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Tom tit

Cay xa den [Ehretia asperula Zoll. et Mor] thudc ho Boraginaceae la cdy thdo duoc cé tac
dung hitu hiéu trong viéc diéu tri mun nhot, tiéu viém, gidi doc va dwoc nghién ciru nhiéu vé thanh
phan hod hoc ciing nhu hoat chdt c6 kha ndng khang sw phan chia té bao ung thi. Viéc nhdn giong
cdy xa den la can thiét nham muc dich bdo ton giong va lam nguyén liéu cho nganh dwoc hoc.
Trong nghién citu nay, si tao choi tir doan choi ndch ciia cdy xa den trong ngodi vieon dwoc nudi
cdy trén méi truong MS. Qua mét sé thi nghiém khao sdt dnh hwong ciia chat diéu hoa sinh trudng
Ién su tao choi xa den, chung toi nhdn thcfy doan choi non cia cdy xg den ngoai tu nhién co kha
nang nhan choi tot véi méi truong MS c¢é bé sung BA (0,6 mg/l) cho sé lwong choi phdt sinh la 4
chéi/mau.
Tir khod: choi ndch non, Ehretia asperula Zoll. et Mor-., in vitro, nhdn choi, xa den
Abstract

HIGH FREQUENCY SHOOT MULTIPLICATION OF XA DEN CULTURED IN VITRO

Xa den (Ehretia asperula Zoll. et Mor) belongs to the family Boraginaceae which is effective
in treating pimples, inflammation, detoxification. Many researches on the chemical compositions as
well as secondary compounds were studied. Propagation of Xa den tree is necessary for the
purpose of preserving seeds and materials for the pharmaceutical industry. In this study, shoot
formation from young shoots of Xa den cultivated in the garden was cultured on MS medium. In
some experiments, the effects of growth regulators on young shoots, we found that the young shoots
of Xa den in garden were capable of propagating well with MS medium supplemented BAP (0.6
mg/1) for 4 shoots/sample.

1. Mé diu

Nudi cdy mé thyc vat 1a qué trinh nhan gidng vo tinh thyc vat trong dng nghiém. Nudi ciy
mo thuc vat 1a pham tru khai niém chung cho tat ca cac k¥ thuat nudi c?iy cac by phéan khac nhau (té
bao, md, co quan...) trong mdi trudng nhan tao dudi diéu kién vo tring. K§ thuat in vitro duwa trén
nguyén ly 1a té bao thuc vat co tinh toan nang, nghia la tr mdt mo, mot co quan, té bao bat ky mot
bd phan nao cua cdy déu c6 thé phat trién thanh mot cdy hoan chinh néu dugc nudi trong moi
truong thich hop (Hoang Thu, 2009; Nguyén Vin Uyén, 1993). K¥ thuat nhan giéng in vitro khéng

57


mailto:tramptm@tdmu.edu.vn

Pham Thi My Tram... Nghién ctru nhén chdi cdy xa den bdng phwong phdp invitro

chi tng dung dé nhan gidng va phuc trang cdy trong ma nd con dem lai hiéu qua kinh té cao trong
viéc nhan nhanh va tao ra mot sd lugng 16n cay con déng déu, sach bénh, dic biét 1a con gitr dugc
tinh trang quy cua bd me va cho phép chu dong cung cip ngudn gidng ciing nhu vat 1iéu v tring
cho céac thi nghiém (Nguyén Ptrc Lugng & Nguyén Thi Thuy Tién, 2002). Ngay nay, y dugc hoc
phat trién, cting voi né 13 nhitng bai thuc dan gian ciing dan dan duoc tim ra va mot trong sd nhimng
bai thudc dan gian d6 1a tim cdy thudc trong tw nhién c6 nhitng tac dung wu viée trong diéu tri cac
bénh ung thu, mun nhot,... cua con ngudi. Mot trong nhiing cay thube dan gian do 1a cdy xa den, nd
c6 rat nhidu tac dung va déng vai tro khong thé thiéu trong cac bai thude ¢ truyén.

