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DPANH GIA HIEU QUA CUA COLCHICINE
TRONG CHON TAO GIONG QUYT HONG LAI VUNG
TU BOI (CITRUS RETICULATA BLANCO)

Nguyén Thi Ngoc Tram', Tran Nhin Diing' va B6 Tan Khang'
ABSTRACT

The study was performed on two different materials: in vitro seedlings and in vivo
sections of shoots with sprouting axillary buds. The purpose was to study on the
interfering of concentration of colchicine and immersed time in these materials to get
tetraploid cells. The results of colchicine application in vitro seedlings concluded that
3cm was the minimum length of in vitro seedlings to be applied colchicine, and the 100%
mortality was all concentrations of colchicines at 24 hours. The highest survival rate of
seedlings was on two treatments of 0.05% colchicine and 0.1% colchicine for 3 hours. In
colchicines application in vivo sections of shoots with sprouting axillary buds, the results
indicated that highest survival rate of scions after colchicine treatment or after grafting
20 days were on two treatments of 0.1% colchicine, 24 hours and 0.2% colchicine, 48
hours. Lastly, the lethal dose for 100% of sections was at colchicine concentration of
0.2% for 72 hours.

Keywords: Citrus reticulata Blanco, colchicine, flow cytometry, grafting, tetraploids

Title: Induction, regeneration, and analysis of tetraploids from Hong Lai Vung
mandarin oranges (Citrus reticulata Blanco) treated with colchicine

TOM TAT

Nghién cieu d dwoc thiee hién trén hai vét liéu khdc nhau: cdy con in vitro va mdt ghép
trén canh banh té in vivo. Muc tiéu ciia nghién ciru nham khdo sat anh hwéng nong do va
thoi gian xu Iy colchicine de tao ra thé tir bgi tiv hai vt liéu nay. Két qua ghi nhan chiéu
cao mau cdy _con in vitro toz wu dé xu Iy colchicine la tir 3cm tro lén va nguong chét
100% cia mdu la 24 gio 6 tdt ca cac nong dj colchicine xir Iy. Ti I¢ song cao nhat cia thi
nghiém nay la hai nghiém thirc 0,05% va 0,1% trong 3 gio xu Iy. Déi véi thi nghiém xir ly
colchicine trén mdt ghép canh banh té, két qua ghi nhdn ti 1é song ciia mdt ghép cao nhat
& giai doan ngay sau xir Iy, sau ghép 20 ngay va ti 1é bt choi cao nhdt déu nam & 2
nghiém thirc 0,1% colchicine, 24 gio va 0,2% colchicine, 48 gio. Cudi ciing, nguéng chét
100% ciia cdc mdt ghép la xir 1y 6 nong dg colchicine 0,2% trong 72 gio.

Tir khéa: colchicine, ghép cdy, phén tich dong chdy té bao, quyt Hong Lai Vung, tir bji

1 PAT VAN PE

Quyt 1a mdt trong nhiing loai trai cdy c6 gia tri kinh té cao. N cung cip nhiéu chét
dinh dudng can thiét cho co thé. Vo quyt gidu pectin dugc sir dung lam mut keo,
tinh dau ctia ching con dugc st dung nhiéu trong cong ngh¢ thuc pham, dugc liéu
va my pham (Michael et al., 2006). O Viét Nam c6 nhiéu loai quyt dugc trong phd
bién ca nudc nhu: quyt duong, quyt Hoéng Lai Vung, quyt Phu Quy,... mdt mat
dap ng nhu cau tiéu thy trong nudc, mat khac thu nguén ngoai t€ 1on tur Xuét
khau. Pic biét, glong quyt Hong Lai Vung, Dong Thap voi nhiéu dic tinh vuot
troi so voi cac gidng quyt khac nhu: c¢6 vo lang, khi chinh c6 mau vang dam dic
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trung, rat d& boc, thit c6 mau cam tuoi, co thé dung 4n twoi hodc 1am nude udng.
Quyt Hong thudng chin vao dip tét Nguyén Dan, la thanh phan quen thudc trén
méam Ngii qua, 1am ting thém gié tri kinh té cua glong quyt nay. Tuy nhién, gidng
quyt nay c6 mot nhuge diém 1 c6 nhidu hat. Didu nay khong nhimng gay kho khin
trong viéc ché bién ma con lam giam chat lwong san pham va kha ning canh tranh
v6i cac san pham cting loai nhap khau tir Trung Quéc, Thai Lan, My.

