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Tom tat

Nghién ciru nay dwoc thwe hién nham khao sat anh huéng ciia nong dg Javel, thoi gian
khir tring; moi truong dinh dwdng va nong do a-NAA dén qud trinh tao mé seo giong Linh sam
Séng Hinh 86 (Desmodium unifoliatum (Merr.) Steen.). Két qud nghién ciru cho thay mau Linh
sam Séng Hinh 86 dwoc khir trimg ¢ nong dé Javel 50% trong thoi gian 8 phiit sé cho 1y 1é mau
sach cao nhat dat 78,89%. Mé seo hinh thanh cao nhat (85,56% va 8,27 mm) trén méi truong %
MS bé sung 30 g/L sucrose, 8 g/L agar va 0,7 mg/L a-NAA.

Tw khoa: In vitro, khir tring, Linh sam Song Hinh 86, mé seo
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Abstract
This study was conducted to investigate the effect of Javel concentration and
sterilization time, nutrient medium, o-NAA concentration of callus formation process. Results
showed that Desmodium unifoliatum (Merr.) Steen. sterilizing with Javel concentration 50% for
8 minutes was found to increase the survial rate of 78,89%. The best callus (85,56% and 8,27
mm) with % MS medium added with 30g/L sucrose, 8,0 g/L agar and 0,7mg/L a-NAA.
Keywords: /n vitro, sterilization, Desmodium unifoliatum (Merr.) Steen., callus

1. Pit van dé

Linh sam la mét trong nhiing loai cay canh dugc danh gia cao (L& Van Hoa, 2020),
ua chudng nhét hién nay va cling khong thé thiéu trong b suu tap bonsai trong vuon kiéng
ciia moi nguoi (Tran Bé Tam, 2012). Linh sam (Desmodium unifoliatum (Merr.) Steen.)
(Pham Hoang Ho, 1999), & ving nui huyén Song Hinh, tinh Phii Yén 1a gidng cy ban dia
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dugc nguoi dan choi cdy canh ghi nhan 13 bonsai c6 dang dep, nhiéu hoa va gia tri nhat
trong céc loai Linh sam.

Hinh 1. Linh Sam Song Hinh 86 (Desmodium unifoliatum (Merr.) Steen.)
(Anh: Nguyén Thi Kim Trién)

Hién nay, Linh sam Soéng Hinh 86 duoc ngudi dan tim kiém, khai thac vé 1am
bonsai nén phéan b trong tw nhién rat hiém. Vi 1a cdy than gd, Linh sam sinh truéng va phat
trién kha cham, chu yéu duoc nhan giéng bang cac phuong phap truyén thdng nhu ghép
canh, gidm hom, nhitng phuong phap nay c6 nguy co ldy nhidém bénh dong thoi khong dap
g du nhu cau cua thi truong do han ché vé s luong cdy con tao ra va d6 dong déu cua
tudi cay.

Phuong phap nhan giéng hitu tinh bang hat tuy don gian nhung qué trinh thu phin
tu nhién khong gitr dugc cac diac tinh qui nhu mong mubn, khong dong nhit vé mat di
truyén dong thoi rat kho thuc hién dbi voi gidng Linh sam Song Hinh 86. Phuong phép vi
nhan gidng bang nudi cdy mo thuc vat hién nay da rat phd bién va mang lai nhiéu loi ich
nhu nhan nhanh véi sb lugng 16m, déng nhét va tao cay con sach bénh, tao cay giéng chét
luong cao, tuy nhién str dung phuong phap nay déi v6i Linh Sam Séng Hinh 86 con rat han
ché.

Vi nhédn giéng bao gdm nhiéu giai doan: Iya chon ngudn mau, thiét 1ap ngudn mau
v tring, tao md seo, nhan nhanh chdi, tao cdy hoan chinh va thudn hoa cdy gidng. Trong
d6, khtr tring mau trong giai doan thiét 1ap ngudn mau vo trang va tao mé seo la budc vo
tring quan trong va quyét dinh su thanh cong cua qua trinh giéng in vitro (Nguyén Thi Kim
Trién, 2018). Do d6, viéc nghién ciru ndng do Javel, thoi gian khir tring hiéu qua nhat va
cac nghién ciru hinh thanh mé seo in vitro trén Linh sam Song Hinh 86 1a can thiét.

