TNU Journal of Science and Technology 225(08): 134 - 141

NGHIEN CUU HINH THAI, GIAI PHAU VA PHUONG PHAP KHU TRUNG TAO
MAU SACH PHUC VU NHAN GIONG IN VITRO CAY DUONG PONG Adinandra sp.
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Pao Thi Thu Ha', Pham Thj Hoa?, Nguyén Hiru Quan®"
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TOM TAT

Chi Duong dong (Adinand ra) la cay duoc liéu quy chira nhiéu hop chit c¢6 hoat tinh khang viém,
chéng oxy hoa, phong va diéu tri ung thu. O Viét Nam, cdy Duong dong Adinandra sp. phan b
hep 6 mot s0 tinh nhur Lao Cai, Vinh Phiic, Quang Tri, Ha Giang, Lam Pong. Gan day, chi Duong
dong da dugce dua vao danh sach 1a mot trong nhing cdy thudc danh luc do cdy thude Viét Nam.
Mot trong nhing bién phap nhan gidng hiéu qua dé bao ton va phét trién ngudn gen cac cay thude
quy dang bi de doa la phuong phap nudi cdy in vitro. Trong nghién ctru nay, ciy Duong ddng
Adinandra sp. thu tai xa Liém Phu, huyén Van Ban, tinh Lao Cai, Viét Nam duoc ching t6i m6 ta
ddc diém hinh thai, tién hanh giai phau than va 14 dé nhan dién loai. Hat cua cady Duong ddng
Admandra sp. dugc xac dinh la ngudn vat liéu ban dau sir dung trong nudi cdy in vitro. Nghién
clru tao mau sach cho thay, mau hat sau khi dugc khir tring so bo bang ethanol 70° trong 1 phut,
sau d6 khir tring bang dung dich HgCl, 0,1% trong 12 phat cho hiéu qua tao mau sach tot nhét.
Mau hat sau khir tring dugc nudi cdy trén moi truong MS, ti 1¢ mau sach dat 91%, ti 1¢ mau phat
sinh choi dat 87,33% sau 6 tudn nudi cay, chét luong chdi tét, chdi map, mau xanh dam.

Tir khoa: Cdy Duong dong Adinandra sp.; gidi phau; hinh thai; khir tring; nhan nhanh in vitro.
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STUDY ON MORPHOLOGY, ANATOMY AND DISINFECTION METHOD TO
PREPARE CLEAN EXPLANTS FOR IN VITRO PROPAGATION OF Adinandra sp.
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ABSTRACT

Genus Adinandra is a medicinal plant containing a wide range of pharmacologically active
compounds that can be used in anti-inflammatory, antioxidant, prevention and treatment of cancer.
This plan nowaday can be found distributionin some limitedareas of provinces such as Lao Cai,
Vinh Phuc, Quang Tri, Ha Giang, Lam Dong. Recently, Adinandra is listed in the Viet Nam’s Red
list of threatened species. The only effective way of artificial propagation to preserve and develop
this genetic resource is the tissue culturing method. This study on the geographic distribution,
morphological and anatomical conditions of the Adinandra sp. found in Liem Phu commune, Van
Ban district, Lao Cai province, Vietnam. In this study, Adinandra is successfully propagated
in vitro by using seeds as starting materials. These materials are sterilized using different chemical
substances at different periods of time. After sterilizing materials in ethanol 70° for 1 minute then
in HgCl, 0.1% solution for 12 minutes gives us the best performance of making clean samples.
The disinfected samples then are cultivated in MS medium, clean samples proportion reaches its
value 91%, the percentage of shoots generated 87.33% after 6 weeks of cultivating, the shoots are
plump, deep green and have good quality.
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1. Pit van dé