Vén dé duoc dat ra cho cac nha chon gidéng 13 tao ra giéng quyt Hong Lai Vung
khong hat (tam boi) lam tang chat luong va tinh canh tranh cho san phdm bang
phuong phap lai giong tr boi va ludng boi binh thuong. Trong cac phuong phap
gy dot bién da bdi didc biét 1a tir boi nhu gdy chin thuong co gidi, soc nhiét, tia
ronghen thi phuong phap héa hoc don gian va nhanh nhat 1a xtr 1y cac gidng cay
trong néi chung va quyt néi riéng voi colchicine dé tao gidng quyt tir boi.

Dé tai “Pdnh gid hiéu qud ciia colchicine trong chon tao giong quyt Hong Lai
Vung tir boi (Citrus reticulata Blanco)” duge thuc hién nham danh gia kha ning
anh hudng ctia ndong do6 colchicine va thoi gian xir 1y colchicine dé tao giéng quyt
Hong Lai Vung tt boi tir hai ngudn vat liéu: canh banh té va cdy con dwoc nudi
cdy md tir hat, xac dinh chiéu cao cdy con nudi cay md thich hop aé xu ly
colchicines va tmg dung phuong phéap phén tich dong chay té bao (flow cytometry)
dé phan tich murc boi thé cua cac mau da xir Iy dot bién.

2 PHUONG TIEN VA PHUONG PHAP NGHIEN CUU
2.1 Phuong tién nghién ciru

Nghién ctru dugc thyc hién trén 2 vat liéu la canh banh té va hat quyt thude giéng
quyt Héng duogc thu thap tir 3 xa Long Hau, Tan Thanh va Tan Phudc, huyén Lai
Vung, tinh D@)ng Thap. Chon cay me co it nhét 5 nam cho qua, cay sinh truong tdt,
cho nang suét cao va On dinh, chét lugng qua ngon. Pic biét, cdy khong bi nhiém
bénh vang 14 greening. Ngoai ra con sir dung 2 giéng chanh Volka va chanh Tau
lam cdy gdc ghép trong thi nghiém.

2.2 Phwong phap nghién ciru
2.2.1 Bé tri thi nghiém

Thi nghiém 1: Pdnh gid tic dong ciia colchicine doi véi cdc miu cdy con trong
trong ong nghiém dé tao quyt Hong Lai Vung twr bdi

Nubi cidy mé hat quyt Hong trong méi trudng MS co ban, tao thanh ciy con trong
4 tuan. Tién hanh x&r Iy miu ciy con véi 4 ndng do colchicine (0,01%; 0,025%;
0,05%; 0,1%) o 5 méc thoi gian (3 gio, 6 gio, 9 gio, 12 gio, 24 giod). Trong thoi
gian xir ly, mau duoc lic déu & tbe do 150 vong/phut trong dung dich. Téng sb 20
nghiém thirc thi nghiém 3 lan lap lai. Tong s6 mau 13 423 mau. Thi nghiém duoc
tién hanh trong tdi.

Sau thoi gian xtr 1y, cdy con dugc liy ra khoi dung dich colchicine, rira sach hoa
chat bang nudc cat 1 1an da khir tring va dugc nudi ciy tiép tuc trong moi truong
MS co ban ¢ bd sung BA 10 mg/ml va NAA 2 mg/ml phat trién chdi trong 4 tudn.
Trong diéu kién chiéu sang ty nhién (theo chu ky 4nh sang mit troi). Nhiét do
phong 1a 26+2°C.
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Chi tiéu theo doi, danh gia

Quan sét cdy con trong tir hat trong dng nghiém tir sau khi xir 1y colchicine dén 4
tuan dé xac dinh: ti 1€ song, s6 choi va 1a phat sinh trén 1 mau xt 1y, chiéu cao gia
tdng cia mau.

Sau 4 tuan, kiém tra muc do da boi cua quyt Héng Lai Vung 6 cac nghiém thiic
bang phuwong phap phan tich dong chay té bao trén bang may Partec Ploidy
Analyser PA-I. Pay 1a phuong phap kiém tra mutrc da boi cua té bao sau khi xur ly
colchicine nhanh va chinh xac hon so v&i phuong phap dém nhiém sic thé. May
xé4c dinh do da boi ctia mau thong qua udce lugng ndi dung DNA, sau khi chiing da
duoc nhudém huynh quang (fluorescence). May s€ phan tich cac thudc tinh huynh
quang va cac tan xa anh sang (light-scattering) cuia cac hat don khi chiing dugc van
chuyén trong dong chat luu dan hep.

