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TOM TAT

Cu dom (Stephania dielsiana Y. C. Wu) 1a cdy duoc liéu phd bién c6 thé mang lai gia tri kinh té cao. Nhan
giéng in vitro thong qua nudi cdy 16p méng té bao 1a mot phuong phap tiém nang cho phép tao ra lugng 16n cay
con ¢ nang suat va chat lugng tot. Tuy nhién, phuong phap nay van con kha han ché ¢ Viét Nam. Két qua
nghién ctru cho thiy, sat khudn bé mat mau than non bang ethanol 70% trong 1 phut, sau d6 khir tring bing
dung dich HgCl, 0,1% trong 7 phut va nudi ciy trén médi truong dinh dudng MS (Murashige T. va Skoog
F.,1962) b6 sung 0,3 mg/l 6-benzylaminopurine (BAP); 30 g/l sucrose va 6,5 g/l agar cho ti 16 miu sach la
85,96%, tai sinh chdi dat 70,84% sau thoi gian 4 tudn nuoi céy. Cam rng tao md seo va tai sinh chdi trén moi
truong MS bd sung 1,2 mg/l BAP; 0,2 mg/l Kinetin; 0,3 mg/l NAA cho ty 1¢ mau tao md seo 80,83%, mau tai
sinh choi dat ty 1& 78,30% véi thoi gian tai sinh 19,13 ngay. Cam ung tao da chdi trén moi truong MS b sung
0,7 mg/l BAP; 0,2 mg/l Kinetin; 0,3 mg/l NAA cho hiéu qua nhan nhanh va kich thich tang truong chdi tot nhat,
hé s6 nhan chdi dat 3,3 1an, chidu cao chdi dat 3,83 cm, chdi map, khoe va c6 mau xanh. Chdira ré dat 96,68%

va chiéu dai r& trung binh 2,74 cm khi nuéi trén méi trudng MS bd sung 0,2 mg/l NAA; 0,3 mg/I IBA sau 4 tudn.
Tir khéa: Cay duge ligu, Cit dom, mé seo, nudi ciy in vitro, nudi cy lat méng, vi nhan giéng.

1. DPAT VAN DE

Loai Cu dom (Stephama dzelszana Y. C.
Wu) 1a mét vi thudc nam mang ngudn gen quy
da dugc phat hién ¢ Viét Nam dugc ghi trong
Sach do Viét Nam (2007), thudoc ho Tiét dé
(Menispermaceae) la mot loai thuc vat c6 hoa
trong ho Bién buc cat, chira nhiéu hoat chét
duoc liéu quy. Nhiéu nghién ctru dé chi ra rang
trong loai Cti dom c6 chira alkaloid bao gom:
L-tetrahydropalmatin  (rotundian), stephrin,
roemerin c6 tac dung giam dau, an than hiéu
qua, gy té niém mac, gian mach, ha huyét ap,
diéu hoa ho hip va tim mach. Cepharanthin
duogc tim thiy trong Cu dom cé tac dung kich
thich mién dich va lam giam nhe mot cach hiru
hiéu nhitng tic dung phu cta thudc chéng ung
thu (Nguyén Thuong Dong va cong su, 2006).
O Cu dom con phat hién cepharanthin co tac
dung trc ché 2 dong té bao ung thu dai truc
trang va ung thu gan, e ché su phat trién cia
truc khuan lao. Ngoai ra, Ci dom con lam vat
trang tri, lam canh duoc nhiéu ngudi ua
chuong. Hi¢n nay, loai Ci dom dang & muc
canh bao tuyét chung ¢ cidp VU bi+ 2 b,
(Sach doé Viét Nam, 2007) nén can duoc bao
ton va phét trién ngudn gen quy hiém nay.
Nhan gidng bang phuong phap nudi cay in vitro
dic biét 1a nudi cdy lat mong té bao (TCL) ¢
thé giai quyét nhanh chong bai toan trén.