Theo Pham Hoang Ho (1999) trong “Cay co
Viét Nam” da théng ké duoc 11 loai thyc vat
thugc chi Duong doéng (Adinandra), ho Ché
(Theaceae) dugc xac dinh 14 ngudn gen hiém
va phan bé ¢ mot sé tinh nhu Lao Cai, Vinh
Phtic, Quang Tri, Ha Giang, Lam Déng [1].
Céc loai thudc chi Duong dong (Adinandra)
chira cac hop chét thir cdp c6 hoat tinh khang
khuan, khang viém, chdng oxi hoa, diét cac
gbc tu do va chdng ung thu [2]-[4]. Pic biét,
flavonoid c6 trong 1a cuia loai Adinandra
nitida dwoc chimg minh c6 hoat tinh chdng
oxi hoa, diét trir cac géc tu do, khang viém,
chéng trAm cam, chéng ung thu va tiéu diét
mot s6 loai vi khuan gy bénh [5]. Mot s6 loai
thudc chi Duong ddng co chira tinh dau la
chat c6 vai trd quan trong trong linh vuc y
hoc. Nho cac hop chit c6 trong cdy ma nganh
y hoc ¢b truyén di sir dung cac loai d6 lam
thudc diéu tri mot s6 bénh ung thu, dau da day,
ran can [6].

Trudc tinh trang nguodi dan pha rung tai cac
tinh mién nai Lao Cai, Ha Giang di khién cho
ngudn gen cdy Duong ddng dimg trude tinh
trang khan hiém, ¢6 nguy co can kiét. Do do,
cong tac bao ton va phat trién ngudn gen cac
loai cdy nay rat can thiét. Cac phuong phap
nhan giéng co thé thyc hién bang nhiéu bién
phap truyén théng nhu chiét canh, ghép canh
va gieo hat. Tuy nhién, hiéu qua bao tdn mot
s6 gidng cdy bang phuong phéap truyén théng
chua cao, do kho khan trong chon canh chiét -
ghép, ciing nhu ti 1& hat nay mam yéu. Dé
khic phuc han ché trén, k¥ thuat nudi cdy mo
té bao thuc vat di duoc ting dung, chung
minh c6 hiéu qua trong cong tac bao ton mot
sd gibng cay dugc lidu.

K§ thuat nuéi cdy mo té bao thuc vt dang
dugc tmg dung rong rai trong viéc nhan giéng
nhim bao ton va phat trién nhiéu loai cay
trong bao gdm ca nhiing cdy duoc liéu quy
[7]. Mot sb loai cdy quy hiém co nguy co
tuyét ching, c6 gia tri kinh té cao nhu Ba kich

(Morinda offcinalis), Pinh lang (Polyscias
fruticosa), Ha thu 6 d6 (Fallopia multiflora),
Pan sim (Salvia miltiorrhiza Bunge), Béach
hop (Ligusticum F.E.Br ex Miellez) [8], O
dau (Aconitum carmichaelii) [7] dd duoc
nhan gidng thanh cong bang k¥ thuat nudi cay
mo. Cac nghién ctru tdp trung hoan thién quy
trinh bao ton in vitro, xac dinh méi truong
nhan nhanh lam tién dé cho cic nghién ciru
chuyén sdu va san xuit giéng c6 ning suit
chat lwong cao [8]. Tuy nhién, cho dén nay
nghién ciru vé nudi cdy in vitro d6i véi cac loai
thudc chi Duong dong, ho Ché van chua duoc
thuc hién & Viét Nam va trén thé gidi. Bai bao
nay cong bd két qua thu thap, nhan dién cay
Duong dong Adinandra sp. va buéc dau tim
kiém cong thuc khir trung, tao mau sach
in vitro tir cac ngudn nguyén liéu khac nhau.

2. Vat liéu va phwong phap nghién ciru

2.1. Vit li¢u va moi truwong nudi cdy

Mau hat va than cdy Duong Pong Adinandra
sp. thu thap tai xa Liém Phu, huyén Van Ban,
tinh Lao Cai, Viét Nam ¢ d6 cao 1200-1800m
1am vat liéu nudi cdy ban dau.

Hoa chét sir dung trong thi nghiém déu ¢ dang
tinh khiét, g(‘3m: Ethanol, dung dich Javen,
HgCl, (Trung Qudc); Méi truong MS (Merck).
2.2. Phwong phdp thu thdp va nhdn dién
méu ciy Dwong dong Adinandra sp.