2. Vit liéu va phwong phap nghién ciru
2.1. Vit liéu nghién ciru
- Vit miu

Chdi Linh Sam Séng Hinh 86 (Desmodium unifoliatum (Merr.) Steen.) duoc cung
Cf’lp va thu hai tai Hoi Sinh vat canh Pha Yén.

- Méi trwdng nudi ciy

Moi trudng khoang: sWPM, WPM, sMS, MS (Duong Cong Kién, 2003), mbi mai
truong co bd sung 30 g/L surcrose, 8 g/L agar va chét kich thich sinh truong thuc vat o-
NAA (ndng d6 tiry theo bd tri thi nghiém). Méi truong dugc diéu chinh pH 13 5,8 trudc khi
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hap khir triing ¢ nhiét do 121°C, ap suét 1 atm trong thoi gian 30 pht.
- Piéu kién nudi cay

Céc thi nghiém trong nghién ctru nay dugc thuc hién tai Phong thi nghiém Sinh hoc,
Khoa Khoa hoc Ty nhién, Truong Pai hoc Pha Yén.

Mau cdy mé duoc nudi cdy véi thoi gian chiéu sang 16 gid/ ngay, cuong do chiéu
sang 2000 lux, nhiét do 25+ 2°C, dd am trung binh khoang 55-60%.

2.2. Phwong phap nghién ciru
2.2.1. Khir tring miu vt

Linh sam Song Hinh 86 (Desmodium unifoliatum (Merr.) Steen.) sau khi thu hai
duoc rira sach dudi voi nude chay, loai bo cac phan bi hu hong, rira sach bang xa phong va
nude cit vo trung. Bén trong ti cdy 1an luot thuc hién cac bude: rira nude cat khir trung 3
1an, lac mau cdy véi con 70° trong 30 gidy, tiép tuc rira bang nude cat khir trung 3 1an, ngdm
Javel khtr trung (v6i ndng do va thoi gian tiy theo b tri thi nghiém). Thém 2 giot Tween
20 vao 100 ml dung dich khir tring dé 1am tang d6 tiép xuc chit khir tring vao mau Linh
sam Song Hinh 86. Cudi cing, rira lai 5 1an bang nudc cit vo trung.

2.2.2. Cach do kich thwéc mo seo

Trong ti cdy v tring, md seo 14y ra khoi méi truong thi nghiém va dugc do bang

thudce kep dién tu trén dia petri (da khu trung).

2.2.3. B6 tri thi nghiém

- Khio sat anh hwdéng cua néng do Javel va thoi gian khir trung dén hiéu qua khir
trung ciia miu Linh sam Séng Hinh 86.

Chung t6i khao sat hiéu qua khir tring ctia Javel (NaOCI) véi ndng d6 1an lugt 20%,
30%, 40%, 50%, 60%, 70% mdi ndng do Javel bo tri véi 5 khoang thoi gian (2 pht, 4 phiit,
6 phut, 8 phut va 10 phut).

Mau cdy sau khi dugc khtr tring, cit doan mau dai 2 cm chira 2-3 chdi ngu, cy vao
moéi truong MS ¢6 bd sung 30 g/L sucrose, 8 g/L agar.

- Khio sat znh hwéng ciia méi trueomg dinh dudng khoing dén khi ning hinh thanh
mé seo ciia miu Linh sam Séng Hinh 86.

Chung t6i khao st diu hiéu hinh thanh mo seo trén 4 moi truong khoang: 4WPM,
WPM, MS, MS. Mau Linh sam Song Hinh 86 in vitro c6 dAu hiéu xanh va khong nhiém
vi sinh vat duogc céy vao moi truong %WPM, WPM; %2MS; MS. Trong méi méi trudng
khodng c6 bo sung 30 g/L sucrose, 8 g/L agar.

