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TOM TAT: Dich treo té bao Taxus wallichiana duoc 1qo ra tic mé seo c6 nguon goc tir
thdan non cdy Taxus wallichiana Ldm Déng trén moi ireong khdang B5 ¢6 b6 sung 2,4-D 4mg/l
+ kinetin Img/l. Sw tang trudng cua dich freo 1 bao chiu anh huéng béi ham leong
saccharose va ham lugng cdc chat d!eu hoa Sinh trudng thuc vdt trong moi truong nudi cdy. S
tang truong cua dich treo 16 bao 16t nhdt khi trong méi truong nuoi cdy ¢6 s hién dién cia
saccharose 30g/l va 2,4-D Smg/l két hop voi kinetin 0,5mg/l. Su 1iét cdc hop chdt polyphenol ra
moi truong nuoi cdy lam giam su tdng trudng cia dich treo 1¢ bao va viéc sic dung PVP ham
lwong 30g/1 16 ra cé kha nang ddy I tdc dong can cua polyphenol va givip cho sw tdng trieong
ciia dich treo té bao.

T khoa: dich treo té bao, mb seo, taxol, Taxus wallichiana

1. MO DAU

Taxol duoc sit dung 1am thudc chita mot s6 bénh ung thu dic biét 1a ung thu va va ung thu
budng tring. Su thu nhén taxol tir vo cac cdy Taxus huy hoai ngudn gen thi€n nhién va anh
hudng den mdi trudng sinh thai (Seiki va Furusaki, 1996) [9]. Viéc san xudt taxol tir cic hé
thong té bao in vitro da va dang dugc dic biét quan tdm bai cac nha khoa hoc & nhiéu nudc trén
thé gidi, vi ddy 1a phuong phap duogc xem nhu 6n dinh nhat va hiéu quéa nhit dé san xuét taxol
(Jaziri va cong su, 1996) [6]. Dich treo té bao 1a hé thong té bao thuong dugc sir dung nhit va
da ap dung thanh cong & nhidu loai thuc vét dé thu nhan cac hop chat thi cép néi chung va
alkaloid noi riéng (DiCosmo va cong su, 1996; Fisher va cong su, 1999) [3, 4]. Su tang trudng
ctia dich treo té bao chiu anh hudng cia nhiéu yeu td vat ly (nhiét do, anh sang, do théng
khi...) ciing nhu thanh phén va ham lugng cac chét trong moi truong nudi cay nhu saccharose,
cac chét diéu hoa sinh truémng thue vat, cac chét chéng oxy ho4 cac hop chét phenoI do té bao
tiét ra mdi truong nudi cdy (acid citric, acid ascorbic...) hay chét lién két véi cac hop chét
phenol nhu PVP (polyvinyl pyrollxdone) . (Dicosmo va cdng su, 1996) [3]. Do dd, trong bai
nay ching t6i trinh bay cac két qua nghlen ciu vé anh huéng cta saccharose, 2,4-D phdi hop
v6i kinetin, PVP va acid ascorbic trén su tidng truong cua dich treo té bao cdy théng dé Lam
Ddng Taxus wallichiana Zucc.

2. NGUYEN LIEU VA PHUONG PHAP

2.1. Nguyén liéu

M5 seo tir than non Taxus wallichiana Zucc. (théng do Lam Dong) duoc nudi cdy trén moi
trudng B5 (Gamborg va cong su, 1968) [5] ¢o b sung 2,4-D 4mg/l két hop véi kmetm 1mg/l
(Cusidé va cong su 2002) [2] vadaqua 4 -6 lan cy chuyén.

2.2. Phwong phap

2.2.1. Nuéi cdy dich treo 1¢ bio

Dich treo t& bao dugc tao bing céch dit md seo vao mdi trudng BS 16ng véi saccharose
20g/1,2,4-D 4mg/l, kinetin lmgfl va dugc lac & vén toc 80 vong/phut & trong tdi, nhiét do 22 +

2°¢, 4m d6 70 £ 2%. Dich treo té bao dugc cdy chuyén sau mdi 2 tudn. Dudng cong ting trudng
cua dich treo t& bao theo thé tich té bao lang (SCV, settled cell volume) dugce xac dinh.
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2.2.2. Anh hwéng ciia ham luwong sacclmmse, sw phdi hop 2,4-D va kinetin, PVP va acid
ascorbic trén sw ting truéng ciia dich treo té bao

Saccharose 20, 30 va 40g/l, 2,4-D 1 — Smg/l két hop véi kinetin 0,5 va lmg/l PVP 15, 30
va 60mg/l va acid ascorbic 15, 30 va 60mg/] duoc bd sung vao moi trudng nudi chy. Khao sat
su gia tang SCV cia dich treo t& bao sau 2 tudn nudi cay.