Thi nghié¢m 2: Pdnh gid tic dong ciia colchicine déi véi cdc mit ghép dé tao
quyt Hong Lai Vung tir boi

Xt Iy mét ghép trén canh banh te voi 4 ndng dé colchicine (0,1%; 0,2%, 0 ,3% va
d6i chimg khong xir 1y) ¢ 3 mdc thoi gian (24 gio, 48 gio, 72 gio). Tong s6 9
nghiém thirc thi nghiém. Thi nghiém dugc tién hanh trong t6i.

Sau khi xtr ly, canh banh t¢ dugc rira sach hoa chit bang nuéce cat 1 1an. Sau do,
ghép mat ghép da xu Iy colchicine vao cay goc ghep. Kiéu ghép 1a ghép ap hoic
ghép mit. Thi nghiém duoc lap lai 3 1an. Tong s6 mau 1a 220 canh.

Chi tiéu theo doi, danh gia

Quan sat cac mit ghép tir sau khi xtr Iy colchicine, sau khi ghép 1én cay gbc ghép
va dén khi bat choi, _phat sinh la dé xac dinh anh hudng cua colchicine 1én cac chi
sO _phat trlen cac mat ghép: ti 1é mét ghép song sot ngay sau thoi gian xur 1y, ti 1¢
mét ghép song sot sau khi ghep 20 ngay, s6 mit ghép bat chdi, thoi gian tir luc
ghép dén luc bat chdi, sb 14 phat sinh tir mét ghép.

Sau khi ghep 5-6 tuan, cac 14 phat sinh tir cac mat xur Iy duoc danh gia sy thay doi
hinh thai bang cach quan sat dudi kinh hién vi x4c dinh mat s6 khi khau trén
1 mm? va kich thudce khi khiu (um) so véi cac mau do6i ching. Lap lai 10 lan dém
va do trén 1 mau thi nghiém.

Cubi cung, kiém tra mirc da boi thé cia cic mdu 14 bang may Partec Ploidy
Analyser PA-I.

2.2.2 Phadn tich sé liéu

Céc s6 lidu thi nghiém duoc xir Iy bang phan mém thong ké Statgraphics Plus
v4.0. Phan tich phuong sai (ANOVA), so sanh gid tri trung binh bang phuong
phép kiém dinh DUNCAN ¢ mtrc y nghia 5%.
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3 KET QUA VA THAO LUAN

3.1 Panh gia tic dong ciia colchicine doi véi cac miu cdy con in vitro dé tao
quyt Hong Lai Vung tir boi

3.1.1 Til¢ song cua cac mau cdy con nhi bgi in vitro sau khi xu Iy colchicine

Sau 4 tuan theo doi ti 16 séng cuia cac cdy con in vitro (Bang 1), nhan thiy méc du
nong do colchicine khong lam cac nghiém thirc c6 s khac biét y nghia, nhung tur
tuan thir hai tr¢ di, ti 1¢ song cao nhét ciia cay con ¢ 0,05% colchicine xap xi gap 2
lan ti 1¢ séng thap nhét ctia cdy con & 0,1% colchicine. Tic 1a khi nong d6 ting 1én
gap d6i thi ti 16 séng gan nhu giam mot nira. Didu nay ciing duoc Tran Thi Hanh et
al. (2003) ghi nhan trén cdy c6 mui khi xir Iy chdi & nong d6 0,05% colchicine,
thoi gian xtr 1y 48 gio va 72 gid gan nhu khong c6 anh huong dén sirc song cua
chdi. Khi ndng d6 ting 1én gip d6i, anh hudng duge biéu hién 16 ngay ¢ thoi gian
xir 1y 24 gio. O nf)ng do 0,2% va thoi gian 24 gio, ti 1¢ song giam xudng 50%.
Ngoai ra, nhan thdy rang mdc thoi gian 24 gio, c6 the 1a ngudng chét cia cac cay
con quyt Hong in vitro xir Iy colchicine vi sang tudn thir 2, toan bd cac nghiém
thirc xir Iy & 24 gid déu chét.