- Khio sat dznh huéng ciia a-NAA 1én sir hinh thanh mé seo tir miu Linh sam Song
Hinh 86.

Cac mau Linh sam Soéng Hinh 86 d khir tring dugc cdy vao mdi truong khoang tét
nhat & thi nghiém trén c¢6 bd sung co bd sung 30 g/L surcrose, 8 g/L agar va a-NAA voi cac
néng d6 khac nhau (0,05 0,1; 0,2; 0,3; 0,4; 0,5; 0,6; 0,7; 0,8; 0,9 va 1,0 mg/L).

2.2.4. Xir Iy so liéu

S6 mau trong mdi nghiém thirc 12 30 mau, duge thuc hién 3 1an lap lai va két qua
bao cdo la gia tri trung binh.

S liéu thi nghiém dugc thu thap, tong hop, xtr Iy bang phan mém Microsoft Office
Excel 2016 va phan tich théng ké béng phan mém Minitab.

3. Két qua nghién ciru va thio luin
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3.1. Anh huéng ciia ndng dd Javel va thoi gian khir tring dén hiéu qua khir tring cia
Linh sam Song Hinh 86 (Desmodium unifoliatum (Merr.) Steen.)

Mau Linh sam Séng Hinh 86 sau khi thu hai dugc khtr tring Javel v6i ndng do va
thoi gian khac nhau. Sau 2 tuan nudi cdy, ching t6i thu dugc két qua duoc thé hién &

Bang 1.
Bing 1. Két qud tao mdu vé trimg cua Linh Sam Séng Hinh 86 (Desmodium unifoliatum
(Merr.) Steen.)
unifoliatum Thoi gian Ty 1é song Tinh trang mau cay
(Merr.) khtr truing (%)
Steen.) (phut)
Nong do
Javel (%)
20 2 0,008 Nhiém
4 0,008 Nhiém
6 7,78 Pa s6 mau nhiém, mau xanh
8 13,33¢% Pa s6 mau nhiém, mau xanh
10 17,78 Pa s6 mau nhiém, mau xanh
30 2 0,008 Nhiém
4 0,008 Nhiém
6 12,22°% Pa s6 mau nhiém, mau xanh
8 14,44 Pa s6 mau nhiém, mau xanh
10 21,11%f Pa sb mau chét, mau xanh
40 2 0,008 Nhiém
4 0,008 Nhiém
6 15,56 Pa s6 mau nhiém, mau xanh
8 23,33 Pa s6 mau nhiém, mau xanh
10 24,44 Da s6 mau chét
50 2 0,008 Nhiém
4 0,008 Nhiém
6 51,11° Pa s6 mau nhiém, mau xanh
8 78,89* Phan 16n mau xanh phat trién
10 35,56° Pa sb mau chét, mau xanh
60 2 0,008 Nhiém
4 2220 Pa s6 mau nhiém, niu den, chét,
mau xanh
6 34,44 Pa 50 mau nau den chét, mau xanh
8 0,00¢ Chét
10 0,008 Chét

Cdc trung binh c6 cdc ky tie theo sau khdc nhau thi khdc biét c6 y nghia thong ké (p<0,05)

Tir két qua & Bang 1 cho thiy mau cdy Linh sam Séng Hinh 86 (Desmodium
unifoliatum (Merr.) Steen.) duoc khir tring bang Javel & cac ndng do va thoi gian khac nhau
s& cho két qua khac nhau. Qua két qua nghién ctru chung toi két luan, Linh sam Séng Hinh
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86 (Desmodium unifoliatum (Merr.) Steen.) khir tring hiéu qua nhat véi Javel c6 nong do
50% trong thoi gian 8 phut, ty 1¢ song cao nhat 78,89%. Diéu nay c6 thé duoc giai thich nhu
sau:

