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ABSTRACT

In this study, petioles, leaf blades, juvenile root, and epicotyls of L14
peanut were used as source materials for micropropagation. The results
revealed that dual disinfection with 2.5 percent NaOCl and 0.5 mL
Tween20 solution for 5 minutes for the first time and for 15 minutes for
the second time is an efficient sterilization method used for peanut seed.
On MS medium supplemented with 10 mg/L 2,4-D, the proportion of callus
formation from leaf blades was highest (100%). The structure and color of
their callus were spongy and green in treatments supplemented with 2,4-
D concentration of 5 mg/L, leaf-induced callus showed the highest shoot
regenerating ability on medium treated with 2,4-D 1.25 mg/L and BA 1
mg/L. The highest rooting rate achieved on medium supplemented with
NAA 0.2 mg/L and with non-reducing MS content (100%).

TOM TAT

Nghién ciru nay dwogc thuc hién voi nguon vat liéu tir cuong g, phién ld,
ré mam va truc thuong diép cua giong lac L14. Két qud nghién cieu cho
thdy cong thirc khir tring hiéu qua doi véi mau hat lac la khir tring kép
bang dung dich NaOCl 2,5% va 0,5ml Tween20 trong thoi gian lan Llas
phut, lan 2 la 15 phut, giita 2 lan mau dugc rica sach bang nude cdt tiét
tring it nhdt 3 lan. Sau 3 tuan nuoi cay trén nén moi truong MS cé bo
sung 10 mg/L 2,4-D, mdu cay tir phién ld cam ing tao mé seo cao nhat:
100%. Moi truong 2,4-D nong do 5 mg/L cho mo seo dang chdc va xanh,
mé seo cam vmg tir phién ld tao choi cao nhat trén méi truong bé sung
2,4-D 1,25 g/L va BAP 1 mg/L. Ti I¢ tao ré tir chéi cam ing tir mé seo
phién lé cao nhdt trén méi truong bo sung NAA 0,2 mg/L va véi ham lirong
da lwong MS 100%.

1. GIOI THIEU

Lac (Arachis hypogaea L.) 1a cdy trong pho bién

dudng cao va la ngudn thirc dn giau lipid, protein
(Palanivel et al., 2002). O nudc ta, lac trong rai rac

& ddng bang song Hong, Pong Nam Bo va dong
bang song Ciru Long cua Viét Nam. Lac duoc st
dung cho nhiéu myc dich khac nhau nhu lam nguyén
liéu cho cong nghiép, 1am thirc dn cho con nguoi va
gia suc, lam phan bon ciing nhu cai tao dat (Thay va
ctv., 2013). Lac 1a mot loai thuc pham cé gié tri dinh
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khap ca nude, trén nhiéu loai dat va dia hinh khac
nhau. Dién tich trong lac tang nhanh trong gan 30
nam tré lai day, dat khoang 246.000 ha (Thuy va
ctv., 2013). Cay lac quan trong vé mat kinh té trong
nén noéng nghiép thé gidi, sy chu trong trong san
Xuit da chuyén tir dau vao tbi thiéu sang du vao
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cuong do cao, dan dén nang suat cao va chit luong
hat giong dugc cai thién (Bhavya et al., 2013).

Gan day, ky thuat di truyén thyc vat tao ra cy
trong Véi cac dic diém mong mudn di va dang phat
trién dé phuc vu cho viéc str dung thyuc vat cltia nhan
loai (Kién, 2002). Nudi cdy mo seo cung cap mot
loat cac ung dung trong duoc 1y va duoc pham, ciing
nhu trong nong nghiép va lam vuon. Nudi ciy mod
seo co thé duogc sir dung dé tao ra cac chat chuyén
hoa thir Cép ¢6 hoat tinh sinh hoc va tao ra céc cay
trong co kha nang chdng chiu man, han, bénh va sau
bénh. Mic du, tiém ning cua cong nghé nudi cay
thuc vat chua duoc khai thac hét, nhung da dén luc
phai phat trién va dua ra thi truong nhiéu san pham
dya trén mo seo (Thach va ctv., 2009). Nam 2002,
Palanivel va cac cong sy da danh gia hiéu qua cua
qua trinh cam trng mo seo va tai sinh cay con tir cac
phan doan cay mot 14 mam truong thanh cua giong
lac VRI-2 va VRI-3 (Palanivel et al., 2002). Nam
2011, Igbal va cac cong sy da dua ra quy trinh hi€u
qua va don gian dé tai sinh cay lac thong qua hinh
thanh phoi truc tiép va cam tmg mé seo (Igbal et al.,
2011). Thay va ctv. (2013) da xt&r ly mb seo cua
gidng lac L18 bang thoi kho va bang két hop chiéu
xa véi thdi kho ¢ ngudng chon loc thoi kho 9 gid két
hop véi chiéu xa tia gamma 2 krad, két qua da tao
dugc 198 dong cay lac ¢6 kha nang chiu han.