Mau cdy Duong dong Adinandra sp. sir dung
trong nghién ctu dugc thu tai xa Liém Phu,
huyén Van Ban, tinh Lao Cai, Viét Nam ¢ do
cao 1200-1800m, toa do 21°59°15°N;
104°19°28”°E. Mau tiéu ban (canh mang 14 va
hoa) dugc thu thap, mang vé phong thi
nghiém dé ép kho xac dinh tén khoa hoc. Tén
khoa hoc cua loai duge x4c dinh bang phuong
phap hinh thai so sanh theo céac tai li¢u
chuyén khao: Cay cé Viét Nam cua Pham
Hoang HO (1999) va website http://www.
tropicos.org/ dé tra ctiru mau.

Nghién ciru cdu tao giai phu than va la cua
cay Duong dong Adinandra sp. theo phuong
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phap ciua Nguyén Ba (2009) [9]. Mau than va
1a duoc cét thanh nhiing 1at mong, sau do tién
hanh nhudém kép va quan sét, chup anh mau
vat trén kinh hién vi quang hoc két nbi véi
phan mém Microscope Manager & cic do
phong dai khac nhau.

2.3. Phwong phdp khir tring tao mdu sach

Tao miu sach in vitro tir than cia cay
Duwong dong

Poan than dugc cit bo 14, ria sach dudgi voi
nuGC may, sau do rtra véi nudgc xa phong
lodng trong thoi gian tir 20-30 phdt, tiép tuc
rica dudi voi nudc may cho dén khi hét xa
phong. Miu than dugc ria lai bang nuoc cat
vo tring 2 1an va khir tring bang con 70° trong
1 phit. Sau d6, mau dwoc khtr tring bang dung
dich Javen 60%; HgCl, 0,1% va H.0, 15%
trong cac khoang thoi gian khac nhau la 10;
15; 20; 25 va 30 phit. Mau sau khi khtr tring
dugc dua vao nudi trong méi truong MS bd
sung sucrose 3% va agar 0,9% [10].

Tao miu sach in vitro tir hat cia cly
Duwong déng

Tach bo vo cimg, hat bén trong qua duoc lay
dua vao 6ng falcon thé tich 15 ml da duoc
khtr trang. Kht trang hat bang con 70° lic
déu trong 1 phut, sau d6 khir tring hat bang
dung dich Javen 60%; HgCl, 0,1% ¢ céac
ngudng thoi gian khac nhau. Mau hat sau khir
trung duoc Cidy vao méi trudng MS c6 bd
sung sucrose 3% va agar 0,9% [11].

Khir tring bang khi Clo: Hat dugc 14y ra khoi
qua dat vao gidy thAm va dua vao binh hut
chan khong. Lay 25 ml dung dich Javen vao
cde thuy tinh dat trong binh hut chan khong,
day nap binh. B6 sung 5ml dung dich HCI dic
vao cc thay tinh chira dung dich Javen dit
trong binh hut chan khong, dan kin miéng
binh bang gidy paraffin. Sau cac khoang thoi
gian khu trung (3 gio; 4 gio; 5 gio va 6 gio)
ldy miu cho vao 6ng falcon da dugc khir
trung, ddy nip va dua vao box cdy. Tién hanh

gieo hat vao méi truong MS bo sung sucrose
3% va agar 0,9% [11].

Qua trinh khtr tring mau dugc tién hanh trong
box ciy v trang, theo ddi cac chi tiéu gom:
Ti 1é mau sach (%), ti 1& mau bi nhiém (%), ti
1& mau sach nay mam (%); chat luong chdi tir
ca4c mau nubi cay.

Ti 1é mau sach (%) = (S6 mau sach/Tong sé
mau thi nghiém) x 100

Ti 16 mau bi nhidm (%) = (S6 mau bi
nhiém/Tdng s6 mau thi nghiém) x 100

Ti 16 mau sach nay mam (%) = (S6 mau nay
mam/Tong s6 mau sach) x 100

2.4. Phwong phdp phén tich va xir Iy sé liéu
Céc thi nghiém dugc lip lai 3 1an, sb liéu
nghién ctu duoc xir 1y thong ké bing phan
mém Microsoft Excel véi mirc y nghia o = 0,05.
3. Két qua va thao luin

