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ABSTRACT

The purpose of this study is to optimize some conditions for human PBMCs in vitro
culture. PBMCs were isolated within 4 hours from the EDTA — coagulated whole
blood samples collected from the 10 healthy volunteers. 100 pL of a cell suspension
(approximately 5x1(° cells/mL) were added to each well in a 96 well microplate and
incubated at 37°C, 95+5% humidity and 5% CO: for 24 hrs. Then the isolation of
PBMCs from 6 ml whole blood using 10 mL Leucosep® tube was optimized; cell
viability using trypan blue dye was evaluated; the suitable solvents for the dissolution
of formazan crystals in the MTT assay and the conditions of PBMCs in vitro culture
such as PBMCs density per well, FBS concentration, time for PBMCs culture and
PHA mitogen concentration for PBMCs proliferation were examined. The results of
this study showed that the centrifuge speed and time for isolating PBMCs from 6 mL
whole blood using Leucosep® tube was determined at 1200 xg for 20 minutes. After
that, PBMCs viability was found above 95% using trypan blue and hemocytometer.
The dissolution of formazan crystals in DMSO/NH3was better than in either DMSO,
isopropanol or isopropanol/HCI. Moreover, the optimal conditions for cell culture
media containing 10% FBS, 1.5% PHA mitogen and the range of PBMCs density
Sfrom 10° — 1 cells/well were determined. These results may be used for the further
studies to assess the effects of medicinal plants or new drugs on in vitro PBMCs
proliferation.

TOM TAT

Nghién cvu duoc thuc hién nham 16i wu héa mot s6 diéu kién nudi ccfy in vitro té bao
don nhan duoc phan lap ttr mau ngoai vi nguoi (peripheral blood mononuclear cells
- PBMCs). Cac 1é bao PBMCs diroc phan ldp trong vong 4 gio- tiv khi thu thdp mdu
toan phan cia 10 nguoi tinh nguyén da dwoc chong déng bang EDTA
(ethylenediaminetetraacetic acid) voi ong Leucosep® 10 mL. Cho 100 uL hén dich
5x10° 1 bao/mLvao giéng trén dia 96 giéng, nuéi & 37°C, dp am 95+ 5%, 5% CO»/24
gio. PG song té bao diroc khdo sdt bang phuong phap trypan blue, khao sat dung moi
hoa tan tinh thé Jormazan va cac diéu kién nuoi cay té bao nhw nong do FBS (fetal
bovine serum), mdt dé té bao PBMCs trong giéng, thoi gian nudi va nong dg chat
phan bao PHA (phytohaemagglutinin) can cho su tang sinh PBMCs. Ket qua thu
duwge: voi van toc ly tam 1.200 xg/20 phiit, hon 95% té bao PBMCs duwgc chiét tir 6
ml mdu toan phan dwgc tim thdy van séng véi hemocytometer. Si hoa tan ciia
formazan trong DMSO/NH; tot hon trong dung méi DMSO (dimethyl sulfoxide),
isopropanol va isopropanol/HCL. PBMCs ting trueéng tot nhdt trong méi trieong nudi
cdy ¢6 FBS 10%, mdt dg 10°-10° té bao/giéng va PHA 1,5%. Céc diéu kién toi wu nay
6 thé img dung cho cdc thi nghiém khdo sat tac dong ciia deoc liéu hay chat héa
diroc méi trén su ting trudng té bao PBMCs.