Truéc day, nhiéu nghién ciru di thanh cong
trong viéc xay dung hé thong tai sinh va chuyén gen
tr md seo lac. Hién nay, da phan cac nghién ctu
nudi cay md se0 lac chu yeu tir phoi. Tuy nhién, viéc
nudi ciy mo seo tir phoi sé tao it mé seo hon sb mod
seo duoc cam ng tu cac bd phan khac cua cay lac.
Vi véy, nghién ciru nay dugc tién hanh nham tao
nguon mau in Vltro tir cac bo phan cua cdy lac dé tim
nguon mau cay t6i wu cho viéc thuc hién quy trinh
vi nhan gibng cay lac.

2. PHUONG PHAP NGHIEN CUU
2.1. Nguyén liéu

Hat gidng lac L14 c6 ngudn gbc tir Vién Cay
lvong thyc va Cay thyc pham (thanh phd Hai
Duong, tinh Hai Duong). Méi truong nudi cy 1a
MS (Murashige & Skoog, 1962) vai 20 g/L sucrose,
10 g/L agar va bd sung chat diéu hoa sinh trudng
khac nhau tity theo muc dich thi nghiém. Biéu kién
nudi cdy: nhiét do 26 °C - 28°C va thoi gian chiéu
sang 1a 16 gio/ngay.

2.2. Tao miu ciy vé trung

Hat lac dugc rira sach dudi voi nudc 15 — 30
phiit. Truéc khi dem vao ta cdy dé khir trung, hat lac
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dugc lau sach véi véi bong thdm con 70°. Sau do,
chung duoc kep tach bo vo lua.

Mau duoc khir tring so bo bang con 70° trong
30 gidy, sau do6 rira sach bang nudc cat khir tring.
Trong nghién ctu nay, NaOCl 2,5% va 0,5 mL
Tween20 dugc sir dung dé khir tring kép mau. Thi
nghiém duoc bd tri theo 7 nghiém thirc sau:

Nghiém thirc 1: Khir tring trong 10 phut.
Nghiém thirc 2: Khir tring trong 15 phut.
Nghiém thirc 3: Khir tring trong 20 phut.
Nghiém thirc 4: Khir triing trong 25 phat.

_ Nghiém thirc 5: Khr trung lan 1 trong 5 phat +
lan 2 trong 10 phut.

. Nghiém thirc 6: Khir tring 14n 1 trong 5 phut +
lan 2 trong 15 phut.
_Nghiém thuc 7: Khu trang lan 1 trong 5 phut +
lan 2 trong 20 phut.

Sau khi khir tring 1an 1, mau duoc rira sach bang
nudéce cat 3 lan truéc khi tién hanh khir tring 14n 2.
Sau khi khir tring 1an 2, mau duoc rira sach bang
nudC cét it nhat 6 lan, sau d6 dé kho nudc truse khi
cay vao moi truong MS.

Chi tiéu danh gia: ti 1& mau nhiém (%); ti 16 mau
vo tring va con song (%) va ti 1&é miu vo tring va
chét (%)

Thoi gian danh gia: sau 2 tuan nudi cay.

2.3. Khao sat kha niang tao mo seo tir cac b

phan miu ciy khic nhau trén ciy lac

Céac bo phan mau cidy gébm cuébng 14, phién 14,
r& mam va truc thuong diép cua cay lac dwoc nudi
in vitro 2 tuan tudi va duoc str dung lam vat liéu cho
thi nghiém. Mdi bo phan mau ciy duoc cit vai kich
thudc khoang 0,3 - 0,5 cm. Riéng la dugc cit thanh
nhitng manh kich thuéc 0,5 x 0,5 cm. Sau do,
mau duoc ciy 1én moi trudng tao mo seo MS véi 20
g/L sucrose, 10 g/L agar va 2,4-D 10 mg/L. Méi
nghiém thuc 1ap lai 6 1an, mai lan I3p lai 1a 1 binh
nudi voi 5 mau. Thoi gian ghi nhan sé liéu 1a 1
tuan/lan, trong thai gian 3 tuan.