Bang 1: Ti 1¢ sdng (%) ciia cac miu cay con nhi bdi in vitro sau 4 tuin xir Iy colchicine &

nong do va thoi gian khiac nhau

Nong dd colchicine Thaoi gian xir ly X lelf; Sohs (%;) 3
(%) (gid) Tuan Tunz:n Tunz:n Tuan
1* 2 3 4*
0.01 3 51 abc 44 1 0b
0.025 3 52 abc 50 50 50 ab
0.05 3 77 ab 68 67 67 a
0.1 3 86 ab 60 53 52 ab
0.01 6 60 abc 48 38 38 ab
0.025 6 57 abc 50 33 33 ab
0.05 6 71 ab 55 33 33 ab
0.1 6 96 a 57 4 4b
0.01 9 63 abc 53 33 0b
0.025 9 44 abc 44 33 0b
0.05 9 52 abc 37 33 0b
0.1 9 Oc 0 0 0Ob
0.01 12 49 abc 49 5 3b
0.025 12 49 abc 33 33 33 ab
0.05 12 41 abc 41 37 37 ab
0.1 12 78 ab 28 17 17 ab
0.01 24 Oc 0 0 0Ob
0.025 24 6¢c 0 0 0Ob
0.05 24 Oc 0 0 0b
0.1 24 33 be 0 0 0b

Ghi chit: Nhitng s6 c6 chi theo sau giong nhau thi khdc biét khéng cé ¥ nghia thong ké khi ding phép kiém dinh
DUNCAN, (*): khac biét 6 mirc y nghia 5%; (ns): khac biét khong co y nghia

3.1.2 Ti ¢ song ciia cdy khi xir Iy colchicine & cdc chiéu cao cdy khdc nhau
Chiéu cao mau khi bat dau xtr 1y colchicine c¢6 anh huéng 16n dén mirc do thanh
cong cua thi nghiém. Muc dich thi nghiém nay nham xac dinh chiéu cao thich hop
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ctia mau khi dua vao xtr ly colchicine, han ché nguyén nhan cay chét do qua yeu
khong thé chiu nbi ndng do va thoi gian xir Iy. Dua vao mdi trong quan gitra chiéu
cao cdy con in vitro khi bat ddu xir 1y va ti 1é cay séng trong 4 tuan sau xir 1y thé
hién trong bang 2 két ludn rang khi tién hanh xtr Iy nén chon dong loat mot khoang
chiéu cao nhét dimh tir 3 cm trd 1én va loai bo cac mau c6 chiéu cao qué thap.

Bang 2: Ti 1é séng ciia ciy khi xir I colchicine & cac chidu cao ciy khac nhau

Chiéu cao ciy Tuén 1 Tuén 2 Tuan 3 Tuén 4
Méi nha, dam re,

nho hon 0,5 cm 8 0 0 0
0,5-1cm 20 4 2 0

1-2 cm 21 3 3 3

2-3 cm 34 14 2 2

3-3,5cm 51 20 5 5

3,5-4 cm 56 32 12 7

4-4,5 cm 68 62 35 22

Til¢ song 36 19 8 5

téng cong (%)

3.1.3 Chiéu cao cdy gia tang, so choi va so la phat sinh cuia cac mau cdy con in
intro sau 4 tuan xi ly colchicine

Sau thoi gian xur 1y colchicine, cac mau duge cdy vao moéi truong MS ¢6 bd sung
BA 10 mg/l va NAA 2 mg/l dé kich thich sy phat sinh chdi méi. Sau 4 tuan ciy
chuyén nhiitng cdy con in vitro phat sinh chdi va 14 moi, ddng thoi ciing phat trién
chiéu cao (Hinh 1). Nhin vao Bang 3 nhén thay, ndng do colchicine khong tao ra
nhiéu su khac biét vé s6 chdi phat sinh va chiéu cao gia tang, nhung trong cung
mdt ndng do colchicine, 2 thong sb nay giam dan khi thoi gian xir Iy tang. Vi du, ¢
ndng d6 0,1% colchicine, khi thoi gian 1a 3 gio s6 chdi phat sinh 1a 4, chiéu cao
tang 1a 0,3cm; khi thoi gian ting 1én 6 gid, s chdi phat sinh 1a 2, chiéu cao ting
lén 1a 0,2cm. Theo két qua nghién ctru cta Raza ef al. (2003) ciing cho thdy sb
chdi dwa hiu cta nghiém thire khong xir 1y colchicine cao hon nghiém thirc xtr 1y
colchicine 4 ngay va so chodi cang thip hon khi ting thoi gian xir Iy colchicine 7
ngdy. Con theo Silva et al. ( 2002), colchicine anh huéng dén chiéu cao cuia chdi
¢6 thé do no tac dong 1én cytokinin va lam thay dbi ti 1& auxin/cytokinin trong té
bao, nén lam anh huérng'dén su gidn dai té bao.