O nong d6 Javel 20%, 30%, 40% ty 1¢ khir tring twong ddi thap vi & ndong d6 nay
Javel chua tiéu diét hét vi khuan va nim bam trén mau cay Linh sam Séng Hinh 86. O nong
do Javel 60% sb lugng mau nau den, chét lai chiém sb luong lom, vi & néng dd nay da tiéu
diét phan 16n ndm va vi khudn bam trén mau cdy, bén canh d6 di lam ton thuong mau cdy
gdy chét miu cdy. Vi vay, ndng do thich hop khtr tring mau than non Linh sam S6ng Hinh
1a Javel 50% véi thoi gian 8 phut 13 hiu qua khir tring cao nhat.
3.2. Anh huwéng ciia méi trudmg khoang 1én su hinh thanh mé seo tir miu Linh sam
Séng Hinh 86 (Desmodium unifoliatum (Merr.) Steen.)

Sau 2 tuan nudi cdy, két qua ty 1& % méu Linh sam Song Hinh 86 (Desmodium
unifoliatum (Merr.) Steen.) cam tng mo seo dugc trinh bay ¢ bang 2.

Bing 2. Anh hwong méi truong khodng dén méu cdy Linh sam Séng Hinh 86 hinh thanh seo

Loai mdi truong Ty 1é mau khong hinh thanh Ty 1& mau hinh thanh
mo sc¢o (%) mo seo (%)
2 WPM 100,00%+0,00 0,00°+£0,00
WPM 98,89£1,92 1,11°£1,93
% MS 84,44"+1,92 15,56"+1,93
MS 97,78%+3,18 2,22°+3 85

Cdc trung binh c6 cdc ky tw theo sau khdc nhau thi khdc biét c6 y nghia thong ké (p<0,05)

Qua két qua Bang 2, cho thdy mau Linh sam Séng Hinh 86 hau nhu khong c6 kha
nang tao seo trén moi truong khoang nudi cdy cdy than gd (1/2 WPM) va thip nhat 1a moi
truong WPM mau tao seo chi c6 1,11%; nguoc lai mdi trudng gidu dinh dudng MS thi véi
ndng do khoang cao ciing khong phit hop voi qua trinh tao seo ctia Linh sam Séng Hinh 86.
Chung t6i nhan thdy méi trudng % MS c6 ty 1é miu tao seo cao nhit 15,56%. Diéu nay
duoc giai thich, Linh sam Séng Hinh 86 1a cdy than gd nhung dé mé seo dugc hinh thanh
thi méi truong nudi cdy cdy than gb (> WPM va WPM) lai khong dap tmg du luong chat
dinh dudng can thiét dé tao seo. Nguoc lai méi truong giau chét dinh dudng khoang MS lai
giam luong hinh thanh mo seo vi lugng dinh dudng cao giy e ché tao seo dbi véi cdy than
g0 Linh sam Song Hinh 86. Trong khi d6 méi truong % MS lai cung cip luong dinh dudng
pht hop, can thiét dé mo seo dugc hinh thanh vdi ty 1& cao nhat. Vi vay, ching toi s dung
mai trudng ¥ MS cho céc thi nghiém tiép theo.
3.3. Anh huwéng ciia a-NAA Ién sy hinh thanh mé seo tir miu Linh sam Song Hinh 86

Sau 2 tudn nudi céy, chang t6i nhan théy o-NAA su dung rat hiéu qua trong vi¢c tao
mo seo & Linh sam Song Hinh 86, két qua duoc thong ké & Bang 3.

Bing 3. Anh huong ciia a-NAA 1én kha néng tao mé seo va hinh thdi mé seo

Linh sam Song Hinh 86

Nong do 5
£ 19 16 miu tao o Kich thudc md
o— NAA Pac diém mo seo
seo (%) seo (mm)
(mg/1)

0.0 15,56£1,93  Mau ciy c6 xuat hién mot it mé seo, 1,138+0,13
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kich thudc rat nho, dan hoa nau va chét
dan

Mau cay xuat hién mo seo nho, dan hoa

0.1 18,89'+1,93 . 1,63 £+0,22
nau

0.2 20.00¢03,g5  Mau cdy tao mo seo nho, mau tring 2,417£0,29
vang, chi phat trién trén bé mat thach

