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THU NHAN VA NUOI CAY TE BAO SINH DUGNG BAO GAM
[NEOFELIS NEBULOSA (GRIFFTH, 1821)]

Bido gam [Neofelis nebulosa (Griffth,
1821)], thudc cd 1on trong ho Méeo (Felidae), bo
An thit (Carnivora), séng & ritng ram nhiéu ting
trén nui dat, nii da [1].

(3 Viét Nam bdo gam phin bo & Tuyén
Quang, Lai Chéau, Lang Son, Son La, Vinh Phu,
Hoa Binh, Kontum, Gia Lai, Lam Déng, DPdng
Nai.... Day la loai thi quy hiém, cho da long va
duoc liéu. Hién nay, bdo gdm da tr& nén quy
hiém, trong sach D6 Viét Nam (2000), bdo gdm
duge x€p & cdp do V (sé nguy cap) [1]. CITES -
Hiép udec vé budn ban quéc t€ cac loai dong,
thuc vat hoang da dang gap nguy hiém, dua bao
gam vao cac loai cia phu luc I (cdm budn bin)
[2]. Nuéc M§ ciing dua bdo gdm vao trong
“Chung thu cdc loai dang gap nguy hiém”,
nham ngan chédn viéc budn bin bao gdm hay cac
bo phan co thé chiing.

Véi nhitng ti€én bd vuot bac clia khoa hoc
trén thé gidi vé k¥ thuat bao tén nguén gen cip
do té bao, k¥ thuat cay nhan tao phoi clonning...
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HOANG NGHIA SON, TRAN CAM TU
Vién Sinh hoc nhiét doi
LE VAN TY
Vién Cong nghé sinh hoc

ciing nhitng ch( truong, chinh sach cia Dang va
Nha nuéc Viét Nam vé bao vé cic loai dong vat
hoang da thi viéc ti€n hanh thu nhan, nuoi cdy té
bao sinh dudng bdio gdm nhim bao tdn ngudn
gen loai nay & cidp do € bao la rat can thiét.
Viéc bao vé ngudn gen cdp do t€ bao s& giip
ching ta giam bét chi phi cho cong viéc bao ton,
dong thoi phuong phap nay ciing dé dang thuc
hién va thich ttng cdc loai diéu kién, giai doan
thu thap mau t€ bao soma don gian va dé thuc
hién, ngay ca vdi nhitng dong vit mai bi chét.
Tuy nhién, dé tai tao ra nhitng con vat thuc su
theo phuong phdp nhan ban thi doi hoi phai cé
nhiéu thoi gian va tién bac.

Két qua budc ddu thu nhan dugc, nguyén
bao soi cua bao gdm phat trién duoc trong moi
truong DMEM b6 sung 10.- 15% FBS. Doi hoi
vé nong do FBS cta t€ bao bdo gam la cao hon
so vdi 1€ bao bo rimg, bo tét. Kha nang bim
dinh va lan toa t€ bao cua méau tuoi tdt hon mau
dong lanh.

Hinh 1. Bdao gdm nuoi nhét tai Thao Cam Vién
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I. PHUONG PHAP NGHIEN CcUU

1. Hoda chat

Dung dich PBS(-); céon 70" (China); moi
truong DMEM (Gibco); FBS (Gibco); Trypsin
(Sigma); EDTA (Merk); Non-essential amino
acid (Sigma).

2. Vitliéu

Manh da tai bao gdm dugc thu nhan tai Thao
Cam Vién, thanh pho Ho Chi Minh.

3. Phuong phip

a. Phuong phdp thu nhan, xie ly va dong lanh
mau

Mau da tai bdo gadm sau khi duoc thu nhédn
duoc rira sach trong moi truong PBS (-); mot nuira
cho vao typ dong lanh chita 1 ml PBS 10%
DMSO dé dong lanh va bao quan trong ni-t¢
long -196°C (dong lanh cham). Nira con lai cho
vao effendorl chuyén vé phong thi nghiém T¢
bao dong vat - Vién Sinh hoc nhiét déi.

Méu tai bdo gam duge xit Iy qua nhitng budc
sau: effendorf chita mau duoc xit con 70°C roi
dua vao w1 vo tring. Mau duge rita qua dung
dich PBS (-) 3 lan, réi tién hanh cao sach long.
Sau d6, ngAm mau vao con trong vong 30 gidy
va rira lai 3 lan bing dung dich PBS (-).

b. Phitong phdp nudi so cdp maw mo

Tién hanh cit nhd6 mau mé thanh nhing
manh ¢6 kich thudc 0,5 x 0,5 mm. Sau dé, gap
nhitng manh mo6 vao dia nhua 4 gikng. Moi
giéng tr 4 dén 5 manh mo. Cho tir 20 dén 30
phit cho mau moé c6 dinh trén mat dia. Sau khi
mau da ¢ dinh bd sung 400 pl méi trudong
DMEM 10% FBS va thém 1% non-essential
amino acid.

Chuyén vao ti &m 37-38°C, 5% CO, nudi cdy.

Sau moi 48 giv kiém tra va ghi nhan hinh
anh.
¢. Phuong phdp cdy chiyén

Gap bo manh moé va bo sung moi trudng sau
5 - 7 ngay nudi, quan sdt sy phat trién cla
nguyén bao soi, khi thady t€ bao lan hét mat dia
thi ti€n hanh cdy chuyén.