Hinh 1: Cac mfu cdy phat sinh chdi, l4 va gia ting chiéu cao sau khi xir I colchicine 0.05%

A. Chiéu cao gia tang; B. Choi méi phat sinh ¢ ngon va cudi than; C. Ld méi phdt sinh & chéi ngon
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3.2 DPanh gia tic dong ciia colchicine dbi voi cac mit ghép dé tao quyt Hong
Lai Vung t& boi

3.2.1 Tilé song ciia cdc mdt ghép sau khi xit 1y colchicine va ti 1é cdc mdt ghép bt
chéi, thoi gian tir liic ghép dén lic bdt choi va sé 1d phat sinh tir mdt ghép

Theo Bang 5, trung binh c6 70% mit ghep con song ngay sau thoi gian xur ly
colchicine. Nhin chung, ti 1¢ song sOt giam dan khi néng d6 colchicine va thoi
gian xir Iy ting 1én. Ti 1& séng cao nhit dwoc thé hién ¢ nghiém thic 0,1%
colchicine & 24 gid, so vai ti 1é séng thap nhat chi c6 46% & nghiém thirc 0,3%
colchicine & 72 gid. Trong 70% mit ghép con sdng ngay sau xir ly d6, chi co tong
s 11% mat ghép con sdng sau 20 ngay ghép, va 3% mat ghép bat chdi. Ti 18
khong cao nay co thé dugc giai thich boi mot s6 1y do sau: Thir nhét, thoi tiét mua
bao vao thang 9 lam cho 4m do trong moi trudng qua cao, khlen cho cac mit ghép
dang trong giai doan tao nhura, hen mach vdi goc ghép tiét md hoi lam ung vi tri
ghép, mit ghép khong dugce cay gbc ghép tiép chit dinh duong nén chét (Hinh 2).

Mit khac, mét ghép dugce ngam trong colchicine trong thoi gian dén 72 gi0, ngoai
tac dung cua hoa chat lam giam ti 18 séng va st nay mam cla cac mat ghép ma
con lam cac mit ghép de bi ung. Diéu nay c6 thé thay rd khi so sanh ti 16 mét ghép
song qua 20 ngay cua méu d6i ching ngam trong nude 72 gior chi ¢o 25%, va 0%
mit ghép bét ch01 Ngoai ra, ky thudt ghép ciing la mot trong nhirng yéu t6 anh
hudng den ti 18 song ctia cac mit ghep. Thém vao do, ti 1€ mit ghép quyt Hong Lai
Vung sdng va bat choi trén cac gbe ghép sau khi xir ly colchicine con thap ciing co
thé do ‘nguyén nhén ti 1& ghep thanh cong cua cac giong quyt la khong cao so voi
cac gidng khac cung ho Citrus. Theo két qua cua Ha Thi Thay e al,. (2003), ti 1¢
mat ghep song va bat chdi ciia Quyt Chum cao nhat 1a 40%, so vdi cac giéng cdy
¢6 mui khac thi thap hon, nhu Cam Van Du: 72%, Cam Séng Con 71%, Cam Sanh
76%, Buoi Pl’l Trach 68%.

Hinh 2: Sy sinh trwéng ciia cac mit ghép

A. Mit ghép bét chdi B. Mit ghép phat sinh 14 C. Mit ghép chét do ting mua
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Bing 3: Chiéu cao, s6 14 va chdi gia ting /miu ciy con in vitro sau 4 tuin xir 1y colchicine &
nong do va thoi gian khac nhau

N(“)ng do Thoi gian S6 chdi gia S6 14 gia Chiéu cao gia
colchicine xir Iy ting/mau ting/mau ting/miu
(%) (gif)’) (Ch("ii) (1a) (cm)

6 4 0 0,4

0,01 12 5 3 0.2
3 3 4 0,3

0,025 6 2 3 0,3
12 2 0 0.1

3 4 4 0,2

0,05 6 1 1 0,2
12 3 0 0,1

3 4 1 0,3

0,1 6 2 1 0,2
12 3 3 0,1

Ghi chii: nhitng nghiém thirc khong c6 trong bang 1a nhitng mau da chét sau 4 tuan xir Iy