K§ thuat nuéi cdy lat mong té bao da dugc
phat trién hon 30 nim duoc ap dung thanh
cong dbdi v6i nhiéu loai thuc vat (Da Silva,
2003) hodc tao gidng cdy trong chuyén gen
(Nhut va cong su, 2001) ma nhitng phuong
phap nudi ciy truyén théng khac con gip kho
khan. Trong vai nam trd lai day, phuong phap
nay dugc nghién ctru tng dung tai mot sb
phong nudi cdy mé & Viét Nam va da dem lai
hiéu qua dang ké trong qua trinh nhan nhanh
mot sb dbi twong nhu: Phong lan (Nguyen
Quang Thach va cong sy, 2000), Dtra (Nguyén
Quang Thach va cong su, 2004), Dendrobium
aducum (Nguyén Thanh Tung va cong su,
2010), Spilanthes acmella (Singh va cong su,
2009), Sesamum indicum (Chattopadhyaya va
cong su, 2010), Lilium (Nhut va cong sy, 2001;
2002), Hoa ctc vang (Nguyen Van Viet, 2017).

Bai bao nay, cong bd két qua nghién ciru tai
sinh chdi in vitro loai Cti dom tir vat ligu lat
mong té bao dat hiéu qua cao nhim cai tién
quy trinh nhan gidng loai Cii dom phuc vu
thwong mai hoa gidng cay duogc liéu c6 gia tri
kinh té cao nay.

2. PHUONG PHAP NGHIEN CUU
2.1. Vat liéu nghién ciru

DPbi twong nghién ctu: Cay Cu dom
(Stephania dielsiana Y. C. Wu) khoe manh,
khong sau bénh dugc thu thap ngoai tu nhién
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tai Vuon qudc gia Ba Vi va trong tai vuon
uvom Vién Cong nghé sinh hoc Lam nghiép;

Vit li¢u nghién ctru: Than non cay Cua dom
duoc dung lam vat liéu khoi dau;

Hoa chat ding dé khir tring mau: dung dich
HgCl, 0,1%; con 96°;

Moi truong su dung trong thi nghiém nuoi
cdy lat mong cdy Cu dom la mé truong MS
(Murashige va Skoog, 1962), day la moi
truong gidu dinh dudng di duoc ding twong
dbi pho bién trong nudi ciy mo té bao thyc vat.
Cac loai vitamin (B;, By, B¢, By2); cac chét
diéu hoa sinh truéng thyc vat (PHST): Benzyl
amino purine (BAP), Kinetin, Naphthyl acetic
acid (NAA).

2.2. Phuong phap nghién ciru

Tao mdu sach: Mau than non dugc rira sach
bang nudc mdy, dem lic rira bang dung dich xa
phong lodng 3 - 4 1an rdi loai bo hét xa phong,
trang lai that sach béng nudc cat, sat khuan bé
mit mau than non bang ethanol 70% trong 1
phat. Khir tring mau bang HgCl, 0,1%, véi
cac thoi gian khac nhau (5 - 8 phat). Sau moi
lan ding hoa chat dé khir tring déu phai trang
rira mau bang nudc cat vo trung.

Nudi cdy khéi déng: Sau khi khir tring, dung
dao hoic kéo sic cat phan bét hai dau ciia mau
(phan bi tham hoa chat). Phan con lai cit thanh
cac doan c6 hich thude 3 - 5 cm (c6 it nhét 01
mat ngt). Cdy miu trén mdi truong nudi ciy
kho1 dong 1a moéi truong dinh dudng co ban MS
bd sung 0,3 mg/l BAP nham kich thich tai sinh
chdi nhanh cung cép vat liéu cho nghién ctru
tiép theo (Nguyén Quang Thach va cong su,
2000; 2004; Nguyen Van Viet va cong su, 2017,
Nguyén Thanh Tung va cong su, 2010).

Nubi cdy lat méng: Céac chdi in vitro thu
thap ¢ thi nghiém trén dugc dung dé cat lat
mong, dung dao sdc cit ngang chdi thanh cac
lat mong (46 day lat mong duogc kiém tra bang
dung cu panme c6 gia tri 0,4 - 1,6 mm) va céy
1én méi trudng dinh dudng co ban MS bb sung
0,5 mg/l BAP; 0,2 mg/l NAA; 30 g/l sucrose;
6,5 g/l agar, theo ddi két qua trong 5 tuan
(Nguyén Quang Thach va cong sy, 2000; 2004;
Nguyen Van Viet va cong su, 2017; Nguyén

Thanh Tung va cong su, 2010).