3.1. Thu thdp va nhin dién méu cdy
Dwong dong Adinandra sp.

Mau cidy Duong dong Adiandra sp. thu tai xa
Liém Phu, huyén Van Ban, tinh Lao Cai dugc
nhan dién bang quan sat hinh thai, giai phiu
than va 1a. Hinh 1 cho thay, Cy Duong dong
Adinandra sp. 1a cdy than gd, thuong xanh,
cao khoang 8-10 m. Than mau ndu, c6 ldng
bao phi. Cudng 14 dai khoang 0,5-0,7 cm; tho
réap; 1a don moc cach. Phién 14 ban to, hinh
thudn dai, dai khoang 25-30 cm va rong 8-12
cm. La ¢6 mau xanh luc khi troi, mau nau khi
kho, mit trén nhén, mat dudi co 16ng bao phu.
Gbc 14 tron hodc nhon, chop 1a ¢c6 miii nhon,
dai khoang 1,2-1,4 cm. Gan I& hinh I6ng
chim, gan bén 15, c6 khoang 20-25 cap, gan
gilta mit trén c6 ranh nong, mat dudi hoi 10i.
Hoa moc & nach 14, cuéng hoa dai 1-2 cm. Nu
hoa hinh cau, duong kinh khoang 1,5 cm. Cay
ra hoa vao mua he, thoi gian tir thang 5 dén
thang 8 hang nam.
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Hinh 1. Hinh théi cia cdy Dwong dong Adinandra sp.
A. Cdy hoan chinh, B. Doan canh, C. La, D. Nu hoa

0N Vb WN =D

Hinh 2. Gidipfufu cat ngang than cdy Dwong
 dong Adinandra sp. i
1. Lop bieu bi, 2. Mo q’dy xop, 3. Mo ménz Vo, 4.
M6 cing, 5. Libe, 6. Tang phat sinh, 7. Go, 8. Mo
mem rugt, 9. Long che cho

Lat cat ngang cua than cady Duong dong
Adinandra sp. gom biéu bi (day khoang 10
um) gom nhiing té bao hinh trimg x&p sit
nhau, hoa ban bat mau xanh nam ngoai cung;
M6 day x6p gdém 3-4 16p té bao hinh tron
hodc hinh trimg xép sit nhau, bt mau héng,
c6 chic nang néng dd; c6 mang so cap day,
khong hoa gd; M6 mém vo gdm 6-8 1op té
bao hinh tring, khong cé di€p luc, to hon cac
té bao mo day, xép thua dé lai nhiéu khoang
gian bao; Lop md cing (day khoang 22-50
pm) gom nhirng té bao thir cip c6 mang day
hoa gb tap trung thanh mot vong, dam nhiém
chte ning co hoc; Libe gdm nhimg té bao
hinh da giac, xép sit nhau, bat mau héng, co
mang mong, phan héa hudng tam; Tang phat
sinh gdm cac té bao song, hinh chix nhat phan
chia theo huéng tiép tuyén cho ra g thir cip
& phia trong va libe thir cip & phia ngoai; G6
gom 5-6 16p té bao, bat mau xanh, xép thanh
vong tron lién tuc. Hé dan cia than dién hinh
clia cdy hai 1a mam gom gd va libe phat trién

O O wyowvnaw M-

-
o

Hinh 3. Gidai phdu cdt ngang phién ld cdy Dwong
) dong Adinandra sp. i
1. Biéu bi trén; 2. Mo gidu, 3. M6 xop, 4. Biéu bi

dudi; 5. Vong mé cirng; 6. Go; 7. Libe; 8. M6 mém;

9. M6 day, 10. Long che cho

thanh vong lién tuc, phan go phat trién véi
nhiéu mach go va m6 mém go, mach ¢6 hinh
da giac xen 1an véi cac té bao mé mém gd bao
guanh; M6 mém rudt gom cac té bao tron
canh, c6 kich thudc khac nhau chiém phan
16n dién tich; Long che cho nam phia ngoai
16p biéu bi co tac dung ngan can sy thoat hoi
nu6e, mau tring sang chéng han bing cach giit
am & cac khoang tréng chan 16ng (Hinh 2).