3.2.2 Mt sé khi khau va kich thuée khi khau ciia cdc mau ld phat sinh tir mat
ghép sau xir ly colchicine

Duya vao bang 4 va hinh 3, nhan thay mat s6 khi khau va kich thudc khi khau ciia
céc nghiém thirc luén nho hon cdc mau dbi ching va c6 khac biét y nghia ¢ mirc
thong ké 5%. Hai nghiém thirc 0,1% colchicine xir 1y trong 24 gio va 0,2%
colchicine trong 48 gid déu cho mat sd khi khau thap hon miu ddi ching va kich
thudc khi khau 16n hon miu ddi chimg. Theo Silva ef al. (2000), mat sé khi khau
trén cdy tir boi thip hon cay ludng boi va theo Oiyama va Okudai (1986) mat sb
khi khau ctua mot loai citrus "Hyuganatsu" t&r boi 1a 560,5/mm” va ludng boi 1a
790,8/mm”. Tuong tu, nghién cuu trén quyt Kinnow cua Usman et al. (2008) ghi
nhén chiéu dai va chiéu rong khi khéu cua cay luong boi la 19,8um va 15,3um,
con da boi 1a 21,9um va 19,3um. Do vay, két hop voi két qua bat chdi, phat sinh 14
& miét ghép, 2 nghiém thirc 0,1% & 24 gid va 0,2% & 18 gid ¢6 kha nang tao da
boi cao.

Bang 4: Mit s6 khi khéq (sb khi khflu/rpmz) va kich thuéc khi khiu (um) ciia cic miu 14

phat sinh tir mat ghép é cac nong do colchicine va théi gian xir ly khac nhau

Thoi gian Nong do Mat s6 khi Puong kinh dai  Pwong kinh ngin
xirly (gi¢) Colchicine (%)  khau/mm’ khi khiu (um)  khi khiu (um)
0 613,2£61,9 ab 16,1 £3,1¢ 125+24c¢
24 0,1 559,3+92,4 be 232+7,6a 163+58b
0,2 530,9+92,3 ¢ 17,6 +42 ¢ 13,3+2,1 be
0 668,5+97,3a 18,1 4,0 be 14,0 £3,0 be
48 0,1 5488 +60,0bc  182+56bc 13,2+3,7 be
0,2 571,1+494bc  22,6+4,6ab 16,7£4,3b
72 0,1 570,6 £58,0bc  19.4+4,9 abc 14,3 +5,1 be
F * * *
CV (%) 23,59 1,60 1,25

Ghi chii: Trong cung 1 cgt, nhitng 56 6 chit theo sau giong nhau thi khdc biét khéng cé y nghia thong ké khi ding
phép kiem dinh DUNCAN, (*): khac biét o mirc y nghia 5%
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Bang 5: Ti 18 (%) cic mit ghép bat ’ch(‘")i 50 v6i tdng sb méit ghép dwec ghép, thoi gian tir lac
ghép dén lic bat chdi va s6 14 phat sinh tir mit ghép ¢ cac ndng dd colchicine va
thoi gian xir ly khac nhau

Néngdp  Thei ~ 1ilémat  THemat —p.,, o Thoigian = 504 phit
T o . . ghép con  ghép con song A, tirlac ghép sinh twr
Colchicine gian xir I N ghép bat O AL 2
(%) Iy (gid) song sau sau 20 ngay chdi(%) dén licbdt  mot mat
° v xit Iy (%) ghép (%) °’ __chdi (ngay)  ghép (14)
24 100 20 7 10-25 2-7
0.1 48 83 13 2 35 2
72 64 18 3 20 1
24 82 16 2 10 1
0.2 48 84 12 4 25 5-7
72 47 0 0 0 0
24 75 0 0 0 0
0.3 48 59 3 0 0 0
72 46 6 0 0 0
X ax. 24 67 14 14 25 7
Mauddl g 67 29 14 15 7
& 72 39 25 0 0 0
Trung

(S
[
w

binh (%)

..