Tao mé seo va tdi sinh choi: Cac mau sach
duoc cdy chuyén sang moi truong tao mo seo
va tai sinh chdi 12 méi truong khoang co ban
MS b6 sung 0,4 - 1,2 mg/l BAP; 0 - 0,3 mg/I
NAA; 0 - 0,2 mg/l Kinetin; 30 g/l sucrose; 6,5
g/l agar. Sau 5 tuan nudi cay, thong ké sé miu
tao md seo, s6 mau tai sinh chdi va thoi gian
mAu tai sinh chdi (Nguyen Van Viet va cong
su, 2017).

Nhén nhanh choi: Céc chdi tai sinh tir 14t
cit dugc cdy 1én moi truong nhan nhanh choi
v6i thanh phan méi truong khoang co ban MS
bd sung 0,3 - 1,1 mg/l BAP; 0,3 mg/l NAA;
0,2 mg/l Kinetin; 30 g/l sucorse; 6,5 g/l agar.
Sau 5 tuan nudi cdy, thong ké tong s6 choi tao
thanh va chiéu cao chdi (Nguyén Quang Thach
va cong su, 2000; 2004; Nguyen Van Viet va
cong su, 2017; Nguyén Thanh Tung va cdng
su, 2010).

Tao cdy hoan chinh: Céac chdi co chiéu cao
tor 3 - 4 cm thu dugc tr qua trinh nhan nhanh
s& dugc chuyén sang moi trudng kich thich ra
& tao cdy hoan chinh véi thanh phin moi
truong khoang co ban MS bé sung 0 - 0,5 mg/l
IBA; 0 - 0,5 mg/l NAA; 30 g/l sucrose; 6,5 g/l
agar. Sau 4 tuan khi chdi da ra ré, thong ké sd
chdi ra ré, sb ré, chiéu dai ré (Nguyen Van Viet
va cong su, 2017).

Tat ca cac moi trudng nudi cdy duoc diéu
chinh pH = 5,8 va khu trung ¢ nhiét do 118°C
trong 17 phut, mau dugc nudi dudi anh sang
gian dén neon, thoi gian chiéu sang 14
gio/ngay, cuong do chiéu sang 2000 - 3000 lux,
nhiét d6 phong nudi 25 + 2° C.

Céc thi nghiém duoc bd tri trong cac binh
thuy tinh hinh try (3 - 5 mauw/binh 200 ml), mdi
cong thire thi nghiém sir dung = 30 mau, lap lai
3 1an. S liéu dugc xtr Iy bang phan mém Excel.
3. KET QUA VA THAO LUAN
3.1. Tao miu sach in vitro

Mau than non loai Cti dom sau khi lam sach
va khur tring bang dung dich HgCl2 0,1% véi 5
cong thirc khac nhau vé thoi gian. Sau 4 tuan
nudi cay trén moi truong nudi cay khoi dong,
két qua nghién ctru dugc tinh bay ¢ bang 1.
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Bang 1. Anh hwéong ciia thoi gian khir triung bang HgCl, 0,1% dén hiéu qua tao miu sach
Thoi gian (phut)

CTTN i i Ty 1é méu sach (%) Ty 1€ tai sinh (%)
Lan1 Lan 2
KT, 3 2 32,04 22,06
KT, 4 2 62,01 48,67
KT; 5 2 72,45 61,85
KT, 4 3 85,96 70,84
KTs 4 4 89,26 28,67

thnh: 128,93 >F0]05 = 4,66

Qua két qua (Bang 1) cho thiy, véi than non
loai Ci dom, khi khir trung trong thoi gian 5
phut thi ti 16 mau sach rat thap chi dat 32,04%,
mau c¢6 mau xanh. Khi ting thoi gian khir trung
lén 6 dén 7 phat (KT, KTs;, KT,) ti 16 mau
sach tang 1én 10 rét (62,01 - 85,96%), tai sinh
chdi ciing ting theo ty 18 thuan (48,67 -
70,84%), miu xanh déu, dep. Khi thoi gian
khir tring ting 1én 8 phut (KTs) thi ti 16 mau
sach ting 1én (89,26%), nhung mau lai c6 mau

tham den, kha ning tai sinh chdi kém (28,67%).

