D. fimbriatum, D. moniliforme, D. nobile,
Dendrobium pulchellum va D. tosaense dwa trén cay phét sinh ching loai ctia d& ¢ng dung trong y hoc, nghién
ctu di truyén (Asahina et al., 2010; Singh et al., 2012).

Mat khac, trong thuc té sw phat trién vé s lugng lan béng con dudng sinh san, sinh duéng r&t cham, khong
nhirng thé nhiéu loai lan dang méat dan do toc d6 khai thac cao; vi vay, phuong phap nhan giong in vitro la cong
cu hiéu qua, cho phép nhan nhanh, tao ra sb lwong I&n cay glong ddng nhét vé mat di truyén. Phucyng phap
nhan giéng in vitro da va dang dwoc &p dung thanh céng trén nhidu loai cay trong khac nhau va c6 tdm anh
hwéng I&6n dén ca ndng nghiép va céng nghiép, thong qua viéc cung cap céc cay tréng can thiét dé dap ng nhu

480



HOI NGH| KHOA HOC TOAN QUOC VE CONG NGHE SINH HQC 2024

cau ngay cang tang cla thé gigi. Trong nhan giéng in vitro, tr mét mau cdy ban dau, qua qua trinh tai sinh choi
va biét héa mo, co quan co thé tao ra mot sb Iuong I&n cac cay hoan chinh, ddng nhat vé chat lwong trong thoi
gian ngan va dam bao nguon gbc cay gidng rd rang (Restanto et al., 2016). Hién nay, mét sd nghién ctu danh
gi4 anh huéng cta chat diéu hoa sinh trwdng 1én qué trinh nhan gidng in vitro trén chi Cymbidium da thu dwoc
nhitng hiéu qua nhat dinh. Hossain va déng tac gia (2009), st dung méi trwéng bd sung 0,5 mg/L IAA (3-Indole
acetic acid) thich hop cho viéc tao cay hoan chinh. Hamada va déng tac gia (2010), da bd sung 1 mg/L NAA
(1-Naphthaleneacetic acid) va 2 mg/L BA (6-Benzylaminopurine) trong méi trwérng nudi cay va dudi diéu kién anh
sang dé lam tang kha nang tao va nhan nhanh PLBs trén Cymbidium finlaysonianum va Cymbidium insigne. Tao
va dbng tac gia (2011), cho thdy maéi truerng Y2 MS bd sung 0,5 mg/L NAA thich hep cho qua trinh nhan nhanh
PLBs. Park va déng tac gia (2018), cho thay méi trwong MS bd sung 20 uM 2,4-D (2,4-Dichlorophenoxyacetic
acid) thich hgp cho qua trinh tao cay hoan chinh va méi trwdng bd sung 2,4-D 20 uM va 2 uM TDZ (Thidiazuron)
cho kha nang tao chdi cao nhét voi 21,8 choi/mau trén Cymbidium goeringii. Mot so nghién ctru khac da danh gia
anh huo’ng cta chét diéu hoa sinh trucrng, moi treong nudi cay dé kich thich hat nay mam trong didu kién
in vitro va tao cay hoan chinh. Tuy nhién, cac nghlen clu nay déu st dung ngudn mau la qua lan dé nhan giéng
in vitro nén khéng thé xac dinh dwoc mau sic clia hoa do cé sw phan ly tinh trang va phai mat thoi gian chon loc
& didu kién ex vitro d& xac dinh d&c diém hoa. Trong nghién ctru nay, chung t6i stv dung ngudn mau dwoc thu
thép da duoc xac dinh dac dlem hinh thai, dac diém va mau séc hoa, ng chi thj phan t&r DNA barcode dé xac
dinh loai nhdm xac dinh loai vé mét di truyen Dwa trén déc diém hinh thai va di truyen xac dinh chinh xac nguon
mau st dung d& nhan giéng in vitro. Chdi dinh dwoc st dung tao ngudn mau in vitro d& danh gia anh huéng cua
chét didu hoa sinh trwdng 1én qua trinh tai sinh chdi va tao cay hoan chinh trén lan kiém Tién vi nhdm nang cao
hiéu qué nhan gidng in vitro va cung cap cay gidng in vitro c6 nguén gbc rd rang, phuc vu cong tac bao tdn ngudn
gen va lai tao gidng.