Hiit boé hét moi trudng cii ra, bo sung vao
200 pl trypsin/EDTA 0,25%, lic nhe dia dé ¢
bio tich khoi mat dia. Quan sdt dudi kinh hién
vi, khi thay t€ bao bung ra hét thi b6 sung thém
200 ul moi truong DMEM 10% FBS dé bat hoat
trypsin.

Hiit 200 pl huyén pht té€ bao vao dia 4 giéng
méi va bd sung thém 200 ul méi trudng DMEM
10-15% FBS. Tiép tuc nudi trong tu am 37-
38°C, 5% CO, va theo ddi két qua phat trién.

Hinh 2. Chuin bi dung cu thi nghiém

IT. KET QUA VA THAO LUAN

1. Két qua nuoi cay so cap
Khi duoc nuoi nguyén phat tr manh mo, sau
84

Hinh 3. Mau mé tai bao gdm

7 ngay nudi t€ bao moc lan ra va sau 14 ngay t€
bao lan hét bé mat dia 4. giéng, mau mod duge
gap bo ra khoi moi trudng nudi cdy va cé thé
ti€én hanh cdy chuyén ra dia 4 giéng mdi



Hinh 4. T€ bao lan toa sau 7 ngay nuoi so cap

2. Két qua sau khi cay chuyén lan 1

Sau khi dugc cdy chuyén lan 1, cdc t€ bao
tiep tuc phan chia va phat trién manh trong méi
truong nuoi cay. Sau 10 ngay t&¢ bao moc lan hét
bé mat dia 4 giéng va dat mat do ciy chuyén
qua dia méi.

Ee e S

Hinh 6. T¢ bo sau 7 ﬁgéy cdy chuyén lan |

Nhu vy, quan thé nguyén bao soi thu dugc
ching t6 da nuéi cdy duge t&€ bao sinh dudng
cua bdo gam trong méi trusng DMEM 10%
FBS, 1% non-essential amino acid dé thu nhan
sO lugng 16n t€ bao nhdm bao tén ngudn gen &
cdp do (€ bao, tao nguyén licu cho nhitng nghién
citu sau hon nhu chuyén nhan, tao dong vé
tinh. ..

g

Hinh 5. T¢ bao lan tod sau 10 ngay nuoi

Khi nuéi cay in vitro, cic t€ bao bam trén bé
mét dia da phan c¢6 hinh thoi thon dai, c¢é nhan
to hinh cau. Tiép tuc cdy chuyén khi t& bao moc
lan trén 80% dién tich cha dia nuéi. T€ bao thu
dugc sau trén 2 lan cdy chuyén 1a nguyén bao
o1 ¢6 hinh dang 1a hinh sac hoac hinh thoi, cé
nhan to hinh cau.

Hinh 7. T¢ bao sau 10 ngay cdy chuyén lan |

Ti€p tuc thir nghiém thém nhiéu néng do
huy€t thanh khdc dé khao st néng do huyét
thanh 61 wu cho sy phét trién 1€ bao bio gim
ching t6i nhin thay t6c do phat trién vi lan toa
cua t€ bao bdo gdm trong moi trudng c6 bé sung
15% EBS nhanh hon so vdi chi bd sung 10%
(qua theo dd1 duge danh gid mic do +++ & 10%
FBS va ++++ & 15% FBS).
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3. So sanh toc dé phat trién cia té bao mau
tuoi va dong lanh

Mau mé doéng lanh trong nito 1dng -196°C
dugc giai dong bang phuong phdp giai dong

nhanh, cho mau vao ngay bé nuéc am 37°C
trong thdi gian 30 giay dén | phit sau do tién
hanh sat tring va thuc hién cac thao tic khac
nhu méu tuoi.

Cht tiéu theo doi ) Mau tuoi Mau dong lanh
Kha nang bam dinh Ngay 3 Ngay 3-4
+++ ++
Toc 6 lan toa Ngay 5-6 Ngdy 6-7
ot +++

Nhin chung, ciing nhu kél qua nuoi cay mau
mo cua bd rirng, bo oL thi kha nang bam dinh va
toc do lan toa té bao cia mau md bdo gam tuoi
tot hon so véi mau dong lanh. D61 véi mau tuoi
thi & ngay nuéi thit 3 mau mo dd bam dinh vao
day giéng nuoi, ty 1¢ mau bam dinh la khoang 80
- 85% va ngay thir 5-6 quan sdt thay t€ bao di lan
toa ra xung quanh. Doi véi mau dong lanh thi
ngay thtt 3-4 mau mo bat dau bam vao ddy giéng
nuoi nhing mitc do6 bam dinh con chua tot, ty &
cic miu bam dinh ciing chi 60 - 70%; quan st
thay t¢ bao bat ddu lan toa & ngay 6-7.
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FIRST RESULS OF COLLECT AND CULTURE OF NEOFELIS NEBULOSA
SOMATIC CELLS

HOANG NGHIA SON, TRAN CAM TU, LE VAN TY

SUMMARY

The Neofelis nebulosa tissuc was collected at Thao Cam Vien zoo park (Hochiminh city, Vietnam) and
cultured at Institute of Tropical Biology’s laboratory. According to the results of experiment, Neofelis
nebulosa cells can growth well in the DMEM medium added 10 - 5% FBS and 1% non-essential amino acid.
The growth rate of fresh tissue is better than the [reezing tissue. Large number of typical firoblasts was
collected and conservation in nitrogen (-196"C) for the production of embryos of an endangered specics
(Neofelis nebulosa) in the future.
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