Diéu nay ciing twong d6i phu hop bai chat khi
trung 1a hoa chét rat doc, néu khir trung lau hoa
chét s& ngém vao moO thyc vat s€ lam hong
hodc gay doc do d6 chdi khong thé phat sinh
(Jaime A. va cong sy, 2015).

Nhu vay v6i than non loai Cu dom co thé
ding cong thirc khir trung bang HgCl, 0,1%

trong thoi gian 7 phut (chia thanh hai 1an) cho
hiéu qua tét. K&t qua phan tich phuong sai
ciing cho thay su khac nhau (Fy,, > Fy 05), nhu
vay thoi gian khu trung khic nhau da anh
huéng dén kha ning tao mau sach 13 c¢6 y
nghia.
3.2. Anh huéng ciia méi truong dinh dudng
dén kha ning tii sinh chdi tir lat méng

Moi truong dinh dudng 1a nhan t6 quan
trong quyét dinh t6i kha ning tao mé seo va tai
sinh chdi tir nudi cay lat mong. V&i mdi loai
ciy khac nhau, méi truong dinh dudng dung dé
nudi cdy ciing can phai phu hop. Do viy, dé
phat huy ti da kha ning tai sinh chdi, thi
nghi¢m tién hanh nuéi céy chdi dua trén 3 loai
moi truong dinh dudng khac nhau. Két qua
nghién ctru dugc trinh bay ¢ bang 2.

Bang 2. Anh huéng ciia mdi trudng dinh duéng dén kha niing tai sinh chdi

CTTN M&bi trudng Ty 1¢ tai sinh (%)  Chiéu cao TB (cm) Pic diém choi
MT, MS 4333 1,0 et
MT, 15 MS 30,00 0,5 ++
MT; WPM 20,00 0,3 +

Ftinh: 104,75 >FO,05 = 4,06

Ghi chu: (+) xau, den, nho, xop, (++) trung binh, xanh, nho, cung; (+++) tot, xanh, mdp, cung.

Tir két qua thu dugc (Bang 2), cho thiy ty 18
tai sinh chdi trung binh trén mot mau lat mong
O cac cong thuc moi truong khac nhau cho
hiéu qua tai sinh khac nhau. Khi st dung moi
truong MS cac miu cho ty 16 tai sinh cao nhat
(43,33%), v61 2 moi trudong con lai 1a 2MS
cho ty 1& 30% va WPM cho ty 18 20%. C6 thé
1y giai, moi truong MS c6 ham lugng cao céac
géc kim loai nhu Mg++, K',Na’, Zn"",Mn""...
anh huong dén cam tmg tai sinh choi tir cac lat

mong. Méi truong 2 MS va WPM c6 ham
lwong kim loai thip hon so véi MS nén cho ty
1¢ tai sinh khong cao. Vi vay, st dung moéi
truong MS thich hop cho tai sinh chdi tir lat
mong loai Cu dom. Két qua phan tich phuong
sai vé anh huong ctua méi trudng dinh dudng
dén kha nang tai sinh chdi tir lat mong 1a khac
nhau (Fgnp > Fo05), chung to két qua nghién
ciru c6 sy khac biét gilra cac cong thuc thi
nghiém la c6 y nghia.
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3.3. Anh huwéng ciia kich thwéc it méng dén
kha ning tai sinh chdi

Lat mong duogc cit ra tir doan chdi in vitro
voi cac kich thudce khac nhau (0,4 - 1,6 mm),

sau d6 dugc cdy trén moi truong khoang co
ban MS bd sung 0,5 mg/l BAP; 0.2 mg/l NAA.
Theo dbi thi nghiém sau 5 tudn nudi cdy, két
qué dugc trinh bay ¢ bang 3.

Bang 3. Anh hwéng ciia kich thwéc 14t méng dén kha ning tai sinh chdi

cppn  Kich thudc lit méng Ty I tii sinh chéi  Chiéu cao TB/choi Piic difm chdi
(mm) (%) (cm) i
MT, 0,4 41,11 1,00 +
MT; 0,7 51,11 1,20 ++
MT, 1,0 61,10 1,80 +++
MT; 1,3 40,00 1,30 ++
MT; 1,6 28,90 0,80 ++

Ftinh: 46,82 > F0~05 = 3,14

Ghi chii: (+) choi xanh, nho, cimg cdp; (++) choi xanh, trung binh, cirmg cdp; (+++) choi xanh, mdp,

cieng cap.