Hinh 3: Hinh chup khi khiu ciia cac miu 14 phat sinh tir mét ghép
sau xir ly colchicine
Mat sb khi khau & vét kinh 40X cua l4 & nghiém thirc 0,1% colchicine, 24 gio
Mat s6 khi khau & vat kinh 40X cua 14 d6i ching, 24 gid
Kich thudce khi khau & vat kinh 100X cta 13 & nghiém thirc 0,1% colchicine, 24 gio
Kich thudc khi khau & vat kinh 100X cua 1a d6i chimg, 24 gio

Sawp

3.3 Phan tich mic da bdi thé ciia cac miu ciy con in vitro con sdng sau 4 tuin
xir Iy colchicine va ciia cic mit ghép bat chdi sau khi xir 1y colchicine bang
phwong phap dong chay té bao

Sau khi xir 1y colchicine, cac cdy con in vitro con sdng sau 4 tuan va cac mat ghép

con séng sau 30 ngay phat sinh chdi va la m6i duge phan tich mure da boi thé bang

phuong phap phan tich dong chay té bao trén may Partec Ploidy Analyser 1. Tuy
nhién, két qua phén tich ghi nhan khong c6 mau nao dot bién da boi. Cac mau
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phan tich déu c6 gia tri ndi dung DNA nhan xap xi mau d6i chimg, nén déu mang
bdi NST 2n=18. Mau d6i chung la cac mau quyt Hong ¢ cac xa trudc khi xu 1y
colchicine. Hinh 4 va 5 lan lugt minh hoa biéu dd phan tich mic da boi thé cua
mau cdy con in vitro xit 1y & 0,05% colchicine trong 6 gid va mau mét ghép xir ly
6 0,1% colchicine trong 24 gid.
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300 A 1

200 A
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1] éD 100 150 200 250 300 350 400 450 FL1E00D

Hinh 4: Biéu d6 minh hoa gia tri trung binh ciia ndi dung DNA nhan miu cay con in vitro
xtr ly ¢ 0,05% colchicine trong 6 gio
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Hinh 5: Biéu d6 minh hoa gia tri trung binh ciia ndi dung DNA nhian miu mit ghép xir Iy &
0,1% colchicine trong 24 gio

4 KET LUAN VA PE NGHI
4.1 Két luan

Dbi voi cac mau cdy con trong tir hat in vitro, chiéu cao thich hop cua mﬁu khi xtr
Iy colchicine 1a tir 3 cm tro 1én. Khi ndng do colchicine xur Iy ting 1én gap doi s€
lam ti 1€ song cua cdy giam di mot nira. Ngoai ra, trong cung mot nong do
colchicine, s chdi phat sinh va chiéu cao gia ting cua cac mau trong qua trinh ciy
chuyén sé& ti 18 nghich voi thoi gian xtr 1y colchicine. Mdc thoi gian 24 gio 1a
ngudng chét 100% dbi mau cay con in vitro nay. Ti 1& séng cao nhat dugc ghi
nhan trong thi nghiém 1a hai nghiém thtrc colchicine 0,05% va 0,1% xir ly trong
3 gio.

Dbi v6i cac mat ghép in vivo, ti 1 séng cao nhat cta cac mét ghép sau khi xtr 1y
colchicine, sau khi ghép 20 ngay va ti 1& bat chdi cao nhit déu ndm ¢ hai nghiém
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thirc 0,1% colchicine trong 24 gid va 0,2% colchicine trong 48 gid. Mat sé khi
khau va kich thudc dai rong cua khi khau cua hai nghiém thirc nay so véi mau dbi
chimg c6 khac biét y nghia & mirc d9 thong ké 5% do vay c6 kha ning da bdi cao.
Ngoai ra, nghiém thirc 0,2% xir Iy trong 72 gid 1a ngudng chét 100% ciia cac mat
ghép in vivo nay.

4.2 Dé nghi

Tién hanh lai thi nghiém xtr 1y colchicine trén mét ghép in vivo v6i s mau cao hon
va chon thoi gian ghép thich hop tir thang 6-8 (trudc mua muwa) dé ting ti 1¢ thanh
cong cua thi nghiém. D4i vé6i thi nghiém in vitro, nén ting thém hai moc thoi gian
xur 1y 1a 15 gio va 18 gio dé xac dinh ngudng chet 100% ctia mau | cdy con in vitro
chinh x4c hon. Ngoai ra, nén bd tri thoi gian cay chuyen cdc mau sau khi xu ly
colchicine lau hon (10-15 tuan) de danh gia hinh thai choi bién doi, sb 14 phat sinh,
chiéu cao than gia ting so voi mau dbi ching thuyét phuc hon.
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