2.4. Anh hwéng ciia 2,4-D va BAP Ién sy

hinh thanh mé seo va tao chdi tir phién
la lac L14

M3u céy phién la duoc nudi cay trén moi trudng
MS b sung cac ndng do auxin va cytokinin khac
nhau. Thi nghiém dugc bd tri theo thé thirc hoan
toan ngau nhién vi 2 nhan t6 1a cac nong d6 2,4-D
(1,25;2,5; 5va 10 mg/L) va BAP (0; 0,5 va 1 mg/L).


https://link.springer.com/article/10.1007/BF03030428#auth-S_-Palanivel
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MGi nghiém thirc 1ap lai 10 lan, moi Ian I3p lai 1a 1
binh nudi véi 5 mau phién 14.
Chi tiéu theo doi:

— Ti & tao md sco (%): (tong s6 Mau tao md
seo/tong s6 mau cay) x 100.
~ — Tilétao choi (%): (tong s6 mAu tao choi/tong
s0 md se0) x 100.

Thoi gian ghi nhan s lidu: 1 tuan/lan trong thoi

gian 4 tuan.

2.5. Anh huéng ciia NAA va khoing da
lwong dén su tao ré caa chdi phat trién
tir mé seo phién 14 lac L14

M3u mé seo tir 14 lac L14 tao chdi duoc cy vao

moi truong MS 6 bd sung cac ndng d6 NAA va
ham lugng khoang khac nhau. Thi nghiém dugc b
tri theo thé thirc hoan toan ngau nhién 2 nhan t6 1a
nong d6 NAA (0; 0,1; 0,2 va 0,4 mg/L) va ham
luong khoang da lugng (MS va 1/2 MS) véi 8
nghiém thirc. MAi nghiém thuc lap lai 10 lan, mdi
lan 1 binh nudi, mdi binh nudi véi 5 mau.

Chi tiéu theo di: ti 18 tao r& (%): (sb chdi tao

r&/tdng sb chdi) x 100
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_ Chi tiéu ghi nhan ¢ thoi diém 2 va 4 tuan sau khi
cay (SKC).

2.6. Théng ké phan tich sb li¢u

Két qua dugc phan tich thong ké bang phan mém
Minitab 16.0. Két qua thi nghiém dwoc biéu thi bang
gia tri trung binh cong/trir 46 léch chuan. Gia tri
trung binh giita cac mau thir duoc so sanh bang phép
thir Tukey. Su khac biét c6 y nghia thong ké khi
p<0,05.

3. KET QUA VA THAO LUAN
3.1. Tao mu sach in vitro

Trong ky thuat nudi cdy mo té bao thyc vat, khau
dau tién rat quan trong 1a xac dinh vat liéu nudi cay
va phuong phap kht trung thich hop (Barna &
Wakhlu, 1994). Phuong phép khur trang thich hop
phai dam bao ti 1¢ nhiém thap, ti 16 mau séng cao,
mo nudi cdy sinh truong tét (Bhatia et al., 1985). Co
nhiéu hoa chit khac nhau duoc st dung dé khtr tring
mé nudi cdy: Ca(OCl);, NaOCI, HgCly, H20;,...
(Cheng et al., 1992). Trong nghién ctru nay, dung
dich NaOCl2,5% va 0,5 mL Tween20 dugc sir dung
trong thé tich 200 mL dé khu tring méau trong
khoang thoi gian khac nhau. Két qua khir tring dugc
trinh bay ¢ Bang 1:

Bang 1. Hiéu qua khir trung véi cac phwong thirc khac nhau (%)

Nghiém _ Thai gian xir ly NaOCIl 2,5% (phut)

Ti 1¢ miu sach Ti 18 miu

thire Lan 1 Lin 2 S0 M Sbng (%) Mau chét (%) nhidm (%)
1 10 - 10 20 10 70
2 15 - 10 30 10 60
3 20 - 10 50 30 20
4 25 - 10 20 70 10
5 5 10 10 50 10 40
6 5 15 10 60 20 20
7 5 20 10 30 60 10

Két qua ¢ Bang 1 cho thay, di véi khir tring
don (1 1an), khi thoi gian xu ly cang dai (tr 10 phat
dén 20 phut) thi ti I¢ mau v6 tring va con sdng cang
tang 1én (tir 20% dén 50%). Tuy nhién, khi tang thoi
gian xtr Iy NaOC12,5% 1én 25 phiit thi ti 1¢ mau song
v trung lai giam (tir 50% xudng con 20%). Thoi
gian khir tring mau kéo dai (25 phut) lam ti 1& mau
nhiém giam rd rét nhung ti 16 mau chét lai ting 1én
dan dén giam hiéu qua khtr tring.