VAT LIEU VA PHUONG PHAP NGHIEN c(U
Vat liéu nghién cteu
Lan kiém Tién vii (C. finlaysonianum) cé ngudn géc tir Trung tam Cong nghé Sinh hoc Tp. H& Chi Minh, dwoc st

dung d& tao ngudn mau in vitro Cum PLBs (Protocorm like bodies), chdi in vitro c6 kich thuéc déng nhéat, ¢ 2-3
la dwoc str dung trong nghién ctru.

Phwong phap nghién cru
Xdc dinh giéng dwa trén ddc diém hinh thai va chithj phan t DNA barcode

Mau l4 lan kiém Tién vii dwoc st dung dé tach chiét DNA tdng sb bdng Kit GeneJET Plant genomic DNA
Purification (ThermoFisher Scientific-Hoa ky). D6 tinh sach va néng do cla cac dich chiét DNA dwoc kiém tra
bdng phwong phap dién di gel agarose 0,8 % va trén may Nano drop spectrophotometer (ThermoFisher
Scientific-Hoa ky).

Khuéch dai ving matK vé&i cap méi matk472-F: 5-CCCRTYCATCTGGAAATCTTGGTTC-3' va matkK1248-R: 5'-
GCTRTRATAATGAGAAAGATTTCTGC-3’ (Asahina et al., 2010). Thanh phan cho 1 phan &ng PCR 20 uL chiva
10 pL Dream Taq Green PCR Master Mix (ThermoFisher Scientific-Hoa ky); 0,4 pL primer xudi (20 uM); 0,4 pL
primer ngwoc (20 pM) (tdbng hop tai Integrated DNA technologies (IDT)); 8,2 pL nuéc cat 2 1an kht trung, 1L
DNA khuén mau. Chu ky PCR tién bién tinh 95°C trong 1 phut; 30 chu ky (bién tinh & 95°C trong 30 giay; bt cap
& 52°C va 54°C trong 30 giay; kéo dai & 72°C trong 40 giay); chu ky hoan thanh 72°C trong 10 phat. Két qua PCR
(Polymerase Chain Reaction) dwgc phan tich danh gia trén gel agarose 1,2%; hiéu dién thé 100 V; thoi gian 30—
40 phdt; nhuém véi ethidium bromide va chup hinh trén may chup gel (GelDoc-1t®2315 imager UVP-M¥). San
pham PCR vlng gen matkdwoc giai trinh tw bang phwong phap Sanger tai cong ty 1% Base (Malaysia). C4c trinh
tw DNA dwoc hiéu chinh bing phadn mém ATGC ver 7.1 va kiém tra cac sai lIéch. Panh gia mrc d6 twong ddng
va dd bao phu clia céc trinh tw DNA vé&i céc trinh tw ¢6 s8n trén co s& di¥ liéu Genbank béng céng cu BLAST
(Basic Local Alignment Search Tool).

Anh hwéng cda chét diéu hoa sinh trwéng thue vat [én qua trinh tai sinh chéi in vitro

Dwa trén cac nghién ctru twong tw clia nhédm nghién clru ching toi trén cac déi twong lan khac, trong nghién ciru
nay chung t6i khdo sat anh hwéng cla chat diéu hoa sinh trwdng BA va NAA 1én qua trinh tai sinh chdi trén lan
kiém Tién vii. Cum PLBs c6 kich thwéc 0,5 — 1 cm (4-5 PLBs/mau) dwoc st dung dé khao sat anh huéng cua
chét diéu hoa sinh trwdng 1&n qua trinh tai sinh chdi. Cum PLBs dwoc cay trén moi trwdng MS bd sung 30 g/L
sucrose, 0,5 g/L peptone, 0,1 g/L inositol, 0,02 g/L glycin, 7 g/L agar, (0,5 — 2) mg/L BA va (0 — 0,2) mg/L NAA),
méi trwéng dwoc didu chinh & pH = 5,5. Thi nghiém dwoc bd tri 13 nghiém thirc, mdi nghiém thire 3 1an 18p lai,
mai 1&n 13p lai 5 chai, mdi chai 5 mau.