Trich dan: Nguyén Thanh Thy, L& Thi Thao Nguyén va Nguyen Thi Minh Thuén, 2019. Khao sat mot sb diéu
kién nuoi cay in vitro té bao don nhan dwoc chiét tir mau ngoai vi ngudi. Tap chi Khoa hoc Truong
Pai hoc Can Tho. 55(S6 chuyén d&: Cong nghé Sinh hoc)(1): 72-78.
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1 GIOI THIEU

Céc bénh 1y lién quan dén réi loan hé mién dich
ngdy cang pho bién Nguyén nhan c6 thé do tinh
trang suy giam mién dich hoic do dap tmg mién dich
quéa mturc can thiét. Trong trudng hop st dé khang
clia co thé giam, co thé d& bi tin cong bdi cac tac
nhan gy bénh bén ngoai nhu: virus, vi khuén,
nam... va dé mic cac bénh 1y nhiém tring, viém
nhlem ung thu... (Jantan ez al., 2015). Mat khac,
neu dap ung mién dich tré nén qua manh, trong mot
sO trudng hop_ chéng lai chinh co thé, gly ra cac
bénh 1y tu mién nhu: viém khép dang thap, thap
khép, lupus, vay nén, hen suyén... (Wang et al.,
2015). Trong dan gian, c6 rat nhiéu duoc liéu duoc
ngudi dan sir dung thanh bai thube y hoc ¢d truyén
dé didu tri cac bénh 1y lién quan dén bat thuong hé
mién dich. Viéc sir dung cac duoc liéu trong y hoc
¢b truyén mang lai nhirng loi ich nhét dinh cho bénh
nhan nhu giam céc tac dyng phu dang ké khi so sanh
v6i dung thube tan dugc. Diéu nay moé ra mot huéng
nghién ctru méi day tiém ‘nang cho duoc hoc hién
dai boi sy da dang va c¢6 san cta ngudn nguyén lidu
duoc liéu.

Hién nay, trén thé gi6i da c6 rat nhiéu nghién ctru
nhim tim hiéu, danh gi4 tinh hiéu qua cua cac duge
lidu trong didu tri cac bénh lién quan dén hé thong
mién dich. C4c nghién ctru nay cé quy mé tir in vitro
(Amirghofran et al., 2011; Aldahlawi, 2016) cho
dén in vivo (Sarma and Khosa, 1994; Harput et al.,
2005; Arreola, 2015; Singh, 2016), dugc thyc hién
nham danh gia hidu qua cta cac duoc liéu c6 ngudn
géc ty nhién trong sy tang sinh, hoat hoa cac té bao
mién dich (nhu dau bap (dbelmoschus esculentus)
lam tang ndng do lympho T, IL-12 va INF-y) hodc
tre ché, giam hoat tinh cua té bao mién dich (nhu ¢
xa huong (thymus vulgaris) uc ché sy ting sinh in
vitro PBMCs (peripheral blood mononuclear cells);
nguu bang (Arctium lappa) e ché IL-6 va TNF-a).
Mot trong nhirng mo hinh dugce st dung rong rai la
mo hinh in vitro nubi ciy té bao mién dich don nhan
phan 1ap tir mau ngoai vi ngudi (PBMCs) dé thu
hoat tinh lam tang sinh hodc trc ché mién dich cua
duoc lidu. Hién nay, ¢ Viét Nam van chua c6 nhiéu
nghién cru danh gia tac dong cua duoc li¢u hodc
thudc trén su ting sinh hodc gay doc té bao PBMCs
clia nguoi. Mat khac, cac diéu kién nudi cdy té bao
PBMCs ngudi trong cic nghién ctru trén thé gisi
cling khong thong nhét vi muc dich cac nghién ctru
khac nhau. Hon nita, viéc x4c dinh kha ning séng
ctia té bao thuong duoc sir dung dé danh gia cac hop
chét c6 anh huéng 1én sy ting trudng t& bao hoic
gdy ra doc tinh truc tiép trén té bao, tham chi gay
chét té bao hay khong. Ngay nay, c6 rat nhidu loai
phuong phép dung dé dinh luong t& bao, nhung
phuong phap MTT (3-(4,5-dimethylthiazol-2-yl)-
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2,5-diphenyl tetrazolium bromide) hay duogc su
dung vi don gian, nhanh chong, chinh xac hon
phwong phap dém té bao bang cach nhudm trypan
blue. Tuy nhién, phuong phép dinh lugng MTT
cling phai duoc toi uu hoa vé dleu kién va thoi gian
dinh luong dé dat duoc két qua t6t hon.