Mau 14t méng loai Cui dom c6 kich thuéc
0,4 mm (MT4) va 1,6 mm (MTS) cho ty 1€ tai
sinh thap nhat lan luot 1a 41,11%; 28,90% diéu
nay cho thy khi cit 1at qua mong mo bi tén
thwong nhiéu, con khi ¢t qua day lat cit kho
tiép xtc v6i méi truong dinh dudng dé cam
{mg tao mo seo va chdi. Khi ting d6 day lat cit
thi ty 16 tai sinh tang tir 41,11% dén 61,11%
sau d6 bat dau giam xudng, chdi c6 dic diém
t6t xanh, map, cing cap. Nhu vay, kich thudc
lat cit tir 0,7 - 1,3 mm cho ty 1é tai sinh c6 thé
chép nhan duogc, ty 1€ tai sinh cao nhét & kich
thudc do day lat cat 1a 1 mm (61,1%). Qua thi
nghiém, co thé lwa chon 14t cét phu hop cho tai
sinh Cu dom tir 0,7 - 1,3 mm. Két qua phan
tich phuong sai vé kha ning tai sinh chdi tir
cac 1at cit co kich thudc khac nhau cho két qua

khac biét (Fiun > Foos), ching to két qua c6 su
khéc nhau gitra cac cong thirc thi nghiém la c6
y nghia.
3.4. Tao md seo va tai sinh chdi

Viéc bd sung Kinetin, BAP va NAA kich
thich sy phan chia manh mé& cua té bao, dic
biét anh hudng 10 rét 1€n sy hinh thanh va phan
hoa chdi (Nguyén Vin Két va cong su, 2010),
din dén hé sb nhan cua choi tang 1én 1o rét. Thi
nghiém nay dugc thiét ké véi 9 cong thic,
trong d6 co sy thay ddi vé ndng do chét diéu
hoa sinh truong thuc vat. Moéi truong st dung
12 moi truong dinh dudng co ban MS bb sung
0,4 - 1,2 mg/l BAP; 0,2 mg/l Kinetin; 0,3 mg/l
NAA. Két qua thu dugc sau 5 tudn nudi ciy
dugc trinh bay ¢ bang 4.

Bang 4. Anh huéng ciia chat PHST dén kha niing tao mé seo va tai sinh chdi

CT DHST (mg/l) Ty 1¢ mau tao mé Ty 1é miu tai Thoi gian tai

TN BAP Kinetin NAA seo (%) sinh chdi (%)  sinh chdi (ngay)
bC 0,0 0,0 0,0 15,57 13,26 -
MC, 0,4 0,2 - 75,27 73,86 21,13
MG, 0,8 0,2 - 78,60 69,08 24,80
MC; 1,2 0,2 - 80,81 66,86 28,13
MC, 0,4 - 0,3 70,82 67,30 22,47
MC;s 0,8 - 0,3 77,49 61,30 25,47
MCq 1,2 - 0,3 78,60 60,19 28,13
MG, 0,4 0,2 0,3 90,82 69,08 22,80
MCq 0,8 0,2 0,3 86,38 72,63 21,47
MC, 1,2 0,2 0,3 80,83 78,30 19,13

Ftinh: 147,81 > F0~05: 3,45
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Qua két qua ¢ bang 4 cho thay, khi bo sung
BAP (tir 0,4 mg/l 1én 1,2 mg/l), c6 két hop
hoic khong két hop voi Kinetin (0,2 mg/l) va
NAA (0,3 mg/1) cho ty 1é mau tao mé seo giam
va ty 16 mau tai sinh chdi lai khac nhau. Cac s6
liéu cho thdy, khi bd sung BAP véi nong do
ting cao va khi c6 mit Kinetin c6 thé gy tac
dong kim ham hinh thanh mé seo, uu tién phan
héa tai sinh chdi.