Diéy kién nuéi cdy: St dung dén LED co6 ty 1& anh sang 70% dd - 30% xanh dwong (24 + 2 pmol/m?s), thoi gian
chiéu sang 12 gid/ngay, nhiét dé phong nudi 25 + 3°C, d6 am phong nudi 70 — 80%

Chr tiéu theo déi: Sb chdi (sd chdi TB/mAau), khdi lwong twoi, khdi lwong khé, hinh thai choi
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Anh hwéng cda chét diéu hoa sinh trrdng thuc vat [én qua trinh tao cay in vitro hoan chinh

Dua trén cac nghién ctu twong tw cla nhém nghién clu chang téi trén céac dbi twong lan khac, trong nghién ctru
nay chung t6i khao sat anh huéng clia chat dieu hoa sinh trwdng BA va NAA |én qua trinh tao cay in vitro hoan
chinh trén lan kiém Tién vii. Chdi don in vitro c6 tir 2-3 14 dugc st dung dé& khao séat anh huéng cla chét diédu
hoa sinh trwdng lén qué trinh tao cay hoan chinh. Chéi in vitro dwoc cdy trén méi truéng MS bd sung 30 g/L
sucrose, 0,5 g/L peptone, 0,1 g/L inositol, 0,02 g/L glycin, 7 g/L agar, (0,5 — 2) mg/L NAA va (0 — 0,2) mg/L BA,
mdi trwong dwoc diéu chinh & pH = 5,5. Thi nghiém dwoc b tri 9 nghiém thirc, méi nghiém thirc 3 1an 13p lai,
mai lan |&p lai 5 chai, méi chai 5 mau.

Diéu kién nuéi cdy: S dung dén LED tréng (25 + 2 pmol/m”s ), thoi gian chiéu séng 12 gid/ngay, nhiét do phong
nudi 25 + 3°C, d6 am phong nudi 70 — 80%

Chi tiéu theo déi: Sb r& (sb réTB/mau), khéi lwgng twoi, khdi lwong kho, chidu cao (cm), sb 1a/mau (14).

Phwong phap xtr Iy sé liéu

S6 liéu dwoc phan tich va x& ly bang phan mém Microsoft Excel va Minitab 18. Sy khac biét gitra cac nghiém
thirc dwoc danh gia bang trac nghiém phan hang LSD va Ducan véi mire d6 tin cdy P<0,05.

KET QUA VA THAO LUAN
Xéac dinh giéng dwa trén dac diém hinh thai va chi thi phan tie DNA barcode

Mau gibng lan klem Tién vii s& dung dé tién hanh nhan gibng d& dwoc xac dinh dac diém hinh thai véi kich thudc
gia hanh 48 cm?, sb lwong 14 lic ra hoa 6 1a/géc, chidu dai la 80 cm, chiéu rong l& 4,9 cm, chiéu dai phat hoa 80
cm, sb lvong hoa/phéat hoa 36 hoa/phat hoa, chiéu dai hoa 3,8 cm, chiéu rong 1,3 cm, kich thwéc lwng dai hoa
1x3 cm, kich thwéc dai bén 1x3 cm, kich thwéc canh hoa 1,1x2,1 cm, chiéu dai va chiéu réong canh moéi twong
rng 2,5 cm va 0,9 cm c6 dang hinh cau, dai hoa va canh hoa c6 mau Moderate Yellow (YG161A), canh méi co
mau Brilliant Yellow (Y7A) va White (WNN155C) (theo RHS Colour Chart); di truyén phan tc.
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Hinh 1. Cay va hoa ctia mau gidng lan kiém Tién vii str dung dé tién hanh nhan giéng