V&i mong mudn tim duge diéu kién nudi cdy té
bao PBMCs c6 thé dugc ding cho cac nghién ciru
sau hon vé mién dich, dé tai “Khao sat mot s6 diéu
Kkién nudi ciy in vitro té bao don nhan dwoc chiét
tir mau ngoai vi ngwdi” dugc thuc hién vai cac muc
tiéu cu thé sau: Tdi wu hoa quy trinh chiét cac té bao
PBMCs la phéan doan giau té bao lympho nhét tir
mau ngoai vi nguoi; Téi wu héa phuong phép danh
gia ty 1¢ song cua té bao véi MTT; Khao sat mot s6
diéu kién trong qua trinh nudi cay t& bao PBMCs.

2 VAT LIEU VA PHUONG PHAP
NGHIEN CUU

2.1 Déi twong nghién ciru

Céc mau mau toan phan sau khi duoc thu thap tir
10 tinh nguyén vién khoe manh (5 nam, 5 nir) cho
vao dng vo khuan chira chat chong dong EDTA
(Ethylenediaminetetraacetic acid) s¢ dugc tap hop
thanh luong mau dong nhit. Nhitng nguoi tinh
nguyén nay c6 sicc khoe binh thuong (dua vao két
qua kiém tra sirc khoe trong vong 2 thang trude khi
ldy mau) va thoa mén céc tiéu chi sau: tudi trén 18,
khong méc bénh nhiém tring, khong dung khang
sinh trong thoi gian 3 thang trudc ngay ldy mau, 4m
tinh v6i cac bénh viém gan B, viém gan C, HIV,
khong dung thudc khang viém hodc e ché mién
dich, va di ky tén vao ban dong thuan tinh nguyén
cho miu nghién ctru.

Céc té bao PBMCs duoc phan lap cang sém
cang tot (nghién ciru nay thuc hién phan 1ap té bao
trong vong 4 gio dé tranh té bao PBMCs bi chét ¢
mdi truong ngoai co thé) ¢ nhiét do phong ké tir lac
ldy mau. Viéc 1dy mau dam bao cac quy dinh ctia Bo
Y té vé dao dirc nghién ctru Y sinh hoc.

2.2 Vit liéu, héa chit thudc thir

Céc éng Leucosep® 10 mL cua hing Greiner
dugc dung dé phan lap PBMCs. Dung dich RPMI—
1640, huyét thanh FBS (fetal bovine serum), khang
sinh penicillin/streptomycin, phytohaemaglutinin—
M cua hang Gibco dugc dung trong moi truong nudi
cdy t& bao PBMCs. Thudc nhudém trypan blue
(Himedia) va d¢m phosphate buffer saline (PBS) 1X
cia hing Himedia. Thudc thu 3 45 -
dimethylthiazol — 2 — yl) — 2,5 — diphenyl
tetrazolium bromid) (MTT) la cua Sigma — Aldrich.
Tét ca héa chét chat thude thir déu dat diéu kién vo
khuan.
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2.3 Phwong phap nghién ciru

Toan bd quy trinh thu thip mau mau va xir ly
mau déu duge thuc hién ¢ diéu kién vo khuan tai
nhiét d6 phong trong phong nudi ciy té bao ctia Vién
Sinh hoc Nhiét déi, thanh phé H5 Chi Minh.

2.3.1 Téi wu héa quy trinh phan ldp té bao
PBMC:s tir mau ngogi vi nguoi

Cho 6 mL mau toan phan chéng doéng béng
EDTA vao 6ng Leucosep® 10 mL. Ly tim mau &
nhiét d6 phong vdi cac toe d6 va thoi gian khao sat
1a 1.000 xg/ 10 phut, 1.200 xg/ 10 phat, 1.200 xg/ 20
pht. Sau khi rira cac té bao PBMCs 2 lan, mdi lan
v6i 10 mL PBS, té bao PBMCs duoc phan tan trong
cac moi truong khao sat 1a PBS hoac moi truong
nudi cdy hoan chinh (MTNCHC) gém RPMI-1640
+ 10% FBS + 1% (penicillin 100 IU/mL va
streptomycin 100 pg/mL). Panh gia ty 1¢ song cua
t¢ bao trong dich vira chiét bang phuong phap
nhuom trypan blue va soi trén budng dém
hemocytometer Hirschmann (EM Techcolor).