Lat cit ngang ciia 14 cdy Duong dong
Adinandra sp. gom: Biéu bi trén 1a nhiing té
bao hinh chit nhat nim ngang, vach thing,
xép sit nhau va khong co luc lap; Mo gidu
gdm 2-3 16p té bao dai, xép sit nhau, thing
Vuong goc vdi bé mit co quan, it co khoang
gian bao, nim tlep giap ngay dudi biéu bi
trén, chtra nhiéu luc lap, kich thudc day
khoang 11-15 pm; M6 x6p c6 4-6 16p té bao
mo6 mém gdm cac té bao hinh bau duc, to hon
cac té bao mo day, xep thua hon dé lai nhiéu
khoang gian bio, gdm céc té bao day khoang
10 um, c6 chirc nang du trit dinh dudng; Biéu
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bi dudi day khoang 8um, gém 2-3 16p té bao
séng bat mau d6 dam, c6 hinh da giac, vach
day, c6 nhiém vu bdo vé cac té bao bén trong,
¢6 16ng che ché; Vong mé cing gdm nhing
té bao c6 vach day, xép lién nhau tao thanh
vong hinh cung, ddm nhiém chuc nang co hoc
cuia 14; GO so cap gom 8-9 10p té bao hinh chir
V, bat mau xanh, c¢6 kich thudc khac nhau,
nam phia trong libe; Lép libe so cap gdm céc
té bao séng bat mau héng, hinh da giac, nho,
xép sit nhau; Lép m6é mém gom 10-11 16p té
bao co kich thudc khong ddng déu chiém
phan 16n dién tich; Mo day gom 2-3 16p té
bao séng bat mau do dam, c6 hinh da giac,
véch day; Long che ché 1a nhiing té bao moc
dai ra ngoai dé ting cuong vai tro bao vé,
hoic dé giam b6t su thoat hoi nuée (Hinh 3).
Nhu vy, mau cdy Duong ddng Adinandra sp.
thu thap dd dugc nhan dién thong qua quan
sat hinh thai va giai phau. Hat va doan than
mang chdi nach cua loai nay duge ching toi
sir dung dé khao sat cong thirc khir tring phuc
vu cho qua trinh tao vat li¢u khoi dau trong
nudi cdy in vitro va lam co s dé tao mau
sach phuc vu cho cac nghién ctru tiép theo.
3.2. Két qua khir tring mdu tiv doan thin
cia cdy Dwong dong

Két qua xtr Iy doan than mang chdi nach véi
cdn 70° va cac dung dich Javen 60%; HgCl,
0,1%; H,0, 15% trong cac khoang thoi gian

khtr trung 1a 10; 15; 20; 25; 30 phut sau 6
tuan nudi cay cho thay ti 1& mau bi nhiém ndm
modc kha cao (Bang 1). Tét ca cac mau cay tir
doan than sau khi dugc khir tring bang dung
dich Javen 60%; HgCl, 0,1% va H,O; 15% &
cac khoang thoi gian tir 10-30 phtt déu chua
tai sinh tao chdi. Tuy nhién, mau cy sau khi
khir tring bang dung dich Javen 60% c6 biéu
hién khoe manh, cé suc séng hon cac chét
khtr trung khac nhu H,O. 15% va HgCl
0,1%. Nhu vay, trong nghién cliru nay, su
dung Javen 60%; HgCl, 0,1% va H,O, 15%
khir tring mau doan than trong cac khoang
thoi gian khac nhau, déu chua thu duoc két
qua kha quan, cac mau sau khir tring déu
khong tai sinh chdi sau 6 tuan nudi cay.

Nam 2008, Osono da chi ra nguyén nhén
nhidm nidm moéc khi tién hanh nudi cdy
in vitro loai tra Camellia japonica la do trén
than c6 chira nhiéu long to, c6 chita nam ndi
sinh va cong sinh nén rat kho diét bang hoa
chat khir trung [12]. Danso va cong su (2011)
cho rang khi ting thoi gian khtr tring mau da
lam giam ti 18 séng cua mau [13]. Trong
nghién ctru cua chung t6i khi tang thoi gian
xtr Iy mau bang héa chat khir tring di lam
giam ti 1& nhiém nim, tuy nhién ti 1¢ nhiém
con cao do ndm ndi sinh va cong sinh bén
trong doan than.

