Tap chi Cong nghé Sinh hoc 15(1): 23-29, 2017

NGHIEN CUU TAO TE BAO LAI SAN XUAT KHANG THE PON DONG GAY NGUNG

KET HONG CAU NHOM MAU B

Lé Vin Phan', Nguyén Thj Trung®, Trwong Nam Hai> "™

!Céng ty C6 phan phdt trién cong nghé néng thén (RTD)

2Vi_én Cong nghé sinh hoc, Vién Han lam Khoa hoc va Cong nghé Viét Nam

*' Ngudi chiu trach nhiém lién lac. E-mail: tnhai@ibt.ac.vn

Ngay nhan bai: 02.4.2016
Ngay nhan dang: 30.12.2016

TOM TAT

Su khong phtt hop cac nhém méu cua hé thdng nhém méu ABO 1a rao can 16n trong lidu phap truyén méu.

Dinh nhém mau hé ABO cho tt ca nhimg ngudi cho mau va nguoi nhan mau la cach thirc duy nhit dé dam
bao an toan toan cao nhit cho nhimg ngudi nhin mau trong qué trinh truyen méu. Dinh nhém mdu hé¢ ABO
phai dugc thyc hién bing ca hai phuong phap huyét thanh miu va hoic hong cdu miu. Ngay nay, khi 4p dung
phuong phdp huyét thanh mau, khang thé don dong thuong duoc st dung dé nhan dién khang nguyén trén bé
mit hdng ciu. Trong nghién nghién clru nay, lan dau tién tai Viét Nam, cong nghé té bao lai d dwoc img dung
thanh cong dé tao va sang loc céc té bao lai san xuét khang thé don dong gay ngung két dic hiéu hong cau B.
Sau khi du’(yc phén 1ap tir lach va hach ben cua chudt BALB/c di dwoc gy mién dich bing hong cau nguoi
nhém B, té bao lympho B duoc dung hop véi té bao myeloma sp2/0. Két qua nhan dwoc 10 dong té bao lai don
dong B4D6C6, BAD6E2, B4AD10C9, BAD10B6, B4D10D5, B4D10D6, BAD10E4, B4H6CS, B8F6B6, B8F6D4
duge sang loc bing phuong phap ngung két dic hiéu hong cdu mau nhém B. Trong s6 ching, dong té bao lai
B4D10C9 1a dong té bao tlet khang thé don dong t6t nhit vao moi truong nudi, thé hién bimg higu gia khang
thé dat 1/256, do d6 dong té bao nay duoc lya chon cho cic nghién ciru tiép theo. Phuong phap ELISA da gitp
xéc dinh phan 16p khing thé don dong khang B sinh ra tir dong t& bao B4D10C9. Két qua 1a khang thé don
dong trén chira chudi ning IgM va chudi nhe kappa. Khang thé don dong thudc 16p IgM c6 kha ning giy
ngung két hdng ciu t6t hon khang thé thudc 16p IgG dén 25 lan. Viéc sang loc dugc khang thé don dong thude

16p IgM 14 diém ndi bt nhat ciia nghién ctru nay.

Tir khéa: Anti-B, nhém mdu B, té bao lai, khing thé don dong, hach lympho chugt

DAT VAN BE

Truyén mau 1a mot k¥ thuat duge dung phd bién
trong y hoc hién dai. Sy khong tuong thich vé nhom
mau ABO 1a rao can 16n co thé gay chét ‘nguoi trong
quéa trinh truyén mau didu tri bénh. Tit ca nhiing
nguoi cho mau va nhitng nguoi nhdn mau phai dugc
dinh nhém mau vi ddy 1a cach thirc duy nhit dem
dén d6 an toan cao nhat cho nhimng ngudi bénh
(Lennox, Voak, 1988). Theo quy dinh ciia B6 Y té
ndm 2013, miu mau hé ABO phai duge dinh nhom
bang phuong phap huyét thanh miu va hong céu
mau. Nguoi ta st dung céc khang thé da biét cho
phan Ung ngung két voi hong céu can kiém tra trong
phuong phép huyét thanh miu dinh nhém mau hé
ABO. C6 hai kiéu phan g ngung két dé dinh nhom
hdng cau: mot 1a ngung két trén phién kinh, hai 1a

ngung két hong ciu trong ng nghiém (Dunsford,
1967). Trudce nhimng nam 1980, cic khang thé dung
dé dinh nhom hong cau dugce tach tir mau cta nhiing
nguoi tinh nguyén cho mau, vi thé s6 lugng khang
thé khong nhiéu (Lennox, Voak, 1988). Kohler va
Milstein da phat trién cong nghé té bao lai giita té
bao lympho B tir lach chudt san xudt khang thé va té
bao myeloma tao ra té bao lai san xudt lugng 16n
khang thé don dong (Kohler, Milstein, 1975; Kohler,
Milstein, 1976; Kohler et al. 1976). Nam 1995, cac
nha nghién ciru Nhat Ban lan ddu tién cong b viée
sir dung céc té bao lympho B tir hach ben ciia chudt
dé tao té bao lai san xuit khing thé don dong
(Kishiro ez al., 1995). Nam 2006, Sado va ddng tac
gia da cong bd viée sir dung té bao lympho B tir hach
ben s& tao ra ti 1¢ té bao lai san xuit khang thé mong
mudn cao hon 10 1an so véi viéc su dung té bao
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lympho B tur lach (Sado et al., 2006).