0.3 24,44%£1,93 M6 seo mau vang sam, kém phat trién 3,14°+0,34

0.4 34,44°+509 Mo seo mau vang hoi xanh, phat trién 3,49% 10,31

0.5 38,89%45,09 Mo seo CA(') méuf trang Xflnh, phat trién 3.929 40,27
quanh than, mo seo nho

0.6 433354333 M(A? s¢(');tao thénlz khdi, c6 mau xanh, 4.75°+033
phat trién doc than
Mo seo phat trién thanh khdi to, bao

0.7 85,56':1,03  duanhldy doan thin non, ¢6 mau 8,27°+ 0,21
xanh, mo seo x0p va phat trién ngay
ca dudi mat thach

0.8 S1.11°43.63 Mo S?O co trz“lAng xanh, phat trién thanh 6.2540.38
cum ¢ doc than

0.9 38,89%4,12 M,(A) seo ’C(') t.rfmg duc, tao thanh khoi, 5.7340,57
kém phat trien

1.0 32,22°%+5.09 M0 seo tring duc, nau chét dan 5,04° 40,63

Cdc trung binh c6 cdc ky tw theo sau khdc nhau thi khdc biét c6 y nghia thong ké (p<0,05)

Sau 2 tuan cay chuyén, cdc mau cay bat dau cam tng hinh thanh mé seo. Moi nong

do cia a-NAA khac nhau thi kha ning tao mo seo ciing khac nhau. Cac mau béat dau c6 su
phat trién md seo vdi ty 1é ting dan khi nong d6 a-NAA tang tir 0,1- 0,6 mg/L véi ty 18
15,56% dén 43,33%, ty 1€ mau tao seo vuot troi 1a & thi nghiém véi a-NAA 0,7 mg/l dat
85,56%. Con dbi v6i cong thirc ¢6 nong do a-NAA tir 0,8 mg/L dén 1,0 mg/L thi ty 1& %

mau tao seo bat dau giam tu 51,11% Xuéng 32,22%.

Hinh 2. M6 seo va mé seo tao choi o Linh Sam Song Hinh 86 (Desmodium unifoliatum
(Merr.) Steen.) (Anh: Nguyén Thi Kim Trién)
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Ngoai ra, hinh thai cua céac té bao md seo duoc tao thanh & céac néng do a-NAA
cling c¢6 su khac biét rd rét. Mo seo hinh thanh & néng do a-NAA 0,7 mg/L c6 dac diém
vuot trdi phat trién thanh khéi to véi kich thude cao nhit 8,27 mm, bao quanh ldy mau cdy,
¢d mau xanh, mo seo xép thich hop dé 1am nguyén li¢u cho céc thi nghiém tao chdi va tao
cay hoan chinh.

4. Két luan

T cic két qua thu dugc ¢ trén cho thidy, miu cdy Linh sam Song Hinh 86
(Desmodium unifoliatum (Merr.) Steen.) thu hai tai Hoi Sinh vat canh Phu Yén khur trung
v6i ndng do Javel 50% trong thodi gian 8 phit s& cho ty 16 mau (sach, ¢6 mau xanh) vai ty 18
cao nhit 78,89%.

Mau cdy sach c6 mau xanh dugc cay chuyén trén moi truong % MS b sung 30 g/L
succrose, 8g/L agar va 0,7 mg/L 0-NAA 1a thich hop nhit cho sy hinh thanh mé seo Linh
sam Song Hinh 86 (Desmodium unifoliatum (Merr.) Steen.) voi ty 1€ 85,56% vai kich thude
8,27 mm.

Nghién ctru nay s& tao ngudn nguyén liéu 1a mo seo dé ching t6i tiép tuc nghién ciru
qua trinh tao chdi va tao cdy hoan chinh gép phan tao gidng ciy in vitro Linh sam Song
Hinh 86 (Desmodium unifoliatum (Merr.) Steen.)U
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