Xa den c6 tén khoa hoc 1a Ehretia asperula Zoll. et Mor., thudc ho Boraginaceae, la cay bui
truon, co tac dung hitu hiéu trong viéc diéu tri mun nhot, tiéu viém, giai doc, thong kinh, stir dung
trong tri bénh ung thu gan (Lé Thi Thiy Tién & Tran Vian Minh, 2015). Dich chiét tir loai xa den c6
hoat tinh gay doc té bao, khang lai cac dong té bao HEPA-2B (ung thu gan), COLO-25 (ung thu
rudt két), KH (ung thu miii hdu) va khang virus HIV (Ly va cs., 2006). Hién nay cdy xa den 1a loai
cdy nho dugc trong phd bién & cac tinh thanh nhu Son La, Hoa Binh, Ha Nam, Quang Binh. Tuy
nhién, loai cay nay dang bi can kiét dan trong tu nhién do bi khai thac nhiéu. Do vay, cong tac nhan
gidng va trong lai dé bao tdn ngudn gen va cung cip ngudn dugce liéu tir ciy xa den 1 van dé dang
duoc nhiéu nha khoa hoc quan tdm nghién ctru. Tu co sé trén, nhém chung t61 da thuc hién dé tai:
“Nghién ctru nhan chdi xa den Ehretia asperula Zoll. et Mor. bang phwong phap in vitro”.

2. Vit liéu va phuwong phap
Vit li¢u: Cay xa den Ehretia asperula Zoll. et Mor. ngoai ty nhién.

Phwong phap

Mau choi nach cay xa den ngoai
vuon

Xa phong, con 70% phut

Khir tring mau cay
vai Javel 30%/5 phut

A\ 4

Tao choi

v
Nhan choi

Hinh 1. So do quy trinh thi nghiém
Thi nghi¢gm 1. Khdo sdt anh huong ciia nong do BAP két hop NAA dén kha nang nhan choi
in vitro cua cdy xa den
MOi truong MS tao choi chira 0,6 mg/l BAP két hop véi cac nong dd NAA khao sat (bang 1):
Bdng 1. Cong thitc nong do NAA Ién vat liu in vitro cay xa den
Cong thirc bC CT1 CT2 CT3 CT4
Nong do NAA (mg/l) 0 05 1 15 2
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Chi tiéu theo ddi sau 30 ngay: (1) hinh théi ctia chdi; (2) s6 luong chdi hinh thanh/1 miu ciy

Thi nghi¢m 2. Khdo sdt anh hwéng ciia nude diva dén kha nang nhan chéi in vitro ciia cdy xa
den.

Dé ting hé sé nhan chdi, ta két hop moéi truong tao chdi tét nhét & thi nghiém 1 véi thé tich
nudc dira phu hop tim dugc dudi bang cong thirc dudi day:

Bing 2. Cong thitc thé tich nude dira 1én vit liéu in vitro cdy xa den
Cong thire bC CT1 CT2 CT3 CT4

Thé tich nude dira (ml) 0 5%V 10%V 15%V 20%V

Chi tiéu theo d&i sau 30 ngay: (1) hinh thai ctia chdi; (2) s6 chdi hinh thanh/1 mau cdy
Phwong phdp xi li s6 liéu: M&i nghiém thire dugc lap lai 3 1an. S6 lidu duge xtr 1i bang phan
mém Microsoft Excel.

3. Két qua va théo luin

3.1. Tao vt liéu in vitro cdy xa den

Poan chdi non xa den trong ngoai vudn duoc str dung cho qua trinh tao chdi in vitro. Pau
tién, mau chdi non s& duoc cit khoang 3 — 4cm, dem rira v6i xa phong trong vong 10 phut, sau d6
rira lai nhiéu 1an dudi voi nude may. Mau s& duoc dua vao ti céy va rtra lai 3 1an bf?mg nudce cét roi
sir dung con 700 dé rira miu trong 1 phut. Sau khi lic trong con thi mau s& dugc rira lai bang nudc
cit. Mau sé tiép tuc duoc chuyén vao binh tam gidc chira Javen 30%, lic nhe trong 5 phit. Sau do,
mau s& duoc ria lai bang nudc cit vo trung 5 1an. ThAm miu trén gidy loc rdi cit cac doan than co
chdi nach dé cdy vao binh méi truong MS c6 chira BAP 0,6 mg/l. Pay 1a budc quan trong trong
nudi cdy md ciy xa den. Sau 2 tudn thi mau bat dau xuat hién chdi & cac nach 1a. Va sau 1 thang thi
céc chdi ndy s& dugc cay chuyén qua cac binh méi trudng méi dé nhan s lugng choi (hinh 2, 3)

