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SU cO LAP VA NUOI CAY TE BAO TRAN TU LA

KHOAI TAY
(Solanum tuberosum L.)
Nguyé&n Thi Hué - Phan Ngé Hoang - Buii Trang Viét

Trudng Pai hoc Khoa hoc Ty nhién
(Bai nhdn ngay 24/06/1999)

TOM TA’T : Ld ciia Khoai tdy (Solanum tuberrosum L.) dong AVRDC 29719 3-4 tudn tudi
trong 6ng nghiém, dugc ding dé cé ldp té bao trdn, bing cdch ditng hén hgp enzym thiy gidi
vdch t& bao cellulase 0,05% (Sigma) va pectolyase 0,025% (Sigma) dung dich sorbitol 6%. Sau
ds, t& bao trdan dugc ddt trong méi truong ldng cd bé sung polyethylen glycol (PEG, PM 6000)
250 mg/l, benzyl adenine (BA) 0,05mg/l, a-naphthalene acetic acid (NAA) Img/l, va 2,4-

dichlorophenoxyacetic acid (2,4-D) 0,02mg/l, trong t8i, ¢ 27°C. T¢ bao trédn tdi tao vdch trong

- vong 2-4 ngay va phdn chia dé tao nhitng nhém t€ bao nhé trong vong 07 ngay. PE kich thich

sy tdng trudng mé seo, cde nhém té€ bao nhé dugc chuyén vao cdc mdi truong nudi cci'y khdc
nhau, dudi dnh sdng 2500 — 3000 lux, 16 git sang mdi ngay, & 27°C. Nhitng nhém mé hinh

cdu nhd thanh Igp trén méi truong MS khéng cé Hormon.

MG PAU

Su nudi cdy t€ bio tran can thiét cho viéc 4p dung cdc cong nghé sinh hoc, dic

biét 1a k¥ thuit dung hdp t€ bao tridn va thu nhén cic ciy lai thé hé. Trong khdo cifu

nay, chiing t6i thyc hién nhitng thi nghiém sd khdi nhim tim hi€u khd niing c6 14p

va nudi cdy t€ bao trin tir 14 Khoai tay.

VAT LIEU VA PHUONG PHAP
Vat liéu

Cay Khoai tiy Solanum tuberosum, dong AVRDC597 19 dudc trong trong 6ng

nghiém véi moi trudng MS (Murashige and Skoog 1962), & nhiét do 20 + 2°C.
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PHUONG PHAP

C6 lap t& bao tran

L4 Khoai tdy tif cdc cdy 3-4 tudn tudi trong 6ng nghiém dugc cit thanh ting
mdnh nhd khodng 1 mm’. C4dc manh nhd 14 duge ngdm trong dung dich sorbitol 6%
¢6 chita hon hgp enzym cellulaz 0,05% va pectolyaz 0,025%. X& Iy enzym dudc
thuc hién trong t81, trong 24 gid, & 27 + 2°C. Sau d6, t& bao trdn dugc thu nhian bing
céch loc (qua rdy c6 16 400um), ly tim & 500 vong/phit (5 phit), va ria véi dung
dich sorbitol 6%.

Nubi cdy t& bao tran

T€ bao tran dugc nudi cdy 1an lugt trén cdc mdi trudng va diéu kién nubdi cdy
khdc nhau (cdi ti€n theo Sihachakr and Ducreux 1987):

- Mt tudn trong moi trudng 16ng MS ¢6 chita BA 0,05mg/l, NAA 1mg/l, 2,4-D
0,2mg/l, PEG (Poly ethylen glycol PM 6000, Sigma) 250mg/l, va glucoz 6%, trong
t61, & nhiét d6 27 + 2°C (4ml mbi trudng, & mat do 2000 t&€ bao tran/ml).

- Mot tudn, trong cling méi trudng trudc, nhung dudc 1ic vong (80 vong/phiit)
va dudi dnh sdng 2500-3000 lux (16 gid sdng/8 gid t61), & nhiét d§ 27+ 2°C.

Sau hai tudn diu nudi cdy, t€ bio trdn ti€p tuc dugc nudi cay trong diéu kién
chi€u sang (2500-3000 lux vé6i 16 gid sdng/8 gid t3i, nhiét d6 27+ 2°C), va trén moi
trudng dudc lam rdn vdi aga 6,5g/1.

- M6t tudn trong mdi trudng MS véi BA 2mg/l, NAA 0,5mg/l va 2,4-D 0,1 mg/1.
MOoi trudng nay khéng cé PEG va glucoz, nhung c6 sacaroz 20g/1.

- M{t tudn trong moi trudng MS véi BA 2mg/l, AIA 0,1mg/l, sacaroz 20mg/l.

- Mot tudn trong moi trudng MS (kh6ng c6 chat diéu hoa ting trudng thuc vat).

Téng cdng qud trinh nudi cdy ndy 12 5 tudn.

T4t cé cdc mdi trudng nudi cdy dugc diéu chinh pH 5,8 trudc sy hip vo tring &

121°C, latm, trong 20 phiit.
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KET QUA VA THAO LUAN
T€ bao tran ngay sau khi dugc c6 14p & trang thdi truong nudc (dnh 1), voi mat

dd 30.000 t€ bao trin/g trong lugng tudi cla 14.