3. KET QUA, THAO LUAN
3.1.Sw tao dich treo té bao

Su phéng thich céc nhém nho t& bao va cac te bao don tir mé seo vao méi trudng 1ong dugc
thdy 16 sau 1 - 2 tudn nubi cdy. Dich treo té bao dn dinh sau 3 — 4 lan cdy chuyén. Dich treo té
bao ban dau c6 mau vang nhat, kich thuéc cic cum té bao khdng déu nhau (anh 1). Duéi kinh
hién vi, té bao c6 dang tron, nguyén sinh chat ddm dic véi nhidu hat tinh bot (anh 2)

Anh 1. Dich treo t& bao tir mé s¢o ¢6 ngudn gbc Anh 2. Cum té bao trong dich treo té bao tir
than non trong méi truong véi saccharose 20g/l, md seo co6 ngudn goc thin non trong moi
2,4-D 4mg/l va kinetin 1mg/l sau lin cdy chuyén truong vdi saccharose 20g/l, 2,4-D 4mg/l va
dau tién kinetin 1mg/l sau lin cdy chuyén dau tién

Dich treo té bao tir thén non téng truéng chdm (hinh 1). Sau nhiéu lan cdy chuyen cum té
bao trong dich treo vén duy tri hinh dang giéng nhu ban dau nhung mau sac chuyén tir ndu nhat
sang niu ddm ddng thoi voi su giam ting truéng cua dich treo té bao.

G5 o ro— : —
4 -
3.5 1.
~ 3 d
E 25
g 2
1.5 -
1 .
0.5 -
o] - r v .
o 5 10 15 20 25 30
Th&i gian (ngay)

Hinh 1. BPudng cong ting truong cua dich treo té bao tir than non Taxus wallichiana trong moi trudng
16ng voi saccharose 20g/1, 2,4-D 4mg/l va kinetin 1mg/I

Sau 4 thang nudi cay, dich treo té bao gém cac cum (kich thuée 0,05 — 1,5mm) va céc té
bao cd lap. Dudi kinh hién vi c6 thé quan sat thay tinh bot trong té bao cb lap ciing nhu trong
cum té bao nhung sb lugng it hon so véi thoi gian dAu.

Trong céc té bao cb 14p, cac hat tinh bot cha yeu tap trung & vung dudi mang nguyen sinh
chét (anh 3). Sy giam tang trudng cua dich treo té bao c6 1& phén nao lién quan dén su giam sé
luong cac hat tinh bot trong té bao.
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Anh 3. Té bao ¢ lap trong dich treo té bao trong mdi truong cé saccharose 20g/1, 2,4-D 4/l va kinetin
Img/l sau 4 thang nudi cay

3.2. Anh huéng ciia hAm lwong saccharose trong mdi trudng nudi cdy trén sy ting
truedng cia dich treo té bao

Anh hudng ctia ham lugng saccharose trén su ting trudng cua dich treo té bao duoc danh
gi4 qua su gia tang thé tich té bao ling sau 2 tufn nubi cdy (cudi giai doan ting trudng nhanh
ctia dich treo té bao nhu duoc chi trong hinh 1).

Ham luong saccharose 30g/l trong mdi trudng nudi cdy gitp cho su ting trudng cia huyén
pht & bao tét hon so véi ham luong 20g/l va 40g/1 (hinh 2), két qua nay pht hop véi nhan xét
cua Kim va cdng su (2001) [7] khi nudi cay té bao Taxus chinensis. Saccharose 20g/1 trong moi
truong nudi cdy cé 18 khong cung cap du nang luong cho céc hoat dong bién dudng cia té bao
trong mdi trudng trudng 10ng nén sy phén chia te bao xay ra yéu dan dén sy gia tang thé tich té
bao lang thap. Saccharose 40g/l lam tang ap sudt tham thu ctia moi trudng long, gy tré ngai
cho cac hoat dong bién dudng cia té bao nén gép phin vao viéc han ché su ting truéng ciia
dich treo té bao.