Bang 1. So sanh mirc dé twong ddng va mirc d6 bao pha cha trinh tw DNA viing gen matK, ITS2
ctia mau lan kiém Tién vii so véi trinh tw DNA cé san trén Genbank

Mau Vung gen Accession Tén khoa hoc Mu’(;:a?‘% t(g/’ao)vng Miﬁg%/?)ao
Mau nhan giéng_— Cymbidium matk NC_079579.1 | Cymbidium finlaysonianum 99,61 100
finlaysonianum LC714899.1 | Cymbidium finlaysonianum 98,64 100

Mau nhan giong-Cymbidium_finlaysonianum
Cymbidium_finlaysonianum
Cymbidium_finlaysonianum
87 Cymbidium_finlaysonianum

NC_079579.1_Cymbidium_finlaysonianum

68

LC714899.1:64-819_Cymbidium_finlaysonianum

Cymbidium_aloifolium

73 Cymbidium_aloifolium
| Cymbidium_bicolor
95 Cymbidium_bicolor

Dendrobium_anosmum

—
0.005

Hinh 2. Cay phat sinh loai dwa trén trinh tw DNA viing gen matK cta mau nhan giéng, trinh tw mot s6 loai
da dworc xac dinh ctia nhém nghién ctru va trinh tw tham chieu trén Genbank
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DNA tong sb sau khi tach chiét dugc dinh lvong va kiém tra @6 tinh sach, két qua thu dwoc ti 1& OD260/0D280 1a
1,94; nbng d6 DNA tbng sé la 186,71 ng/uL cho thay DNA téng sé thu duoc la tinh sach dam bao cho céac budc
tiep theo. Két qud khuéch dai vang gen matK c6 kich thwéc 800 bp. Vung gen matK dwoc giai trinh tw bang
phwong phap Sanger, hiéu chinh bang phadn mém ATGC ver 7.1, kiém tra cac sai l&ch cho kich thudc lién ng la
764 bp. So sanh trinh tw DNA ving gen matK trén ngan hang Genbank cho thdy c6 mkc dd twong dong V@i
NC_079579.1-C. finlaysonianum la 99,61%. Ngoai ra, két qua phan tich cay phat sinh loai (Hinh 2) cling cho thay
co su twong df)ng cao va sy phan nhom chung gitra trinh tw DNA cla mau giéng nghién ctru va trinh tw cla cac
mau tham chiéu thudc loai C. finlaysonianum trén Genebank ddi v&i viing gen matK. Nhw vay, dwa trén két qua
S0 sanh trinh nghién ctu va trinh tw tham chiéu béng céng cu Blast va két qua xay dwng cay phat sinh loai déu
cho két qua twong ddng nhau chirng minh mau s dung nghién ctu thudc loai C. finlaysonianum. Bén canh do,
két qua mo ta cac dac diém hinh thai (Hinh 1) cling hd tro khang dinh nay.

Anh hwéng cha chat diéu hoa sinh trwéng thwe vat 1én qua trinh tai sinh chdi in vitro

Chét diéu hoa sinh trwéng & thuc vat 1a thanh phan quan trong nhat trong méi tredng nudi cdy. C6 2 nhom chét
dieu hoa sinh trwéng thwong dwgc st dung trong nhan giong in vitro 1a auxin va cytokinin. NAA la mét loai auxin
thwong dwgc dung trong nudi cay in vitro, ¢6 tac dung kich thich sy phan bao va sinh trwdng cia mé seo hay
PLBs. BA la mot loai cytokinin dwgc dung phd bién trong viéc kich thich phan hoéa chdéi & nhiéu loai thuc vat
(Schaller et al., 2015). Trong nghién ctru nay, BA va NAA dwoc két hop st dung & cac nong do khac nhau dé
khao sat kha nang tai sinh chéi tlr PLBs lan kiém Tién vi. Két qua sau 12 tuan nudi cay nhw sau:

Bang 2. Anh hwéng cla chat diéu hoa sinh trwéng [&n qua trinh téi sinh chéi in vitro chia cay lan kiém Tién vii