Déi vai khir tring kép (2 1an: lan 1 khir tring
bang NaOCl 2,5% trong 5 phut, 1an 2 ting dan thoi
gian khir trang bang NaOCI 2,5% tir 10 dén 20
phut), két qua ciing cho thay, khi tang thoi gian khi
trung 1an 2 tir 10 dén 20 phut thi ti 16 mau nhiém
giam rd rét (tir 40% xudng con 10%), ti 1é mau sach
sdng dat cao nhat & nghiém thirc 6 (lan 1: 5 phat, 1an

2: 15 phut) dat 60%, ti 1¢ mau nhiém con lai 20%.
Khi tang thoi gian khir tring lan 2 1én 20 phut, ti 18
mau nhiém ciing giam con 10%. Tuy nhién, ti I¢ mau
sach séng ciing giam chi con 30%, ti 1¢ mau chét
tang cao 1én dén 60%, dong thoi quan sat mau sach
sdng thiy co6 hién tugng hoa nau va kha ning tao seo
kém.

Khi so sanh hiéu qua cta viéc khir tring don va
khtr tring kép cho thay: vdi ciing khoang thoi gian
xir Iy hoa chat khir tring, hidu qua khir trang kép cao
hon so véi khir tring don. Diéu nay thé hién rd rang
& nghiém thirc 3 va nghiém thiic 6, véi cing tong
thoi gian khir tring 1a 20 phat nhung cong thirc khi
tring kép cho ti 16 mau sach sdng cao hon (60% so
véi 50%), ti 1¢ mau nhiém nhu nhau (20%) va ti l¢
mau chét giam so voi khir tring don (20% so Vi
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30%). bac biét, khi quan sat hinh thai mau sach
sdng, ¢6 thé thay, mau duoc khir tring kép c6 hinh
thai tring, khong c6 hién tugng héa nau nhu di véi
cac mau duoc khir tring don (Hinh 1). Diéu nay co
thé duoc 1y giai nhu sau: ddi véi khir tring don, viéc
sir dung héa chat khir triing duy nhat 1 Ian trong thoi
gian kéo dai co thé gay ton thuong ddi véi cac té bao
thuc vat, dac biét 1a nhiing té bao con non, dan dén
tinh trang ti 18 mau chét cao va stc séng clia cac mau
sach giam. D4i vé6i khir tring kép, viéc chia thoi
gian khir tring thanh 2 1an (gitta 2 1an rira sach bang
nuée cat it nhét 3 lan) co tac dung lam giam phan
Umg gdy ton thwong ddi véi cac té bao thuc vat.
Dong thoi, 1an khir tring thir nhét c6 thé loai bo cac
chat ban con bam trén bé mat mau, diéu nay lam
tang hiéu qua khir trung lan 2 (Daimon & Mii,
1991).

Hinh 1. Hinh thai miu sach séng

Nhu vay, cong thirc khir tring hidu qua dbi véi
hat lac 1a khir tring kép bang dung dich NaOCI 2,5%
va 0,5 mL Tween20 trong thoi gian lan 1 1a 5 phut,
lan 2 1a 15 phut, gitra 2 1an mau dwoc rira sach bang
nuéce cét tiét trung it nhat 3 lan.

3.2. Sw tao md se0 tir cac by phin khac

nhau ¢ ciy lac

Tai sinh cay in vitro tir cac by phan khac nhau
clia cdy trong trong 6ng nghiém (cidy mam) di va
dang nhan dugc sy quan tdm dang ké. Nhidu nha
nghién ctu da st dung cac bo phan khac nhau cua
cdy mam duoc tréng trong dng nghiém 1am mau ciy
dé cai thién phuong phap vi nhan giéng cho nhiéu
loai thuc vat (Lavanya et al., 2014; Aruna &

Niranjana, 2016). Cic mau vé tring duoc ciy vao
moi truong MS bo sung 2,4-D 10 mg/L (Paduchuri