Cu thé 13, nhom cong thirc bd sung day du
ca 3 chit BAP, Kinetin va NAA (MC7.9) cho
hi€u qua tao mo seo va tai sinh chdi tét hon ca,
ty 1&¢ mau tao mo seo dat gia tri 80,83% (MCy)
dén 90,82% (MC5), dong thoi thoi gian mau tai
sinh chdi giam tir 22,8 ngay xudng 19,13 ngay.
Ty 1&¢ mau tao mo seo giam nhung ty 1é mau tai
sinh choi lai ting tir 69,08% (MC-) dén 78,3%
(MGCy), cong thtrc MCy cho hi€u qua tai sinh
chdi tét, & cong thurc nay cho ty 1€ tao mod seo
dat 80,83%, ty 1& mAu tai sinh chdi 78,3%, thoi
gian mau tai sinh chéi 19,13 ngay. V&i nhoém
cong thirc moi trudng bod sung thiéu NAA hoic
Kinetin (MC,; dén MCg) déu cho ty 1&¢ mau tao
md seo va tai sinh chdi thap hon so v6i nhom
cong thire bd sung ddy du ca 3 loai chat didu
hoa sinh truéng (BAP, Kinetin, NAA), ty 1¢
mau tao md seo tai cong thic MC ¢ dat 70,82%
dén 80,81%, ty 1& mau tai sinh chdi dat 60,19%
dén 73,86%, thoi gian tai sinh chdi tir 21,13

ngay dén 28,13.

Nhu vay, cong thic moi truong cho kha
nang tao mo seo va tai sinh chdi hiéu qua la
cong thue MCy, voi moi truong dinh dudng co
ban MS bd sung 1,2 mg/l BAP; 0,2 mg/l
Kinetin; 0,3 mg/l NAA, ty 1¢ mau tao mo seo
dat 80,83%, ty 1&¢ mau tai sinh dat 78,30%, thoi
gian mau tai sinh nhanh 19,13 ngay. Két qua
phan tich phuong sai cho thdy kha ning tai
sinh chdi tir cac cong thirc moi truong khac
nhau (Finn > Fo0s), chimg to két qua c6 su khac
biét gilta cac cong thirc thi nghiém 1a co6 y
nghia.

3.5. Anh huéng ciia nong do chat PHST dén
khé niing nhan nhanh chdi

Giai doan nhan nhanh va kich thich tang
trudng chdi 1a giai doan quan trong, then chét
quyét dinh hiéu qua va téc do cua ca mot quy
trinh nhan gidng in vitro. Vi vdy, nghién ctu
két hop chét diéu hoa sinh truong thudc nhom
Cytokinin (BAP, Kinetin) va Auxin (NAA)
vao méi trudng nudi cdy dé kich thich chdi
phan hoa nhanh va nhiéu déng thoi kich thich
chdi tang truong vé chidu cao. Thi nghiém nay
dugc thiét ké véi 5 cong thic, trong d6 dung
moi trudng dinh dudng co ban MS bo sung 0,3
- 1,1 mg/l BAP; 0,2 mg/l Kinetin; 0,3 mg/l
NAA. Két qua thu dugc sau 5 tudn nudi ciy
duoc trinh bay ¢ bang 5.

Bang 5. Anh huéng ciia nong dé chat PHST dén kha ning nhan nhanh chdi

Chit PHST (mg/l) Ty 1¢ tao choi  S6 chdi TB Chiéu cao Pic diém

CTTN o As As As
Kinetin NAA BAP (%) (choi) choi (cm) choi

bC 0,0 0,0 00 10,00 0,65 0,78 +
NN, 0,2 0,3 0,3 40,67 1,67 2,83 ++
NN, 0,2 0,3 0,5 61,67 2,30 3,30 ++
NN, 0,2 0,3 0,7 91,67 3,30 3,83 +H+
NN, 0,2 0,3 0,9 71,67 2,30 3,00 et
NN; 0,2 0,3 1,1 42,67 1,78 2,50 ++

Ftinh: 64,78 > F0’05 = 3,21

Ghi chu: (+) chéi xau, vang, nho, mém, (++) IB, xanh, nho, cung; (+++) tot, xanh, mdp, cung.