2.3.2 Khdo sdt mét s6 yéu té anh hieong dén
phwong phap dinh lvong MTT

a. Khdo sat dung méi hoa tan tinh thé
formazan trong phuwong phap MTT

Cho 100 pL hdn dich 5 x 10° té bao/mL vao
giéng trén dia 96 giéng. Diat dia 96 giéng vao ti 4m
& nhiét @6 37°C, do 4m 95 + 5% vé&i 5% CO, trong
24 gio. Sau d6, cho 10 puL dung dich MTT 5 mg/mL
vao mdi giéng, u & 37°C, 5% CO,, d6 4m 95 £ 5%
trong 4 gid. MTT s& dugc té bao séng khir thanh
formazan. Huat nhe nhang 100 pl moi truong ra khoi
ting giéng, thém 100 uL dung moi hoa tan tinh thé
formazan (DMSO hoac DMSO/ NH;3 0,016 N hodc
isopropanol hodc isopropanol/HCI 0,04 N). Xac
dinh budc séng cho d hip thu cuc dai ciia formazan
trong cac dung moi trén may do quang Benchmark
Plus Microplate Reader BIO-RAD.

b. Khdo sat mdt dé té bao PBMCs nudi trong
cdc giéng

Phuong phap dinh lwong MTT xac dinh kha
nang song va tang sinh cua té bao dong vat c6 vi da
dugc dé xudt boi Mosmann (Mosmann, 1983).
Phuong phép nay dura vao viée té bao séng co kha
ning chuyén mudi tetrazolium MTT (3-(4,5-
dimethylthiazol-2-yl1)-2,5-diphenyl tetrazolium
bromid) boi enzym dehydrogenase ¢ ty thé thanh
san pham formazan c¢6 mau xanh tim. Lugng
formazan sinh ra ty 1 thuan véi s6 lugng té bao song
trong méi trudong. Tuy nhién, phwong phap MTT
phu thudc nhiéu yeu to nhu dong té bao nudi cy,
moi trudng nudi cdy, s6 lugng (mat do) té bao trong
moi trrong nudi cay, dung moi hoa tan tinh the
formazan... Vi vay, viéc xac dinh khoang mat do té
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bao nudi cdy la can thiét dé toi wu héa phuong phap
MTT.

Pha giai mau hdn dich t& bao chira khoang 10%,
5x10%, 7,5x10%, 105, 2,5x105, 5x105, va 106 té
bao/mL bang hdn hop méi truong RPMI-1640 +
10% FBS + 1% khang sinh. Cho 100 pL hén dich té
bao vao mdi giéng cua dia 96 giéng, mdi ndng do
lam 3 mAu thtr. Chuén bi mau tring nhu mau thi
nhung khong c6 té bao PBMCs. Do d6 hap thu (OD)
ctia dung dich formazan va tinh két qua theo cong
thitc ODypnye = ODygr - ODuréng

2.3.3 Khdo sdt diéu kién nuéi cdy té bdao
PBMCs

a. Khao sat nong @é FBS va thoi gian nudi cdy
té bao PBMCs

Thong thuong cac nghién clru danh gia doc tinh
té bao in vitro chi thyc hién trong vong 72 gio. Vi
vay, dé theo ddi d6 séng té bao dudi anh hudng cia
nong do huyét thanh FBS theo thoi gian, ching t6i
danh gia do song cua cac té bao PBMCs trong céac
giéng c6 mat do ban dau la SXIO5 té bao/mL trong
cac mdi truong nudi ciy chira ndng do FBS thay doi
14 5%, 10%, 15% véi cac khoang thoi gian nudi cay
té bao khac nhau 1a 24, 48, 72 gid. Mdi mirc ndng
d6 FBS va thoi gian nudi té bao dugc thuc hién lap
lai 3 1an. Céc té bao dugc nudi trong tu am & 37°C,
d6 4m 95 + 5% véi 5% CO,. Ty 1 séng cua té bao
sau mot khoang thoi gian nudi s€ duge danh gia
bang phwong phap MTT.