Nghiém theec (mBgﬁL) NAA (mg/L) | S° C(:ﬁgi;insi;)"”h Khai(é‘/"ggg)t”"’i Khéi lweng kho (g/mau)
NT1 0 0 2,31° 0,86%° 0,08%*
NT2 0,5 1,31%° 0,36° 0,04°
NT3 1 1,90° 0,36° 0,03°
NT4 1,5 0 1,96° 0,62 0,06
NT5 2 2,16% 0,71%* 0,05%°
NT6 0,5 1,08%° 0,49° 0,05
NT7 1 0,31 0,40° 0,05%
NTS 1,5 01 0,73%° 0,41° 0,04°
NT9 2 1,22%° 1,47 0,12%®
NT10 0,5 0,13° 1,55% 0,13°
NT11 1 0,36 0,50° 0,04
NT12 15 02 1,22 1,37* 0,117
NT13 2 0,84 1,01%° 0,08
CV % 5,95 5,09 5,10

Ch thich: Nhéng gia tri trong cting mét cét véi nhiing mau twra, b, ¢, d theo sau thi khac biét vé mét y nghia théng ké & muc dé 0,05.

NT1 | NT2 T\ NT3 [ NT4 [T NT5 NT6
h L N 3
d o N
N—
— — — — ==, cm
NT7 NT8 NT11 NT12 T13

Hinh 3. Anh hwéng cua ndng dé BA va NAA Ién qua trinh tai sinh chéi in vitro
cua cay lan Kiém la cieng (Cymbidium Spp.) sau 12 tuan nudi cay
Két qua danh gia anh chét diéu hoa sinh trwéng 1én qua trinh tai sinh chdi tr PLBs cho thdy & cac nghiém thic

bd sung BA va NAA & cac ndng do khac nhau cé sw khac biét thdng ké vé s chdi hinh thanh, khéi lwong tuoi,
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khéi lwong kho. Trong d6, nghiém thirc bd sung 2 mg/L BA cho sé hinh thanh cao nhét la 2,16 chdi/mau so voi
cac nghiém thirc con lai. Choi hinh thanh ti» PLBs sinh trwéng va phat trién ddng déu. Két qua nghién ctru cling
cho thay khi két hop BA va NAA lam gidm kh& nang hinh thanh chdi tir PLBs, cum PLBs téng sinh, mot sb mau
bat dau vang va ‘chet Khi két hop véi 0,2 mg/L BA hodc 0,1 mg/L NAA sb chdi gidm xudng rd rét. Khi tdng ndng
do BA Ién, s chdi mai dan dwoc cai thién, tuy nhién van thép hon so voi cac nghiém thire chi bd sung BA, c6 thé
gidi thich s c6 mat cia NAA cling da trc ché kha nang tai sinh choi ctia cay lan Kiém Tién v in vitro. Nghién
clu clia Park va ddng tac gia (2018) cho thdy méi treéng MS bé sung 20 uM 2,4D thich hop cho qua trinh tao
cay hoan chinh va méi trwong bd sung 20 WM 2,4D va 2 uM TDZ cho kha nang tao chdi cao nhét véi 21,8
choi/mau trén C. goeringii . Nguy&n Van Tién va ddng tac gia (2020), khi nhan giéng in vitro lan Klem Thanh Ngoc
(C. sinense var. alba) trén méi truéng MS bd sung 2,5 mg/L BAP cho kha néng nhén chdi 1a tét nhat voi hé sé
nhan dat 5,03 chdi/mau, chat lwgng chéi tét xanh dam va map Qua d6, cho thay cytokinine dong vai tr6 chinh
trong sy hinh thanh chdi lan kiém Tién vi in vitro. Két qua nay cho thdy méi trudng MS bd sung 2 mg/L BA don
I&, khéng can bd sung auxin NAA, thich hop nhat cho qué trinh tai sinh chdi in vitro ca cay lan kiém Tién va.