Tir két qua bang 5 cho thdy, nong do cac
chat DPHST khéc nhau anh huong tao su khac
biét d6i voi nhan nhanh chdi Ca dom. Trong 5
cong thuc thi nghiém & giai doan nhan nhanh

chdi Cii dom thi hé s6 nhan chdi dao dong
khoang 1,67 - 3,30. Cong thirc NN3 cho hé sb
nhan chdi cao nhét (3,30 lﬁn), cac choi tao
thanh déu ¢ dic diém map, xanh, khoe, nhiéu
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14 va dong déu. Két qua trén ciing twong dong
voi cac nghién ctru cua Nguyén Vin Vinh va
cong su (2011). Vi vay, sur dung cong thirc moi
truong MS bo sung 0,2 mg/l Kinetin; 0,3 mg/1
NAA; 0,7 mg/l BAP thich hgp cho nhan nhanh
chdi cay Cu dom. Két qua phan tich phuong
sai cho thdy anh hudng cua t6 hop chat PHST
dén kha nhan nhanh chdi ¢ su khac nhau
(Feinn > Foos ), ching to cac cong thirc thi
nghiém khac nhau cho két qua sai khac c6 y
nghia.
3.6. Kich thich ra ré tao ciy hoan chinh

Giai doan cubi cing 13 tao cdy hoan chinh,
diéu khién biét hoa chdi ra ré tao cdy con (co

than, 14 va ré ddy du). Hau hét déu sir dung
chat diéu hoa sinh truéng thudc nhém auxin
(NAA, IBA...) dé kich thich ra r&. Tuy nhién,
mdi loai cay tréng lai co sy tich iy ham lugng
auxin ndi sinh khac nhau, vi vdy can xac dinh
duoc ham luong auxin bd sung phit hop cho ra
1& in vitro ting loai cdy cu thé. Trong nghién
clru nay, ching t6i st dung mdi truong dinh
dudng MS bd sung cac chat PHST c6 ndng do
khac nhau. Nhing chdi Cu dom khée manh,
xanh, map, co chiéu cao tir 3 - 4 cm, thu duoc
tir qua trinh nhan nhanh s& duoc chuyén sang
mai truong tao ré. Két qua thi nghiém thu dugc
sau 4 tuan theo dbi duoc trinh bay trong bang 6.

Bang 6. Anh hudng ciia chit PHST dén kha ning ra ré tao cAy hoan chinh

CTIN Chat DHST (mg/l) 1y 1¢ chbira o a0 ey Chiéu dai ré Chz:it lwgng
IBA re (%) (cm) ciy con

R, - - 0,00 0,00 0,00 -

R, 0,3 - 65,00 2,80 1,60 +

R, 0,5 - 78,88 3,13 2,34 ++
R, - 0,3 88,89 3,18 2,33 +
R, - 0,5 92,22 3,67 2,56 ——
Rs 0,2 0,3 96,68 3,70 2,74 T
R¢ 0,2 0,5 94,33 3,63 2,67 T

Fn’nh: 199,61 > FO,OS = 3,15

Ghi chii: (+++) ré phat trién tot, trang, mdp, nhiéu ré phu; (++) ré phdt trién kha, trdng, it ré phu;

(+) ré phat trién kém.

Két qua (Bang 6) cho thdy, tit ca cac cong
thirc thi nghiém déu cho két qua cao, ty 1¢ choi
ra ré dat tir 65% tré 1én. Tuy nhién, cong thirc
moi trudng Rs bo sung ddy du ca IBA va NAA
cho hiéu qua tao ré t6t nhat, ty 1& chdi ra ré dat

96,68%, s 1& TB/cay dat 3,7 r&, r& dai 2,74 cm.

Céc cong thirc moi truong chi bo sung riéng 1&
IBA hoac NAA cho hiéu qua kém hon so voi
cac cong thirc bd sung day du ca 2 loai, ty 18
chdi ra r& dat tir 65% (R,) dén 92,22% (Ry); sb
ré TB/cay dat tir 2,8 & (R;) va 3,67 ré (Ry);
chiéu dai ré ciing ngan hon chi dat 1,6 cm (R))
dén 2,56 cm (Ry).

Nhu vay, cong thitc moi truong cho hi¢u
qua tao ré tot 1a moi trudng MS ¢6 bd sung 0,2
mg/l IBA, 0,3 mg/l NAA, ty 1& chdi ra ré dat
96,68%, s6 r& TB/chdi dat 3,7 ré, chiéu dai ré
2,74 cm, ré dai va c6 mau tring xanh. Két qua

phan tich phwong sai cho thdy sy khac nhau
(Ftinh > Fo,05), nghia la néng do céac chat DPHST
khac nhau c6 anh huong rd rét dén kha ning
tao ré.