b. Khdo sat méi trwong nudi cdy té bao
PBMCs

Sy ting sinh cac té bao PBMCs trong 3 mdi
truong nudi cdy khac nhau 1a RPMI-1640, DMEM
va DMEM F12 dugc khao sat véi cac khoang thoi
gian nudi cy 1a 24, 48, 72 gid. Ty 16 sdng cua té bao
sau mot khoang thoi gian nudi cay s& duge danh gia
bang phuong phap MTT. Mau thtr 1a cac giéng trén
dia 96 giéng co chira 100 pL. hon dich té bao PBMCs
voimatdo 5x 10 té bao/mL. M01 nong do thyc hién
trén 3 giéng. Quy trinh nudi t& bao PBMCs véi cac
diéu kién twong tu nhu trén. Moi truong nudi chy
hoan chinh dugc xem la t6t nhat khi do hap thu cua
san pham formazan cao nhit.

c. Khdo sat nong do PHA trong méi truong
nuéi cdy PBMCs

Viéc t6i wu héa ndng dd6 PHA duoc thyc hién
trén ca 2 moi trudng nudi cdy la RPMI-1640 va
DMEM. Dung dich PHA gbc (tir nha san xuét) s&
dugc pha lodng bang méi truong RPMI-1640 hodc
DMEM thanh céc nong d6 0,5% ; 1% ; 1,5% ; 2%.
MB&i ndng do thyc hién trén 3 giéng. Quy trinh nudi
té bao PBMCs véi cac didu kién twong tu nhu trén.
Nong d6 PHA trong cac mdi truong nudi ciy hoan
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chinh dugc xem 1a t0i wu khi ty 1¢ ting sinh t€ bao Bing 1: Két qué danh gia khé niing song ctia té
dugc tinh theo do hap thu cua san pham formazan la bao trong cac mdi trudng phan tan can
cao nhat. te bao khac nhau bang phwong phap
2.3.4 Xirly s6 liéu trypan blue
Dung dich

S liéu dugc xir 1y bang Microsoft Excel 2013. MTNCHC

Ket qua duge bicu dién dudi dang: trung binh g T TS 115,122 126 + 13,04
(mean) + d6 16ch chuén (SD — standard deviation). (trung; bignh £ SD) & ( i 10 12‘5) (108 - 137)
So sanh cdc gid tri trung binh dugc thyc hién bang $6 Tuong € bao chét 751238 3754 171
phép kiém T-test. Su khéc biét duoc coi la ¢6 ¥ (trung binh + SD) “5-100  (2-6)
nghia thong ké néu gia tri p < 0,05. Téng s6 té bao 132 129,75

3 KET QUA % T& bao sbng 94,32% 97,11%

3.1 Két qua khio sit dung mdi hoa tan tinh

Két qua tdi wu héa quy trinh phéan lap thé formazan

PBMCs tir mau ngoai vi nguoi: Sau khi ly tim

méurmé’u voi toc d ly tdm 1.200 xg trong 20 phtt Do hép thu trung binh ctia formazan trong dung
va can t& bao PBMCs duoc phan tan trong dung dich moi DMSO/NH; dat cao nhat tai budc séng 555 nm
PBS cho ty 1¢ té bao song la 94,32%, thap hon so va khac nhau c6 ¥ nghia so v6i d6 hap thu trong cac
v6i khi duge phan tan trong MTNCHC (97,11%) dung moi isopropanol, isopropanol/HCl, DMSO
(Bang 1). Tuy nhién, hai ty I¢ nay khac nhau khong (Hinh 1).