Bang 1. Két qua tao nguon vdt liéu ban dau tir doan than mang choi ndch

Chit khir tring Thoi gian Ti 1¢ miu Ti 1¢ miu Ti 1¢ miu Ti 18 miu sach
khir trung chét (%) song (%) song bi tai sinh tao choi
(phat) nhiém (%) (%)
Javen 10 5,67+0,88  94,33+0,88 100 0
60% 15 14,67+0,88  85,33+0,88 100 0
20 34,33+1,45 65,67+1,45  90,67+0,33 0
25 65,33+0,88  34,67+0,88  79,67+0,67 0
30 84,67+0,88  1533+0,88  60,00+1,00 0
.+ .. HgCl 10 9,674#1,45  90,33+1,45 100 0
Cﬁggg 0,1% 15 19,6740,88  81,33+0,88 100 0
vong 1 20 4533+1,45 54,67+145  80,67+0,67 0
ohilt 25 56,33+1,85 43,67+1,85  70,00+1,00 0
30 81,33+1,45 19,67+145  64,33+0,67 0
H20 10 14,00£1,00  86,00+1,00 100 0
15% 15 25,0041,00  75,00+1,00 100 0
20 46,67+0,88  54,33+0,88  81,00+1,00 0
25 64,33+1,20 35,67+1,20  74,67+0,33 0
30 85,33+1,20  14,67+1,20  61,00+1,52 0
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3.3. Két qua khir triing mdu tiv hat ciia cdy
Duong dong Adinandra sp.

3.3.1. Két qua khi trimg hat bang HgClz 0,1%
Hat duoc khir tring so bo bang con 70° trong
thoi gian 1 phut sau d6 khu trung bang HgCl,
0,1% trong cac khoang thoi glan khéc nhau.
Mau sau khi khtr tring cdy vao moi truong
MS ¢6 bd sung Sucrose 3% va agar 0,9%. Ket
qua bang 2 va hinh 4 (C, D) cho thay, thoi
gian khtr trung va céc chi tiéu nghién ctru c6
su khac nhau rd rét. Ti 1é mau sach dao dong
tor 20,67-95,00% va dat ti 1€ cao nhat O thoi
glan khu trung 16 phut. Ti 1¢ mau bi nhiém
giam dan khi ting thoi gian khir trung Khtr
trung hat bang HgCl, 0,1% trong thoi gian 12
phat, ti 1€ hat sach ndy mam cao (dat
87,33%), hat khong nay mam it (chlem
12,67%), chdi dat chat lwong tét nhat. Khi
ting thoi gian khr trang 1€n 16 phat thi hat
nay mam thap hon ti 1& dat 62,67%, chat
luong chdi kém.

Trong nhan giéng in vitro cac loai thuoc ho
Che¢, nhiéu nghién ctru da st dung hat lam vét

liéu ban diu dé nudi cdy. Nghién ctu cua
Nguyén Thi Huong va Nguyén Vin Viét
(2017) da str dung hat tir loai Tra hoa vang dé
nhan nhanh in vitro va cho thiy, hat Tra hoa
vang khi trang bang HgCl, 0,1% trong 13
phit cho két qua ndy mam t6t nhat [14]. Tuy
nhién, cong bd nay chua dé cap dén ti 18
nhiém cta mau. So véi nghién ctru clia chiing
t6i cho thiy, khir tring hat bang HgCl, 0,1%
trong thoi gian 12 phut 1a vira du, gidp kha
ning tiéu diét mam bénh tbt, dong thoi tac
dong nhe dén thanh té bao nén cho ti 1€ séng
cao va kich thich mau tai sinh. Ti 1¢ nay mam
ciia hat Duong ddng giam khi kéo dai thoi
gian ngdm voi HgCly 0,1% c6 thé do HgCl; 1a
chat doc, néu kéo dai thoi gian khir trung,
HgCl c6 thé xam nhép vao phoi lam cho hat
bj doc nén khong thé tai sinh duge. Nhu véy,
thoi gian va cach thac khu trung cé anh
hudng kha 16n toi ti 1€ séng cua hat.