“9

10 mm

Tap 58, S6 chuyén dé: Khoa hoc tu nhién (2022)(2): 155-162

et al., 2010). Sau 21 ngay nudi cay, két qua ¢ Bang
2 cho thdy phan lon cac mau ciy da cam Gng véi
moi truong va tao thanh mé seo. Ti 1€ tao seo khac
nhau tuy theo cac bo phan nudi cay, trong do, ré
mam khong c¢6 kha ning tao seo, |4 cé ti Ié tao sao
100%, tiép theo 1a truc thuong diép roi dén cubng 1a
(Hinh 2A). Trong khi d6, sau 7 ngay nuéi cay phién
1a va tryc thuong diép, cic mau bat dau gia ting kich
thudc, sau 21 ngay thi bat dau hinh thanh mé seo. Ti
16 mAu tao mé seo cao nhit dat 100% & phién 14 va
90,67 + 8,33% ¢ truc thugng diép. Bén canh do, da
s6 mau cdy tir phién 14 tao mé seo 1a nhitng khdi c6
mau xanh, trong khi mau cdy tir truc thuong diép tao
mo seo 1a nhitng khdi c6 mau tring (Hinh 2B). So
v6i mau cdy 1a phién 14 thi mau cay truc thuong diép
c6 thoi gian cam ung tao Seo dai, nhung ciing dat
kha cao va cao hon so véi cudng 1. Ti 1é tao mo seo
cua truc thuong diép thip hon so v6i mau phién 14,
nhung ciing dat kha cao va cao hon so véi cudng 1a
(74,67 +2,31%). Vé hinh thdi, cdc m6 s¢o tao thanh
tir cudng 14 co mau trang, khol roi (Hinh 2A). Nhu
vay, sau 21 ngay nudi cay, da s6 cac mau Cay deu co
bleu hién tao mé seo trén hau hét cac mau ciy la
cubng 14, phién 14 va truc thuong diép cua cay lac.
Tuy nhién, thoi gian cam tng tao mé seo vati 1é tao
mo s¢0 & phién 14 1a cao nhét so véi cudng 14, ré
mam va truc thuong diép. Két qua nay kha phu hop
véi nghién cau cta Limbua et al. (2019). Mat khac,
theo két qua nghién ciru, trén 4 loai mau cdy thi
phién 14 1a cho ti 1é mau tao mo seo cao nhat. Bén
giai doan 21 ngay SKC, hau nhu khong c6 sy tao mo
seo ting thém & cac mau cdy. Qua 21 ngay theo doi
va ghi nhan két qua, su tao md seo & ca 4 loai mau
ciy khong khac biét so vai thoi diém 7 ngay SKC.
Tuy nhién, c6 sy thay d6i kich thudc va mau sic mo
seo. Doi vei cudng 14, mé seo chuyén tir mau xanh
sang mau trang. Trén phlen 14, md seo phat trién tét,
mot s md seo mau trang chuyén dan 'sang mau
xanh. DI Véi truc thugng diép, mau sac mo seo
chuyén tir mau xanh sang mau trang. Nhin chung,
phién 1a tao mo seo tot hon cudng 14, da sé cho mo
seo chit, c6 mau xanh 14 cac mo seo dé dang tai sinh
chdi hon so véi mo seo xOp (Luong & Tién, 2002).

g2
10 mm

Hinh 2. Mb seo 21 ngay SKC. A: cudng la. B: phién 1a. C: r& mam. D: truc thugng diép.
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Bang 2. Ti ¢ (%) mau tao md seo cia cudng 14, phién 14, r& mam va truc thwong diép cay lac 3 tuan sau
cay trén moi treong c6 2,4-D 10 mg/L

Nguyén li¢u Ti 18 miu tao md seo (%) Dic diém mb seo
Cudng 14 74,67 +2,31* Trang, khoi roi
Phién 14 100 + 0° Xanh, khoi chat
R& mam - Khong tao mo s¢o
Truc thuong diép 90,67 + 8,33° Tring, khdi chit

Trong ciing mét Cot, cde gid tri ¢6 mau tu theo sau giong nhau thi khéng khdc biét ¢é ¥ nghia thong ké véi dé tin cay >
95%. (-) la khéng tao mé seo.

3.3. Anh huéng ciia 2,4-D va BAP 1én s hinh
thanh mo seo va tao choi tir phién 1a lac L14

Mau phién 14 gidng lac L14 khi nu6i cy trén moi
truong bd sung 2,4-D tir 1,25 — 10 mg/L két hop voi
BAP 0; 0,5 va 1 mg/L ¢6 sy hinh thanh mo6 seo0 véi
hinh thai khac nhau. Sau 1 tudn nuéi cdy, mau phién
14 bit dau co6 sy hinh thanh mé seo vdi sy cong 1én
clia mau cdy va sau d6 1a sy xuat hién cia mé seo &
vi tri mau tiép xtic truc tiép véi moéi truong (mat