Hinh 2. Mdu chéi nach ciia cdy xa den ngoai ty nhién
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Hinh 3. Mdu v0 tring séng phéat
sinh choi

3.2 Anh hwéng ciia néng dp BAP két hop NAA dén khd ning nhan chéi in vitro cia cay
Xa den

Qua theo ddi su hinh thanh ciia miu ciy trong 30 ngay ¢ méi truong MS bé sung 0,6 mg/l
BAP va cac ndong do NAA khac nhau, két qua dugc ghi nhan & bang 3. O méi trudng MS c6 bd
sung BAP va NAA véi n6ng dd 0 mg/l thi tao seo nhd, chdi phat trién tdt, xanh, ra nhiéu 14 non,
mdi truong khong bi ndu héa sau 3 tuan. Con & moi truong MS bd sung BAP va 0,5 mg/l NAA thi
s6 choi giam, 1a nho, chua phat trién 14 to trén chdi, seo to phat trién quanh géc. Moi truong MS bd
sung BAP va Img/l NAA rat it chdi, seo to phat trién quanh gdc méi trudng bi ndu hoa sau 3 tuan.
Con lai moi truong MS bo sung BAP va NAA véi nong do 1,5 mg/l va 2 mg/l thi tao seo quanh
gdc, khong tao chdi, mdi truong bi nau va chuyén sang mau den.

Bdng 3. So choi va 14 hinh thanh sau 4 tuan nudi cay véi 0,6 mg/l BAP két hop véi cac nong do
NAA khac nhau

Chit diéu hoa sinh £ 1 A. A S6 chdi TB ting 1én sau | S6 la TB trén 1 choi sau
- So choi ban dau A Ae K X A £
truong 4 tuin nuoi cay 4 tuiin nuoi cay

0.6 mg/l TV mg/l 1 4+122 8+ 141
0,6 mg/l BN,BXDA+ 0,5 mg/l 1 0.8+ 0,45 364219

0,6 mg/l 5§Z+ 1 mg/l 1 04055 0,8+ 1,09
0,6 mg/l BNA;AI\DA+ 1,5 mg/l 1 024045 0,4+ 0,89

0,6 mg/l BAP + 2 mg/l

NAA ! 0 0

Nhin chung méi trudng MS bd sung 0,6 mg/l BAP thich hop cho qua trinh tao chdi, sb chdi
trung binh dat 4 chdi/mau. Két qua ctia chung tdi ciing twong tw voi két qua ciia mot s tac gia khac.
Nhu theo nghién ctru ciia Duong Thi Minh (2014), véi méi truong MS chira 0,6 mg/l BAP hé s6
nhan chdi 1a 5. Theo nghién ciru ctia Bui Van Thing (2013), v6i ndng do 5 mg/l BAP thi sé choi
trung binh dat 2,95 chdi/mau (Vi Quang Nam va cs., 2013). Nhu vay, két qua thi nghiém cho thiy
khi b6 sung NAA vao qué trinh tao chdi 1a khong thich hop. Nguyén nhan la do ndng do auxin cao
khong nhing khong tao nhiéu chdi ma con e ché sy sinh truong va phét trién ciia mo ciy.
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Hinh 4. Biéu do thé hién danh hirong ciia nong dé BAP két hop NAA dén kha nang nhdn choi in vitro
cua cay Xa den