¢6 ¥ nghia thong ké (p> 0,05).

A B
- MRS |
e
. ] T |
. C s ”
= W - ;f‘ R P ’m{- o C ,:-:-

Hinh 1: Pho ciia formazan trong cic dung méi
(4) isopropanol; (B) isopropanol/HCI; (C) DMSO; (D) DMSO/NH;3

Biang 2: Két qua do d hip thu cia formazan trong ciac dung mdi khac nhau

STT DMSO DMSO/NH3 Isopropanol Isopropanol/HC1
(550 nm) (555 nm) (560 nm) (570 nm)
1 0,209 0,228 0,191 0,103
2 0,201 0,222 0,184 0,102
3 0,196 0,224 0,186 0,104
4 0,212 0,230 0,192 0,101
5 0,222 0,229 0,194 0,099
Trung binh + SD 0,208 +£0,010 0,227 + 0,003 0,189 + 0,004 0,102 + 0,002
RSD% 0,048 0,015 0,022 0,019
3.2 Két qua téi vu mat do té bao, ndng do v6i thoi diém 24 gid, nhung moi truong cd nong do

FBS 10% cho d6 hip thu formazan cao hon han hai

] ] , , mdi truong c6 FBS 5% va 15% (Hinh 2B). Nhu vy,
Khoang mét do t€ bao t6i uu d€ nudi cay danh MTNCHC cho té bao PBMCs ¢6 ndng d6 FBS 10%

cho cac thir nghiém duoc xéc dinh tir 10* dén 10° te va thoi gian nudi cdy tir 24-48 gior duge xac dinh 1a

bao/giéng (Hinh 2A). Mat khac, sau khi nudi t€ bao t6i wru cho cac thir nghiém sau nay.

duoc 48 gio, mat do t€ bao trong cac giéng giam so

FBS va thoi gian nudi ciy té bao
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Hinh 2: (A) Twong quan giira mét do té bao (10“ 10° té bao/giéng) va do hap thu; (B) sy thay ddi so
lwong té bao PBMCs theo nong dd FBS va thoi gian nudi ciy té bao

33 Két qua khao sat méi truong nudi ciy
te bao PBMCs

Tai mdi thoi diém khao sat, d6 hép thu cua
formazan trong cac mdi trudng nudi cdy giam theo
thtr ty DMEM > RPMI-1640 > DMEM F12 ¢6 y
nghia thong ké (p< 0,05). Pong thoi, ¢ giita 3 thoi
diém, do hép thu ctia formazan hinh thanh tir t& bao
giam dan theo thoi gian 24, 48, 72 gio (Hinh 3 va
Bang 3). Nhu vay, méi truong DMEM duogc xem la
thich hop hon cho viéc nudi ciy PBMCs.

Hinh 3: Minh hoa lwong tinh thé formazan
trong cac giéng chira 5 x 105 té bao/mL tai cic
thoi diém nudi cdy (1) TO, (2) T24 gio, (3) T48

gio va (4) T72 gio

Biang 3: Két qua do d9 hip thu formazan trong cic mdi trwdong khac nhau tai 24, 48, 72 gio

Thoi gian RPMI-1640 DMEM DMEM F12
Lan 1 0,206 0,226 0,113
24 gid L{;m 2 0,215 0,239 0,139
Lan 3 0,191 0,232 0,12
Trung binh + SD 0,2040 + 0,012 0,232 + 0,006 0,124® + 0,013
Lan 1 0,153 0,207 0,081
48 gid Lén2 0,152 0,204 0,083
Léan 3 0,156 0,211 0,079
Trung binh + SD 0,154 + 0,002 0,207 + 0,004 0,081 + 0,002
Lan 1 0,095 0,106 0,066
72 gio Lén 2 0,089 0,103 0,062
Léan 3 0,093 0,102 0,07
Trung binh + SD 0,092 + 0,003 0,104® + 0,002 0,066 + 0,004