Anh 1 : T€ bao tran khoa tdy sau khi xit Iy enzym (thanh ngang : 30um)
Trong su nudi cdy, t& bao trin Khoai tdy phét tri€n qua cdc giai doan nhu sau:
Trong mdi ttudng 16ng c6 BA 0,05mg/l, NAA 1mg/l va 2,4-D 0,2mg/l, trong toi,
sau 2-4 ngdy nudi cdy, t€ bao trdn thanh 1ap vach va vao l4n phan chia thi nhat

- B L e o \‘f-“‘.l\,

(anh 2).

Anh 2 : Sy phdn chia ldn thit nhdt ciia 1€ bao trdn khoai tdy sau 04 ngay nudi cdy
(thanh ngang : : 8 um)

Trong tudn tht 2, v6i cing moi trudng nudi cdy, nhung dudc l4c, va trong di€u

kién chi€u sdng, nhitng nhém t€ bao xuit hién (dnh 3).
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Anh 3 : Nhém t& bao hinh thanh tix té bao trdn khoai tdy sau 10 ngay nuéi cdy (thanh
ngang : 20pum)

Trong tuan thd 3, trén moi trudng rin véi BA 2mg/l, 2,4-D 0,1mg/l, vd NAA

0,5mg/l, m6 seo phat trién manh (dnh 4).

) ; ]‘

L2l

Anh 4 : M6 seo hinh thanh tix t& bao tran khoai tdy sau 20 ngay nudi cdy (thanh ngang
> 2mm)

Trong tuin thi 4, trén moi trudng chita BA 2mg/l va AIA 0,1 mg/l, md seo ti€p
tuc phét trién manh.

Sau ciing, khi dugc chuyén sang méi trudng khong cé chdt diéu hoa ting
trudng thuc vat, cdc ndt t& bao hinh ciu, vdi bi€u bi bao boc xuit hién, cdc not t&

bao nay nhd 1€n trén md seo (dnh 5).
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Anh 5 : N6t t& bao hinh cdu trén méi truong hkéng c6 chdt diéu hoa tang trudng thuc

vdt (thanh ngang : 0,6mm)

K&t qud dugc trinh bay cho thdy t€ bao tran tit 14 Khoai tdy c6 thé tao dudc
vdch va vao cdc 1dn phan chia lién ti€p trong mdi trudng c6 auxin két hgp vdi
cytokinin. Giai doan t6i, mot tudn sau c6 14p, cAn thi€t cho sy phét trién t€ bao tran,
nhung ¥ nghia cla giai doan t8i duy nhét ciia qué trinh nudi cdy t€ bao tran chua -
dugc hiéu rd (Sihachakr and Ducreux 1987). Su ting néng do BA va gidm ndng do
auxin trong qué trinh nudi cdy nhim tao diéu kién sy tao phdi tif t€ bao thé hé
(Ahloowalia 1991, Komamine ef al. 1992), tuy nhién sy phdn héa & cdc nét t€ bao
hinh cdu trong khdo citu nay chua din tdi sy tao phoi thé hé. Van dé nay ching t6i
s& ti€p tuc tim hiéu.

KET LUAN

1. C6 thé c6 lap t& bao trdn tir 14 Khoai ty dugc nndi cdy in vitro v6i hdn hgp
enzym phan hly vich t€ bio thuc vit cellulaz 0,05% va pectolyaz 0,025% trong

dung dich sorbitol 6%.
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2. Mo s<_3.o phat trién tir t&€ bao trin trén cdc moi trudng c6 auxin va cytokinin
tao nén mot hé thong t&€ bao sin sang cho sy tao phdi thé hé tir t€ bao tran.

Trong thdi gian téi, ching t6i s& tim cdch thu nhan phdi thé hé ti cdc hé thdng
t€ bao dat dudc.

ISOLATION AND CULTURE OF PROTOPLAST FROM LEAVES OF POTATO
(Solanum tuberosum L.)
-Nguyen Thi Hue — Phan Ngo Hoang — Bui Trang Viet

ABSTRACT: Leaves taken from 3-4 week-old cuttings of Solanum tuberosum L. AVRDC 3979
were used as a source for mesophyll protoplast. Protoplasts were prepared by digestion in
0,05% (w/v) cellulase (Sigma) and 0,025% (w/v) pectolyase (Sigma) in 6% sorbitol. Protoplasts
were first placed in liquid medium suppplemented with 250mg/l polyethylen glycol (PEG, PM
6000), 0,05mg/l benzyl adenine (BA), 1mg/l a-naphthalene acetic acid (NAA), and 0,02mg/l
2,4-dichlorophenoxyacetic acid (2,4-D), in the dark, at 27°C for 7 days. The protoplasts
reformed the cell wall within 2-4 days and underwent sustained divisions leading to the
Jormation of small clusters of cells within 7 days. Afterwords, in order to stimulate the growth
of calli, the cultures were trasferred onto different media, at 16-h light regime, 2500-3000 lux,

and 27°C. Small granular callus were obtained on hormone-free MS medium.
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