Hinh 5. Choi xa den hinh thanh sau 30 ngay nuéi cdy trén méi trwong MS bé sung

A: 0,6 mg/l BAP; B: 0,6 mg/l BAP va 0,5 mg/l NAA;
C: 0,6 mg/l BAP va 1 mg/l NAA; D: 0,6 mg/l BAP va 1,5 mg/l NAA
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3.3 Anh hwéng ciia nwéc diva dén khd ning nhén choi in vitro ciia cdy xa den
Qua theo ddi sy hinh thanh ciia mau ciy trong 30 ngay trén moi trudng MS bo sung 0,6 mg/l
BAP va cac ndng d6 nudc dira khac nhau, két qua duoc ghi nhan & bang 4 va hinh 6. O moéi truong
MS c6 bd sung BAP nhung khong chira nuéc dira thi ciy tao seo nho, chdi phat trién tét, xanh, ra
nhiéu 14 non, méi trudng khong bi nau héa sau 3 tuan. Con & moi trudsng MS bo sung BAP va 5%V
nude dira thi chdi phét trién nhung it, 14 xanh, xuat hién seo, mdi trudng bi ndu hoa sau 2 tuan. Moi
truong MS bd sung BAP va 10%V nudc dira, it chdi (1 — 2 chdi trén mot mau), 14 nho, seo to phat
trién quanh gbc, moi trudng bi nau héa sau 2 tuan. Con lai moi truong MS bod sung BAP va nudce
dira v6i thé tich 15%, cay bi chét, hoic tao seo to quanh gbc, chdi it (c6 ciy khong tao chdi), 14 nho,
vai choi khong c6 14, moi truong bi ndu hoa sau 2 tuan.
Bing 4. S6 choi va ld hinh thanh sau 4 tudn nudi cdy trén méi truong MS bo sung BAP két hop voi
nwoc dia

Thé tich nuée dira bd < s R S6 chdi TB ting lén sau | So la TB trén cum choi
So choi ban dau X .z A o
sung 4 tuan nudi cay sau 4 tuan nuéi cay
0%V nudc dira 1 4+122 6,8 +1,09
5%V nudc dira 1 2+0,82 35+191
10%V nudce dira 1 1,4 £ 0,55 1,6 +£1,67
15%V nudc dura 1 1,2+0,84 0,8+1,09
4.5 4
4
3.5
3
2.5 5
2 1.4
. : 1.2
sy 1 1 1
1
0
pC . CT1 CT2 . CT3
B S6 choi ban dau B S5 choi sau 30 ngay

Hinh 6. Biéu do thé hién anh huong cia nwéc dira 18n hé sé nhan choi ¢ cac mdi trirong
cua cay Xa den

Qua thi nghiém cho thay, c6 1& nuéc dira chira nhiéu chit khoang khong thich hop cho viée
nhan chdi cay xa den. Theo tac gia Nguyén Vin Két va cs. (2014), dbi voi cdy tra my hoa do, trén
moi trudong WPM ham lugng khoang da lugng thap nhung ham lugng vitamin thiamin (B1) cao hon
gép 10 1an so v6i mdi trudmg MS nén c6 tac dung tt cho qué trinh trao ddi chat, giup cho md nudi
cAy co thé hip thu truc tiép cac loai vitamin trong méi truong nudi ciy, dic biét 1a ¢ giai doan nhan
choi hoic tao choi. Vi & giai doan nay, cac chdi non chua hinh thanh 1a nén kha nang quang hop tu
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tao ra cac chat hitu co 1a rat nho. Vi thé su phat trién cta chdi phu thudc vao cac chét hiru co trong
moi truong nudi cdy. Vitamin c6 vai trd xiic tac cac qua trinh trao doi chat dién ra trong té bao, cho
nén mudn dat dugc sinh trudng manh cho cac md nudi cdy cac nha nghién ctru di thém vao moi
truong mot sb vitamin théng thuong nhu: nicotinic acid, pyridoxine, thiamin, glycine. Trong s do,
vitamin Bl duoc coi 1a vitamin thiét yéu cho sy sinh trudng va bién dudng cua té bao thuc vat
Nguyén Vin Két va cs. (2014).

Hinh 7. Choi xa den sau 30 ngay nudi cdy trén méi truong MS ¢6 bé sung:
A (0,6 mg/l BAP), B (0,6 mg/l BAP + 5%V nueéc dira), C (0,6 mg/l BAP + 10%V nudc dira),
D (0,6 mg/l BAP + 15%V nuéc dira

Nhu vay, trong thi nghiém su dung nudc dira
dé nhan chdi 1a khéng phu hop. Vi ham lugng
khoang trong nudc dira kha cao, trong khi qua trinh
nhan chodi ciia cdy than gd lai khong can qua nhiéu
chat khoang. Sau qua trinh thir nghiém cac loai moi
truong, ching t6i chon moi truong MS chia 0,6
mg/l BAP dé tao nhan chdi xa den. Sau 3 thang, chdi
c6 thé dat 4 — S5cm va c6 thé ra ré (hinh 7).

Hinh 7. Chéi xa den sau 3 thing nuéi cdy
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