L LA N \ < < i X < 1 5 ~ N1z opn As
dudi). Sau do, mo seo hinh thanh khap mat dudi mau Hinh 3. Sy hinh thanh mé seo tir 14 trén méi
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cay. Mo seo c6 mau xanh, dang khoi chat (Hinh 3). trweong MS bo sung 2,4-D 5 mg/L & 2 tuan SKC
* * *
100 120
a
a a a a a
— == a
80 AE3 g 100 B8 |5 :: 5 g [
= ] - = 1B &=
IS 2 : = . S 80 ] 5% “ 2o
<= i 5 5 &2 oS = 1E- N &
60 ] & i a8 & = 1EH #
I i i) i it © N 1B N £ o
ek | R 55 e ] 60 i | | | R oA 5 | R
2 i 2 22 £ £ - 1k =
e 40 22 | & i & o 2N 5%y “ 2
£ 23| B ] ) g 40 el 1k S 2\
o e [ ) e [ i b E2d | 1B - [ B
T Al o i 5 < [ | ciz | N i X
o 20 £ | i | | & = 20 B o | N B[
<@ ] 221 ) ) 22 f| 22
= 23 et A [HE | 2l N 2
= 23 o 23 O | et I | £ 22 ped
0 | 4 e | £ | o o |5 | he |1 | & 0 B |5 | B 3 | A £
24-D(1,25 2,4-D(25mg/L) 2,4-D(5mg/L) 2,4-D (10 mglL) 24D (1,25 24-D(25mg/L) 2,4-D (5mg/L) 2,4-D (10 mg/L)
mg/L) mg/L)
01 tuan sau khi cay 02 tuan sau khi cay
BBAP (0 mg/L) @BAP (0,5 mg/L) BBAP (1 mg/L) BBAP (0 mg/L) @BAP (0,5 mg/L) @BAP (1 mg/L)
120 120
aaad a a aa
a
< 100 o 100 iy
by ™ (22 g “ ] 2 = j|i= &
g 80 AL o5 “ = & 80 i[5 y |
& | ][ x b b i 1
° A - ~ ) © gl -
22 3 22 4 e
g 60 2N 2l x 2N £ 60 1 {3
o B 2| o £y o i3 e
5o BN ERE 1 EER a0 [N [
0 =] [ pas - g |5 g |5
= 20 Ex | g x | 8 [ 20 | 8|
- (B ~ £ e d|i
- |- 3 £ = @
222 N 92 | ] 1B TES
2,4-D (1,25 2,4-D(2,5mg/L) 2,4-D (5 mg/L) 2,4-D (10 mg/L) 2,4-D (1,25 2,4-D (2,5 2,4-D (5 mg/L) 2,4-D (10 mg/L)
mg/L) mg/L) mg/L)
03 tuan sau khi cay 04 tuan sau khi cay
BBAP (0 mg/L) @BAP (0,5 mg/L) BBAP (1 mg/L) OBAP (0 mg/L) @BAP (0,5 mg/L) @BAP (1 mgiL)

Hinh 4. Ti |é tao mé seo (%) tir phién 14 lac L14 anh hwéng béi 2,4-D va BAP § 1, 2, 3 va 4 tudn SKC Trong
cung mdt cdt, cic gia tri c6 mau ty theo sau giong nhau thi khac bi¢t khong y nghia thong ké véi dg tin cy
> 95%. (*) 1a suw khac biét giira c6 y nghia thong ké véi dd tin cay > 95% & tieng nong d¢ 2,4-D.
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O hHinh 4, 1 tuan SKC, ti 1& tao mé seo khong
khac biét gitra cac nong d6 2,4-D nhung cé sy khac
biét giira cac ndng d6 BAP. Mai truong chi bo sung
2,4-D, khong két hop BAP cho ti 1é tao mé seo cao
nhét, trung binh 1a 82,5 + 4,3%, ké dén 1a cac moi
truong bo sung 2,4-D 1,25 mg/L két hop voi BAP
0,5 mg/L (80 = 6,4%) va thap nhat 1a khi két hop véi
BAP 1 mg/L (65 + 1%).

Bang 3. Ti Ié tao chdi tir mé seo 14 sau 2 va 4 tuin
nudi ciy (%)

Nong d 2,4-D va BAP Tuin SKC

(mg/L) 2 4
2,4-D 1,25 + BAP 0 15 17,5
2,4-D 2,5+ BAP 0 - 2,5
2,4-D 5+ BAP 0 - -
2,4-D 10 + BAP 0 - -
2,4-D 1,25+ BAP 0,5 19,4 44,4
2,4-D 2,5+ BAP 0,5 - 6,9
2,4-D5+BAP 0,5 - -
2,4-D 10 + BAP 0,5 - -
2,4-D1,25+BAP 1 100 100
24-D25+BAP1 87,5 100
2,4-D5+BAP 1 775 100
2,4-D 10 + BAP 1 - 100

Trung binh (ndng d6 2,4-D mg/L)

2,4-D 1,25 44,81 54¢
2,4-D 2,5 29,20 36,5°
24-D5 25,82 33,3
2,4-D 10 - 33,3
Trung binh (néng d6 BAP mg/L)

BAP 0 3,75 5a
BAP 0,5 4,85 12,8°
BAP 1 66,3" 100¢
F240 26,88 39,69
Feap 93,15 124,14
F24-0xBAP 3,01 2,02
CV (%) 195%  21.2%

Trong cimg mét cot, cde 56 lidu co chit theo sau gidng
nhau khdc biét khong cd y nghia thong ké khi sur dung
phuong phap kiém dinh Tukey. (*) la su khdc biét co y
nghia o Mikc 5 %. (**) la su khac biét ¢d y nghia ¢ mic
1 %. (-) la khong tao choi.