Anh hwéng cha chat diéu hoa sinh trwéng 1én qué trinh tao cay in vitro hoan chinh

Trong quy trinh nhan glong in vitro giai doan tao cay hoan chinh la mét trong nhitng buoc anh hwéng dén két qua
& giai doan ra cay & didu kién vwen wom. Trong d6 ndng dé vatilé cta chét diéu sinh trwéng thwe vat auxin
c6/khong c6 sw két hop véi cytokinin 1& mét trong nhitng yéu t& anh hwéng dén giai doan tao cay hoan chinh
trong diéu kién in vitro. Trong thi nghiém nay, vai trd cGa auxin NAA & cac néng d6 khac nhau sir dung doc lap
hay két hop véi 0,2 mg/L BA duoc danh gia trong qué trinh tao cay hoan chinh lan kiém Tién vii sau 8 tuan nudi cay:

Bang 3. Anh hwéng cda céac chét diéu hoa sinh trwéng thwe vat BA, NAA 1én qua trinh tao cay in vitro
cua cay lan Kiem Tién vii

Nghiém NAA BA S6 ré trung Sé latrung Chiéu cao Khéilweng | Khéilweng kho
thirc (mg/L) (mg/L) | binh (ré/cay) binh (l&/cay) cay (cm) twoi (g/cay) (g/cay)
NT1 0,0 0,0 1,58% 5,31 7,36 0,90 0,35
NT2 0,5 2,13% 4,95 6,34% 0,76 0,28
NT3 1,0 1,20° 4,53 5,64 0,58 0,22
NT4 1,5 00 2,67 4,84 6,29 1,14 0,39
NT5 2,0 2,18% 4,69 5,79 0,95 0,34
NT6 0,5 1,07° 5,53 6,14% 0,71 0,25
NT7 1,0 1,02° 4,64 6,36 0,80 0,26
NT8 15 02 1,67% 4,76 6,842 0,97 0,32
NT9 2,0 2,56° 5,18 5,88" 1,06 0,39
CV % 28,99 13,20 8,61 26,32 29,94

Ch thich: Nhdng gia tri trong cting mét cét véi nhiing mau twra, b, ¢, d theo sau thi khac biét vé mét y nghia théng ké & muc dé 0,05.

NT6

Y
¥y

Hinh 4. Anh hwéng ctia ndng dd BA va NAA [én qué trinh tao cay in vitro chia cay lan kiém Tién vii sau 8 tuan nudi cay
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Két qua danh gia anh hwdng ciia chat didu hoa sinh trwdng NAA va BA 1én qua trinh tao cay lan kiém Tién vii in
vitro hoan chinh cho thdy nghiém thic bd sung NAA & ndng dd 1,5 mg/L va 2 mg/L cho két tao ré ciing nhuw sw
sinh trwdng va phat trién tét nhat so véi cac nghiém thire con lai. & nghiém thire chi bd sung NAA khi ting ndng
dd lén 2 mg/L thi sé lwong ré, sb lwong 14, chiéu cao cay lai gidm. Tuy nhién, khi két hop gitra NAA va BA thi viéc
tang ndng dd NAA lai lam ting kha n&ng tao ré, nhwng chét lwong cay lai gidm. Nghiém thirc bd sung 1,5 mg/L
NAA thich hop cho viéc tao cay lan kiém hoan chinh vé&i sb ré trung binh |a 2,67 ré/cay, sb 14 trung binh 4,84
la/cay, chiéu cao cay trung binh la 6,29 cm/cay, khéi lwgng twoi va khéi lwong khd trung binh twong ng 1a 1,14
g/mau va 0,39 g/mau, cay sinh trwdng va phat trién tbt. Dwong Tan Nhut va ddng tac gia (2004) cho thay madi
trweng MS bd sung 0.5 mg/L NAA thich hep cho viéc tao ré in vitro cay lan kiém Cymbidium. Hossain va déng tac
gid (2009), cho thay moi trrang bd sung 0,5 mg/L IAA thich hop cho viéc tao cay hoan chinh. Park va dong tac
gid (2018), cho thady méi trwdng MS bb sung 20 uM 2,4D thich hgp cho qua trinh tao céy hoan chinh. Két qua
trén cho thay c6 sw khac biét so véi mot sb nghlen ctu trwdc day, tuy nhién dbi véi méi mau gidng c6 dic diém
di truyén khac nhau, nén viéc anh huéng ctia chat diéu hoa sinh trwdng 18n qué trinh tao cay hoan chinh khac
nhau. Diéu nay cho thay, méi trieéng MS bd sung 1,5 mg/L NAA don 1, khong can bd sung BA, thich hgp cho
viéc tao cay lan kiém Tién vi in vitro hoan chinh.