3.3.2. Két qua khir tring hat bang dung dich
Javen 60%

Bang 2. Anh hwéng cia thoi gian khir tring hat bang HgCly 0,1% dén sw ndy mam ciia hat

. Thoigian . . = A% Ti 1¢ hat Tilg¢ hatsach  Chat
Céng Khik tro Ti 1€ mau sach Ti lé mau : R ;

thirc o t(ung (%) nhidm (%) sa‘ch nay khpng nay lugng
(phut) mam (%) mam (%) mam

CT1(1BC) 0 20,67+1,45 79,33+1,45 0 100 )
CT2 10 85,67+1,76 14,33+1,76 74,33+0,88 25,67+0,88 (++)
CT3 12 91,00+1,52 9,00+1,52 87,33+0,88 12,67+0,88 (+++)
CT4 14 91,33+2,02 8,67+2,02 67,33+1,45 32,67+1,45 (++)

CT5 16 95,00+1,15 5,00+1,15 62,67+1,20 37,33+1,20 (+)

Ghi chu: (1) cdy nho, la mau xanh nhat; (++) cday nho, la mau xanh dam; (+++) cay mdp, la to mau xanh dam.

Bang 3. Anh huéng ciia thoi gian khir tring hat bang dung dich Javen 60% dén sw nay mam cia hat

. Thoi gian ia X 1A Ti 1é hat Tilé hatsach  Chit
Cong khir trang Tilg mau Ti !‘3 maul sach nay khéng nay lwgng
i (0 idm (° ) 3 v
thic (pht) sach (%) nhiem (%) 1am (%)  mAm (%)  chbi

CT1 (BC) 0 20,33+0,88  79,67+0,88 0 100  (+)
CT2 10 87,33+1,45  12,67+145  59,27+0,63 40,73+0,63  (+)
CT3 11 91,33+0,67 8,67+0,67  64,73+0,37 35,2740,37  (++)
CT4 12 93,67+0,67 6,33+0,67  80,60+0,30 19,4040,30  (+++)
CT5 13 96,67+0,33 3,33+0,33  64,27+0,37 35,73+0,37  (++)
CT6 14 88,67+0,67  11,33+0,67  58,33+0,88 41,67+0,88  (+)
CT7 15 86,67+0,88  13,33+0,88  57,17+0,73 42,83+0,73 (4)

Ghi chu: (1) cdy nho, la mau xanh nhat; (++) cdy nho, la mau xanh dam; (+++) cay mdp, la to mau xanh dam.

Hat dugc lic trong con 70° véi thoi gian 1
phdt sau d6 khir tring bang dung dich Javen
60% & cac khoang thoi gian khac nhau. Két
qua bang 3 va hinh 4 (E, F) cho thay, ti 1&
mau sach dao dong tir 20,33-96,67% va cao

nhit ¢ thoi gian khir tring 13 phut; ti 1¢ mau
nhiém dao dong tuo 3,33-79,67%. Trong do,
thoi gian khir tring 12 phat cho ti 1€ hat sach
nay mam cao nhat dat 80,6%, hat khong nay
mam it (chiém 19,4%) va chdi dat chét luong tt
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nhat. Khi ting thoi gian khi tring 1én 15 phut
thi ti 16 hat sach nay mam chi con 57,17%, ti
1¢ hat khong nay mam 1a 42,83% va chdi co
chat lugng kém.

Trong nghién ctru nhan nhanh in vitro loai
Camellia sinensis, Mondal va cong su (1998)
da khur trang hat bang NaClO 4% trong thoi
gian 20 phut cho két qua ndy mam cao nhét
[15]. Trong khi, Nguyén Vian Két va cong su
(2014) khi khao sat kha nang nhan giéng cay
Tra my hoa do6 (Camellia piquetiana (Pierre)
Sealy) in vitro nhan thdy, két qua khir tring

hat bang Ca(OCl)2 7% trong 20 phut cho kha
nang niay mam cao nhét [16]. Nhu vy, thoi
gian khir tring hat & hai cong bd trén déu dai
hon so vo6i nghién ctu cua chung t6i. Tuy
nhién, cac cong bé trén lai khong dé cap dén
ti 1& nhiém cua mau. Nghién ciu cia ching
t6i cho thdy, khur tring hat trong dung dich
Javen 60% ¢ thoi gian 12 phut 1a vira du, vira
c6 kha nang tiéu diét mam bénh, lai tic dong
nhe dén thanh t& bao nén cho ti 1& hat séng
cao va kich thich mau tai sinh.