Tir 2 — 4 tudn SKC, ti 1& tao md seo co su gia
ting & cac nghiém thirc. Nong do 2,4-D ciing nhu
BAP khi bd sung két hop khong co anh huong khac
biét 1én sy tao mo seo cua phién 14 lac L14. Ti 1é tao
md seo dat tir 85 dén 100% & cac nghiém thirc. Phan
ung tao md seo 1a mot phan ung thuong gap trong
cong nghé nudi cdy mo, dic biét 1a trong moi trudng
MS ¢6 chat kich thich manh nhu 2,4-D. Nguyén ly
cuia phan tng tao mo seo chinh 1a qua trinh phan
phan hoa té bao (Sun et al., 2000). Hiéu qua tao mo
seo cua 2,4-D da dugc ung dung trong rat nhiéu
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nghién ctru. M6t trong nhirng Auxin téng hop quan
trong, 2,4-D d6ng mot vai trd quan trong trong mo
nudi cdy, hé théng té bao tao phdi va cam tng mo
Se0 ¢ thuc vat nghién ciru nu6i céy mo (Fei et al.,
2016). Céu triic va mau sic md se0 & nghiém thirc
¢6 bd sung 2,4-D don ndng d6 tir 1,25 dén 10 mg/L
¢6 dang ran, twong ddi chat va mau xanh. Su két hop
2,4-D va BAP cho mo6 seo c6 dang ciing, chat, mau
xanh. Két qua & bBang 3 cho thay nong d6 2,4-D st
dung trong nghién ciru nay thap hon so vdi nghién
ctru cua Thiy va ctv. (2013) trén cing ddi tuong
nudi cdy. Gidng nhu két qua cua nghién ciru nay,
Priyanka and Anita (2014) chi ra ring, méi truong
MS chi b6 sung 2,4-D 0,5 va 1 mg/L khong két hop
BAP c6 kha ning cam g mo seo tot hon tir cac
dinh chdi va mau cdy nét cua cay bo dé. Két qua
nghién citu cua Su et al. (2011) ciing cho thay moi
truong MS b sung 2,4-D 0,5 mg/L két hop BAP
0,05 mg/L cho md seo cam ung 1a 100%. Két qua
nay cho thiy rang ti Ié cua auxin/cytokinin cao la rat
quan trong cho su hinh thanh moé seo (Su et al.,
2011).

Két qua Bang 3 cho thay & 2 tuan SKC, sy tao
chdi tir md seo ¢6 ngudn goc tir 14 khac nhau theo
nong d6 2,4-D va BAP st dung. Nong d6 2,4-D thap
(1,25 mg/L) cho ti I& tao choi cao nhat. Ti Ié tao choi
giam khi tang nong d6 2,4-D va & ndng d6 2,4-D 10
mg/L khong co su tao chdi. Nong do BAP ting ciing
lam tang ti 1 tao chdi (tang tir 15% & ndng d6 0 dén
100% & nong d6 1 mg/L). Nghiém thtc 2,4-D 1,25
mg/L khong két hop BAP cho ti 1& tao chdi thap
nhat, dat 100%. Nghiém thirc 2,4- D 10 mg/L don
hodc b6 sung BAP hay nghiém thuc 2,4-D 2,5 va 5
mg/L két hop bd sung BAP 0,5 va 1 mg/L khong co
su tao chdi. O 4 tuan SKC, ti ¢ tao choi dat 100% &
tat ca cac nghiém thirc ¢6 bo sung BAP 1 mg/L,
nghiém thutc 2,4-D 5 va 10 mg/L két hop BAP 0,5
khéng c6 sy tao chdi. Cac ndng do 2,4-D va BAP bd
sung c6 anh huong dén sy tao chdi. Nong do 2,4-D
thép (1,25 mg/L) va BAP cao (1 mg/L) cé hi¢u qua
tao chdi ddi véi mau mo seo phién 14 lac. Két qua
trén cho phép st dung ndng do BAP thap hon nghién
ctu ctia Vit Thi Thu Thiy va cong sy 1a 2 mg/L so
véi 1 mg/L cta nghién ctiru nay (Thay va ctv., 2013).