Ghi chii: (2), (1): p = 0,01 < 0,05, (2), (3): p=0,0001 < 0,05, (5), (4):p=1110°<0,05,(5),(6):p=34107<
0,05, (8),(7): p=0,003<0,05,(8),(9):p=606.10°<0,05 (t-Test: Two-Sample Assuming Equal Variances)

34 Két qua khio sat ndng d9 PHA trong
quy trinh nuoéi cay PBMCs
O muc nong d6 PHA 1,5% (tt/tt), ty 1€ tang sinh

té bao PBMCs dat murc d§ cao nhit va khac biét co
¥ nghia so v6i nhitng nong d6 con lai sau 48 gio nudi
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ciy (p<0 ,05). O ndng do PHA 1%, té bao tang nhiéu
hon so véi giéng c6 ndng dd PHA 2%. Két qua nay
phu hop véi ca 2 moi truong khao sat 1a RPMI-1640
va DMEM (Bang 4). Tir cac két qua thyc nghiém
trén, nong do PHA 1,5% (tt/tt) da duoc x4c dinh 1a
t6i uru cho cac thir nghiém trén té bao PBMCs.
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Bang 4: Két qua ty 1¢ ting sinh té bao PBMCs dwogc nudi & cic mdi trwdng c6 ndong do PHA khac nhau

Moi Thir nghiém Ty 1@ ting sinh té bao PBMCs ¢ cac nong do PHA khac nhau (%)

trudng y PHA 2% PHA 1,5% PHA 1% PHA 0,5%
L@:m 1 3,68 12,88 11,31 3,37
Lan 2 5,69 12,44 3,18 0,37

12113612/15- Lin 3 475 13.69 631 0.68
Trung binh + SD 4,710 £ 1 13® + 0,63 6,94 + 4,1 1,48® + 1,65
p <0,05
Lan 1 2,73 9,75 4,42 1,49
Lan 2 1,95 10,14 3,96 0,84

DMEM  Lin3 2,92 10,14 4,29 1,75
Trung binh + SD 2,539 +0,51  10,01© +0,22 4207 +0.23 1,36® + 0,46
p <0,05

Ghi chii: (2), (1): p = 0,0001 < 0,05 ; (2), (3): p = 0,03 < 0,05 ; (2), (4): p = 0,0001 < 0,05 ; (6), (5): p = 1,06.10° <

0,05 ; (6), (7): p=33.100< 0,05

4 THAO LUAN
4.1 Vé két qua khao sat dung moi hoa tan
tinh thé formazan

Su thay ddi dinh hép thu cuc dai ctia formazan
trong cac dung méi hoa tan co thé do pH cua cac
dung méi khac nhau lam chuyén dich budc song hip
thu cuc dai.

4.2 Vé két qua khao sat mat dd té bao, nong
do FBS va thoi gian nudi cy té bao

- Vékét qua khao sat mat do té bao, loai té bao
khac nhau s€ san sinh ra lugng formazan khac nhau.
Do d6, ¢6 nhiing loai t& bao dong nhu té bao dong
ung thu hach & chudt, do thi biéu dién mat do té
bao/giéng theo do hap thu formazan tuyén tinh tir
200 dén 50.000 té bao trén giéng (Mosmann, 1983).
Trong khi d6, két qua nghién ciru nay cho thiy mat
do ctia té bao PBMCs nén chon ¢ muc 10* dén 10°
té bao/giéng cho cac thir nghiém trén PBMCs.

— Huyét thanh cung clp céc chat dinh dudng,
cac hormon va cac yéu t6 tang truong... can thiét cho
su song té bao. Thoi gian nubi cay té bao la mot
trong nhimng yéu t6 quan trong anh huong dén do
song t& bao vi phu thudc vao dong té bao va moi
truong dinh dudng (Arora, 2013). Vé két qua khao
sat ndng d6 FBS cho moi trudng nudi cdy, khi thoi
gian nudi cdy cang dai thi lugng té bao trong cac
giéng khao sat giam cang nhiéu c¢6 thé do t& bao
PBMCs 1a loai té bao so cap, khong thé ty tang sinh
dugc néu khong c6 chét kich thich phan bao (nhu
PHA) (Panda and Ravindran, 2013). Mat khac, moéi
truong nudi cay khong di chat dinh dudng cung cap
cho qua trinh séng va phat trién ctia té bao trong thoi
gian dai.