KET LUAN

Nghién cu nay da xay dwng dwoc quy trinh nhan gidng in vitro lan cho gidng lan kiém Tién vii cé chiéng thuc,
dinh danh di truyén bang chi thi phan t& DNA barcode. Trong d8, mau giéng st dung dé nhan giéng in vitro duwoc
mé ta hinh thai va chieng thwc di truyén phan tlr bang trinh tw DNA ving gen matK. Dbi véi giai doan tao chéi,
mai trweng MS bd sung BA 2 mg/L thich hop cho viéc tai sinh chdi lan kiém t& cum PLBs v&i sé chdi trung binh
la 2,16 choéi/mau. Déi voi giai doan tao cay hoan chinh, méi truéng MS bé sung NAA 1,5 mg/L thich hop cho qua
trinh tao cay lan kiém hoan chinh vai s6 ré trung binh 1a 2,67 ré/cay, sb la trung binh 4,84 la/cay, chiéu cao cay
trung binh la 6,29 cm/cay. Két qua trén cho thay viéc dinh danh va chirng thuc bang chi thi phéan t& DNA barcode
két hop véi nhan gibng in vitro s& dadm bao viéc cung cap cay giébng c6 ngudn gbc rd rang va chét lweng gidng
ddng nhat nham gép phan nang cao gia tri gibng cung cép ra thi trudng.

Lé&i cam om: Nhém tac gid xin chan thanh cdm on Sé Khoa hoc va Céng nghé Tp Hé Chi Minh dd cdp kinh phi theo hop
aong sé 07/2023/HP-QKCN ngay 09 thang 03 nam 2023 gira Quj Phat trién khoa hoc va cdng nghé Tp HCM va Trung tam
Codng nghé Sinh hoc Tp Hé Chi Minh vé viéc thuc hién nhigm vi khoa hoc va cong nghé "Nghién cizu bdo ton va dinh gid
nguon gen lan kiém la cizng (Cymbidium spp.) Viét Nam “, Trung tam C6ng nghé sinh hoc Thanh phé Hé Chi Minh da hé tro
trang thiét bi va co sé vat chat d@é thiec hién nghién ciru nay.
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SUMMARY

Cymbidium finlaysonianum is one of the orchids with high commercial potential, so many wild varieties are
collected and exploited from Vietnamese forests. In this study, to develop and commercialize a large number of a
C. finlaysonianum variety, we characterized this variety both morphological and molecular genetic properties
and finding suitable factors for rapid shoot regeneration/bud multiplication as well as complete plant formation.
The results showed that the variety used for in vitro propagation had been identified with morphological and
flower characteristics, the genetic characteristics had a similarity with NC_079579.1-C. finlaysonianum of
99.61% when compared matK region to Genbank. For rapid shoot regeneration/bud multiplication, MS medium
supplemented with 2 mg/L BA was suitable for culturing PLB clusters with an average number of shoots (2.16
shoots/sample), fresh weight (0.71 g/sample), weight dry (0.05 g/sample) values. For root formation, MS
medium supplemented with 1.5 mg/L NAA was suitable for creating complete plants with 2.67 roots/plant, 4.84
leaves/plant, fresh weight 1.14 g/sample, and dry weight 0.39 g/sample). These above results show that the
identification and authentication using DNA barcode markers combined with in vitro propagation will ensure the
supply of the plantlets with clear origin and consistent seed quality. This contributes to improving the quality of
the plantlets with high-value seeds for the market.

Keywords: Cymbidium finlaysonianum, DNA barcode, matK, plants growth regulators, PLBs.
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