1 ] 3
Ham lugng saccharose (g/l)

Hinh 2.Anh hudng ctia ham lugng saccharose trén sy tang trudng cia dich treo té bao sau 2 tuin nudi
cay trong mdi truong voi 2,4-D 4mg/l va kinetin Img/|

Saccharose 30g/1 (biéu d6 3) giap thé tich té bio ling téng gép 3 1an sau 21 ngay nudi cly
ma diéu nay khong dat duge voi saccharose 20g/1 trong moi trudng nudi ciy.
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‘Hinh 3. Pudng cong tang trudng cua dich treo te bdo trong mdi trudng voi saccharose 30g/l 2,4-D
4mg/l va kinetin 1mg/l
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3.3.Anh huéng cua ham lwong chit diéu hoa sinh truong thue vt trén su ting
trwéng cia dich treo té bao
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Hinh 4. Anh hudng ctia ham lugng 2,4-D va kinetin trén su tang trudng cua dich treo té bao trong moi
trudng vai saccharose 30g/1

Su gia tang ham luong 2,4-D trong moi trudong nudi cdy ¢ anh hudng tich cuc dén su
tang trudng cua dich treo tc bao. Khi moi trudong ¢6 2,4-D & ham lwong thép (1 — 2mg/l), su
tang trudng cua dich treo t& bao to ra tét hon khi ham lugng kinetin cao (1mg/l). Nguoc lai,
khi ham lugng 2,4- D cao (3 — 5mg/l), su tang truong cua dich treo té bao t&t hon khi ham lugng
kinetin thap (0,5mg/l). Trong tat ca cac mdi trudong khao sat, mdi truong cbd bd sung 2,4- D
5mg/1 phbi hop véi kinetin 0,5mg/l c6 hiéu qua cao nhat ddi véi su tang truéng cua dich treo té
bao (hinh 4).

3.5.Anh hudng cia PVP va acid ascorbic trén sw ting trudng cia dich treo té bao

PVP c6 vai tro lién két véi cac hop chat polyphenol ngan can tac dong cua cac hop chét
ndy lén sy téng truong cua dich treo te bao (Salzman va cong su, 1999) [8]. Vi véy, su hién
dién cia PVP trong mdi trudng nudi cdy kich thich manh sy tang trudng cia dich treo té bao
Taxus wallichiana, dic biét 1a & ham lugng 30mg/1 (hinh 5).

Acid ascorbic 14 chét can hiru hiéu su oxy hoa cac hop chat polyphenol do té bao tiét ra
trong cac dich treo chudi (Tran Thanh Huong va cong sy, 2003) [10] hay Solanum laciniatum
(Chandler va cong sy, 1983) [1] nhung lai khong ¢6 hiéu qua trong thi nghiém nay va can ting
trudng cua dich treo té bao & ndng dd cao (60mg/l).
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Hinh 5. Anh hudng cia ham lugng PVP va acid ascorbic trén sy ting trudng cia dich treo té bao sau 2
tudn nudi cdy (trong moi trudng véi saccharose 30g/1, 2,4-D Smg/l va Kinetin 0,5ng/1)

4. KET LUAN

Su thay ddi ham luong cia mdt s& chét trong méi trudng nudi cdy c6 anh hudng 5 rét dén
su tang trudong cua dich treo té bao tir md seo c6 ngudn gbe thin non Taxus wallichiana.
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Saccharose 30g/l, 2,4-D 5mg/l va kinetin 0,5mg/l trong mdi trudng nudi céy c6 hiéu qua cao
trén su gia ting thé tich té bao lang cia dich treo té bao. PVP ham luong 30mg/l gitip cho su
tang truong cua dich treo té bao, tuy nhién, acid ascorbic hoan toan khong ¢ hiéu qua trong
truong hop nay. Trong tuong lai, ching toi tiép tuc tim hiéu sy san xudt taxol va cac hop chit
lién quan tir dich treo t& bao thu dugc.

Léi cdm on : Chdn thanh cdm on Trung tam Nghién ciru Lam sinh Lam Dong dd hé tro
nguyén liéu thuc vat, GSTS Mai T rdn Ngoc Tiéng va PGS TS Tran Vin Minh da cho nhitng y
kién qui bau.

STUDYING ON GROWTH OF TAXUS WALLICHIANA ZUCC. CELL
SUSPENSION CULTURES

Le Thi Thuy Tien”, Bui Trang Viet”, Nguyen Duc Luongm
(1) University of Technology, VNU- HCM
(2)University of Natural Sciences, VNU-HCM

ABSTRACT : Taxus wallichiana Zucc. cell suspension cultures were made from calli
derived from young stem segments of Lamdong Taxus wallichiana, on B5 medium with 30g/I
sucrose, Smg/l 2, 4-D and 0,5mg/l kinetin. Polyphenols excreted by cells reduced cell
suspension growth. Polyvinyl pirrolidone (PVP, 30mg/l) limited effect of polyphenols and
increased growth of these cell suspensions.
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