Bang 4. Anh hwong ciia thoi gian khir triing hat bang khi Clo dén sw nay mam ciia hat

Cong Thoi gian Ti I miu Tilé [nau Ti 1€ hat Ti I hat sach Chiat
thio khir trang sach (%) nhiém sach nay khong nay lwgng
(gio) : (%) mam (%) mam (%) choi
CT1 (BC) 0 19,67£1,20  81,33+1,20 0 100 +)
CT2 3 71,67+0,88  29,33+0,88  45,5740,29 54,43+0,29  (+4)
CT3 4 71,67+0,67  29,33+0,67  58,97+0,59 41,03£0,59  (+4)
CT4 5 80,33+0,88  19,67+0,88  64,93+0,64 35,07£0,64  (+4)
CT5 6 85,67+0,67  14,33+0,67  80,17+0,44 19,83+£0,44  (+++)

Ghi chii: (+++) cdy mdp, ld to xanh ddm; (++) cdy xanh, ld khée, I to; (+) chéi xdu, cdy yéu, ld xanh nhat.

‘r

F

G H

Hinh 4. Hinh dnh nghién ciru diéu kién khir tring tao mau sach cay Duwong dong Adinandra sp.
A. Poan than mang choi nach khir tring bang Javen 60% sau 2 tuan
B. Poan thdn mang chéi ndch khir tring bang Javen 60% sau 6 tudn
C. Hat cdy Duong dong khir triing bang HgCl 0,1% ndy mam sau 4 tuan
D. Hat cdy Duong dong khir triing bang HgCla 0,1% ndy mam sau 6 tudn
E. Hat cdy Duong dong khir tring bang Javen 60% ndy mam sau 4 tuan
F. Hat cdy Duong dong khir triing bang Javen 60% ndy mam sau 6 tuan
G. Hat Dwong dong khik trimg bang khi Clo (Hat nay mam khi dwoc khir trimg trong 3 gio)
H. Hat Duong dong khir tring bang khi Clo (Hat nay mam khi dwoc khit tring trong 6 gio)

3.3.3. Két qua khit trimg hat bang khi Clo

Hat duoc dua vao trong binh hat chan khong
dé khir trung, sau cac thoi gian 0 glo 3 gio; 4
gio; 5 gid; 6 gio 1dy mau hat dwa vao box ciy

va gieo vao mdi trudng MS cé bd sung duong
sucrose 3% va thach agar 0,9%. Sau 8 tuin
theo ddi, két qua thi nghlem khir trung tao
mau sach thu dugc ¢ bang 4 va hinh 4 (G, H).
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Két qua cho thdy, str dung khi Clo khtr tring
tao mau sach & cac khoang thoi gian 0; 3; 4; 5
va 6 gio cho ti 1¢ hat sach dao dong tur 19,67-
85,67%, hat sach ndy mam cao nhat ¢ thoi
gian khur trung 6 gio (ti 1€ ndy mam dat
80,17%); trong khi ¢ thoi gian khir tring 3
gio ti 1¢ hat sach ndy mam thap dat 45,57%, ti
1¢ hat sach nday mam khi khong khu trung la
0%. Ti 1¢ hat sach khéng ndy mam dao dong tir
19,83-100%. Nhu vay, thoi gian khu trung
mau cang dai thi ti 1& hat sach khong ndy mam
s& giam va ti 1& hat nhiém ciing giam. O thoi
gian khtr tring 6 gid chpl moc khoe, mép; thot
gian khtr trung 3 gio chat lugng choi kém hon.
Trong nhan gidng in vitro cac loai thugc ho
Che, nhleu nghién ctru da s dung hat lam vt
liéu ban dau dé nuoi cay. Tuy nhién, chua c6
cong bo nao nghién ctru vé€ vige s dyng khi
Clo dé khir tring tao mau sach.

4. Két luan

Bang quan sat hinh thai da nhan dién duoc
mau cdy Duong dong Adinandra sp. thu tai xa
Liém Phu, huyén Van Ban, tinh Lao Cai. Budc
dau xéac dinh duoc cong thurc khir trung hat cua
cdy Duong dong Adinandra sp. bang HgCl,
0,1% cho két qua tot nhat véi ti 18 hat sach nay
mam cao dat 87,33%; ti 1& hat nhiém thép hon
dat 9% va chat lugng chdi tao thanh tdt.

Lo&i cdm on

Nghlen clru nay duge tai trg boi B Gido duc
va Pao tao, trong dé tai ma sb B2019-TNA-08.
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