4. KET LUAN

Nghién ctru tai sinh chdi bang phuong phap
nudi cy lat mong té bao loai Ctu dom da budc
dau thanh cong voi két qua cu thé nhu sau:

Khir tring mau bang HgCl, 0,1% trong thoi
gian 7 phut cho ty 1& mau sach dat 85,96%,
mau sach ti sinh chéi dat 70,84%, miu c6
mau xanh tuoi.

Nudi cdy tai sinh chdi bang méi truong dinh
dudng co ban MS b sung 1,2 mg/l BAP; 0,2
mg/l Kinetin; 0,3 mg/l NAA; 30 g/l sucrose;
6,5 g/l agar, ty 1¢ tao mo seo dat 80,83%, ty 1&
mAu tai sinh chdi dat 78,30%, thoi gian mau tai
sinh chdi 1a 19,13 ngay.
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Nhén nhanh chdi bang méi truong dinh
dudng co ban MS bd sung 0,7 mg/l BAP; 0,2
mg/l Kinetin; 0,3 mg/l NAA; 30 g/l sucrose;
6,5 g/l agar, hi€u qud nhan nhanh chdi dat
trung binh 3,3 chdi/mau, chiu cao trung binh
cua chdi dat 3,83 c¢m, choi map, khoe, c6 mau
xanh dam.

Kich thich ra ré tao cy hoan chinh véi méi
truong dinh dudng co ban MS bd sung 0,3
mg/l IBA; 0,2 mg/l NAA; 30 g/l sucrose; 6,5
g/l agar, chdi ra ré dat 96,68%, sb r& TB/cdy
dat 3,7 1&, chiéu dai trung binh r& 13 2,74 cm,
ré nhiéu va mau tring sang.

Hinh 1. Céc giai doan trong quy trinh nhan giéng loai Ci dom tir vit liéu lat méng
a) Mau cdy ban dau, tdi sinh choi; b) Mdu ldt méng sau 5 ngdy; ¢) Mau tao mé seo va tdi sinh choi;
d) Choi hitu hiéu sau 5 tuan; e) Nhdn nhanh choi & cong thirc NN3 sau 5 tudn; f) Nhdn nhanh chéoi & NN4
sau 5 tuan; 2) Ra ré tai Ry; h) Ra 7é tai R..
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AN EFFICIENT REGENERATION SYSTEM THROUGH THIN CELL
LAYER CULTURE OF Stephania dielsiana Y.C. WU

Nguyen Van Viet', Nguyen Thi Thuy Duongz, Tran Viet Ha'®, Pham Thi Huyen4
L33 ietnam National University of Forestry
“Ninh Binh Medical College

SUMMARY

Stephania dielsiana Y.C. Wu is a Medicinal plant which can bring highly economic and medicinal value. Thin
cell layer (TCL) culture is a potential method for in vitro propagation of S. dielsiana. However, this method is
still limited in Vietnam. After sterilization with HgCl, 0.1% solution for 7 minutes and being cultured on
Murashige T. and Skoog F. (1962) medium supplemented with 6-benzyl amino purine (BAP) 0.3 mg/l, sucrose
30 g/l, agar 6.5 g/l, the cultured samples were recorded with clean materials percentage of 85.96%, shoots were
generated of 70.84% after 4 weeks. Callus induction and shoot regeneration on MS medium supplemented with
BAP 1.2 mg/l, Kinetin 0.2 mg/l, a-naphthaleneacetic acid (NAA) 0.3 mg/l were obtained with 80.83% and
78.30%, respectively. Shoots were generated after 19.13 days on average. Multi shoots were generated by
culturing on MS medium supplemented with BAP 0.7 mg/l; Kinetin 0.2 mg/l; NAA 0.3 mg/l, the result was
indicated by multi shoot rate reaching 3.3 and the average length of the shoot being 3.83 cm. Shoots were green
and healthy. Highest rooting rate (96.68%) was obtained on MS medium supplemented with NAA 0.2 mg/I,
IBA 0.3 mg/l, and root length reaching 2.74 cm after 4 weeks of culture.

Keywords: Callus, in vitro, medicinal plants, micropropagation, Stephania dielsiana, thin cell layer.
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