B
'

Hinh 5. Chdi tai sinh tir mé trén méi truong Qé
sung 2,4-D 1,25 mg/L va BAP 1 mg/L sau 2 tuan
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3.4. Anh hwéng ciia NAA va khoing da
lwgng dén sy tao ré caa choi phat trién
tir mé seo phlen 1a lac L14

Hinh 6. Choi céy tai sinh ré trén méi truong MS
bo sung NAA 0,2 mg/L
Bang 4. Ti 1& tao ré (%) caa choi lac L14 anh

huwéng béi NAA va khodng da lugng ¢ 2
va 4 tuan SKC

Nong d9 NAA (mg/L) va ham Tuén SKC
lwgng khoang da luwgng 2 4
NAA 0 + MS 40 60
NAA 0,1 + MS 40 60
NAA 0,2 + MS 80 100
NAA 0,4 + MS 60 100
NAA 0 +1/2 MS 20 20
NAAQ,1 +1/2 MS 20 20
NAA 0,2 + 1/2 MS 60 80
NAA 0,4 +1/2 MS 40 80
Trung binh (NAA)

NAA 0 30° 40¢
NAA 0,1 30° 40¢
NAA 0,2 70P 90°
NAA 0,4 502 90°
Trung binh (da lugng)

MS 552 802
1/2 MS 70° 50°
Frnaa 26,88 30.36™
Fda twong 93,15191,69™
FNAA x da lugng 3101** 2172**

CV (%) 19,5% 22,45%

Trong cung mét Cot, cdc 6 liéu 6 chir theo sau gidng
nhau khdc biét khéng cé y nghia thong ké khi sir dung
phirong phap kiém dinh Tukey. (**) la s khdc biét cé ¥
nghia ¢ muc 1 %.

Két qua & Bang 4 cho thiy su tao ré tir chdi xay
ra ngay khi khong c6 sy hién dién cia NAA trong
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mai truong nudi cdy (40%). Ti Ié chdi ra ré tang theo
su gia ting nong d6 NAA. Ham luong khoang da
lwong ciing anh huong dén ti 1¢ tao ré cua choi cy
lac. Choi dugc cay trén méi truong c6 ham lugng
khoang MS cho ti I¢ tao ré cao (80%) so véi choi
dugc cay trén moi truong c6 ham luong khoang 1/2
MS (60%). Ti Ié chdi tao ré ting ¢ tuan thir 4 SKC
S0 V6i tuan thir 2. Nhan t6 NAA c¢6 anh huong dén
su tao ré cua choi cay lac. Ti Ié tao ré cao nhat
(100%) & méi trudng co bd sung NAA 0,2 mg/L va
0,4 mg/L va thip nhat 1a & ndng do NAA 0 va 0,1
mg/L (20%). Ham lugng khoang da lugng cling anh
hudng dén ti 18 tao ré cua chdi cay lac. Chdi dugc
céy trén moi truong co ham luong khoang da lwong
MS c6 ti Ié tao ré (100%) cao hon so véi chdi dugc
cdy trén moi truong c6 ham lugng khoang da lugng
1/2 MS (80%). Chdi lac tao ré cao nhat & méi truong
MS b6 sung NAA 0,2 mg/L va 0,4 mg/L (100%) va
thip nhat 1a & moi truong 1/2 MS khong bo sung
hodc bo sung NAA 0,1 mg/L. Két qua trén cho phép
sir dung ndng dd NAA thip hon nghién ctru cua
Thity va ctv. (2013) 13 0,5 mg/L so véi 0,2 mg/L cua
nghién ctru nay. Siwach and Gill (2011) da bao céo
rang mot s6 Auxin nhu IBA va NAA dong mot vai
trd quan trong trong cam \rng tao ré khi méi trudng
MS b6 sung NAA 1 mg/L c6 cdm (ing tao ré & cdy
bo geé.

4. KET LUAN

Nghién ciru tao mau in vitro tir cac bo phan khac
nhau phuc vu cho cong tic nhan giéng ciy lac cho
thay, khir tring bang dung dich NaOCl1 2,5% va 0,5
mL Tween20 trong thoi gian 1an 114 5 phat, 1an 2 1a
15 phat, gitra 2 1an mau duoc rira sach bang nudc
cét tiét trang it nhat 3 1an 14 tot nhat, dudi mac thoi
gian nay s& cho ti 1& nhiém cao. Trong 4 loai mau
cdy dugc khao sat, phién 14 va tryc thwong diép déu
cho két qua tao mo seo rat cao lan luot 13 100% va
90,67% sau 21 ngay SKC, t6t hon so véi cudng 1a
chi dat 74,67% va ré mam la 0%. Moi truong MS bo
sung 2,4-D nong d6 5 mg/L cho mé seo dang chic
va c6 mau xanh. Mau phién 1a tao choi cao nhat trén
moi truong bd sung 2,4- D 1a 1,25 g/L két hop véi
BAP 1 mg/L. Ti I¢ tao ré cao nhat trén méi truong
bé sung NAA 0,2 mg/L va v6i ham luong khoang
da luong cua méi treong MS (100%).
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