4.3 Ve két qua khao sit mbi truomg nudi
cly té bao

Viéc chon lya mot moi trudong nudi céy dac biét
quan trong vi c6 thé tadc dong mot cach cod y nghia
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;(6), (8): p=4,3.10°< 0,05 (t-Test: Two-Sample Assuming Equal Variances)

dén sy thanh cong cia cac thuc nghiém nudi cy té
bao. Thong thuong, moi truong nudi céy duoc lya
chon phuy thudc vao dang té bao nuodi cdy, myc dich
nudi cdy va ngudn nguyén vt liéu c6 sin dé nghién
ctru. RPMI-1640 1a mot moi truong da ndng cho cac
té bao dong vat c6 via va hay duge st dung hd trg sy
tang truong ciia nhidu té bao huyén phi nhu té bao
lympho ngudi... Trong két qua nghién ctru nay,
duong nhu méi truong DMEM thich hgp hon cho
viéc nuoi céy PBMCs, thé hién qua do hép thu cao
hon so v6i két qua tir 2 mdi trudng con lai. Tuy
nhién, viéc lya chon m6i truong phu hgp cho dong
té bao nudi cdy con phai phu thudc nhiéu yéu t khac
nhu muyc dich nghién ctru va nguyén vat liéu c6 san
trong phong thi nghiém (Arora, 2013).
4.4 V& két qua khao sat nong do PHA

Vi ndng do PHA 1,5%, ty 18 tang sinh PBMCs
trong 48 gid la cao nhét, phu hop véi hudng dan cia
nha san xuat (1-2%). O cac >nong do PHA thap (0,5%
hay 1%), ty 1¢ tang sinh té bao thap hon 0 nong do
PHA 1,5% c6 thé do lwong PHA it nén té bao phan
chia kém hon. Nhung ¢ nong d6 PHA 2%, ty 1¢ ting
sinh té bao lai thdp hon co thé giai thich do té bao
tang truong qua nhanh nén moi truong khong du
dinh dudng cho nudi cdy té bao. Mit khéc, té bao da
san sinh ra nhiéu doc t6 trong moi trudng nudi cay
gdy chét té bao. Két qua nay phu hop véi ca 2 moi
truong khao sat 1a RPMI-1640 va DMEM.

5 KET LUAN

Trong nghién ctru nay, mot quy trinh nudi cay té
bao t6i wu can cho cac thir nghiém khao sat tic dong
cua dugc liéu hay chit hoa duge méi trén su tang
truong té bao PBMCs da dugc xdy dung véi cac két
qué ti wu hoa nhu sau: véi van toc ly tam 1.200 xg
trong 20 phit, hon 95% té bao PBMCs duoc chiét
tr 6 mL mau toan phan v6i dng Leucosep® 10mL da
dugc tim thdy van sdng bang phuong phap nhuom
trypan blue va dém trén hemocytometer; dung moi
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DMSO/NH; duge xac dinh hoa tan tinh thé
formazan tot nhat trong phuong phap MTT; cac diéu
kién t6i uvu cho mdi truong nudi cdy PBMCs la ndng
d6 FBS 10%, mat do tir 10%-10° té bao/giéng, nong
d6 chét kich thich phan bao PHA 1a 1,5% (tt/tt) can
cho su tang truong PBMCs.

LOI CAM TA

Chung t6i xin giri 161 cam on chan thanh dén ban
lanh dao va nhan vién cua Vién Sinh hoc Nhiét doi
da tao dicu kién va tan tinh giup d& nhom nghién
ctru thye hién dugc dé tai nay.
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