Khéang thé don dong ding dé dinh nhom méau A
dugc cong bd 1an dau tién nam 1980 (Voak et al.,
1980) va khang thé don dong dung dé dinh nhom
mau B cong bd 1An diu nam 1981 (Sacks, Lenox,
1981). Nam 1988, Lennox, Voak cong bd viéc tao
khang thé dé xac dinh nhém méau AB bang cach tron
mdt hodc nhidu khang thé don dong khang A va mot
hodc nhiéu khang thé don dong khang B véi nhau
(Lennox, Voak, 1988). Viéc sir dung khang thé don
dong dé dinh nhém mau 1 ng dung dau tién cua
khang thé don dong trong linh vuc chin doan va didu
tri (Lara, 2014). Cong ty Celltech ciia Anh la cong ty
dAu tién san xudt va thuong mai héa san pham khéng
thé don dong dinh nhom mau. Cho dén nay c6 rat
nhiéu cong ty san xuit va thuong mai sinh pham nay,
¢6 thé ké dén Biorad, My (www.biorad.com);
Sanquin, Ha Lan (www.sanquin.nl/reagents);
Diagast, Phap (www.diagast.com); Biotech, Anh
(www.biotech.com); Biotest, Pirc (www.biotest.de).
Nhu ciu huyét thanh miu dé dinh nhoém méu & Viét
Nam 14 rat 16n. Hang nim can t6i 300 dén 500 lit
huyét thanh mau dé dinh nhém mau cho céc don vi
méu thu gom tir nhitng ngudi hién méau (nam 2014 ca
nudc da tiép nhan 1,054 triéu don vi truyén mau).
Bén canh d6, s6 lugng ngudi bénh cin dwoc dinh
nhoém mau nhiéu hon nhiéu 1an so véi so don Vi mau
thu gom. S lugng sinh pham nay phai nhap ngoai
hoan toan vi Viét Nam chua san xuit duoc.

Dung trude thuc té trén, nhom nghién ctru da sir
dung héng cau nguoi Viét Nam dé gdy mién dich
cho chudt nhdm tao dugc té bao san xuét khéang thé.
Té bao lympho B di dugc tach chiét tir 1ach va hach
ben cia chudt duge dung hop véi té bao myeloma
dudi sy tac dung cua polyethylen glycol. Két qua la
chung t6i di tao dugc té bao lai sinh khang thé don
dong gy ngung két dic hiéu hdng cau chta khang
nguyén B. Hiéu gi4 khang thé trong dich nudi cdy té
bao 1a 1/512, cuong d¢ phan tng 3+, thoi gian ngung
két 10 gidy. Khang thé khang B sinh ra tir dong té
bao lai thudc 16p IgM, chudi nhe kappa.

NGUYEN LIEU VA PHUONG PHAP

Nguyén liéu

Chudt BALB/c duc 6 tudn tudi sir dung lam vat
chu dé gay mién dich do Hoc vién Quéan Y cung cap.

B hong ciu miu ABO 5% sir dung 1am vét ligu
gdy mién dich va khdng nguyén sang loc dong té bao
lai tiét khang thé don dong dac hi¢u do Vién huyét
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hoc va truyén méu Trung vong cung cap.

Dong té bao myeloma sp2/0 dugc st dung lam
nguodn te bao dung hgp do TS. Lé Van Phan cung cap.

Mbi trudng DMEM (Gibco, M¥); Huyét thanh bé
FBS, ti chit hoan toan (FCA), ta chit khong hoan
toan (FIA), moi truong chon loc HAT (DMEM, 20%
FBS, 1% HAT 50x), méi truong HT (DMEM, 20%
FBS, 1% HT 50x), DMSO, PEG 50% 1500 (Sigma,
M§); Kit ELISA xac dinh phan 16p khang thé
(Thermo, M¥); B6 huyét thanh mau (Biorad, Phép).
Céc hoa chét khac dugc mua tir hdng Merck, Dtec.

Phuong phap giay mién dich cho chudt

Hong cdu miu B duoc sir dung lam vét ligu gay
mién dich cho chudt dé tao ra cac té bao lympho
chudt san xudt khang thé don dong khang B. Quy
trinh gay mién dich cho chudt dugc thuc hién theo
mb ta ctia Nguyén Thi Trung va dong tac gia cong
bb ndm 2016 (Nguyén Thi Trung et al, 2016).

Dung hgp va tao dong té bao lai
Chuén bi té bao myeloma sp2/0 chugt

Té bao myeloma sp2/0 chudt dugc nudi trong
mdi truong DMEM +20% FBS (chai T75 cm?), mat
d6 ban dau 10° té bao/ml hai ngay trudc khi tién
hanh thi nghiém dung hop té bao.

Dung hop té bao

Bén ngay sau lan tiém cudi cung, chudt bi giét
thu lach va hach ben dé tach té bao lympho B. Té
bao lympho B va té bao myeloma sp2/0 dugc tron
theo ti 1¢ 5:1, c6 mat PEG1500 50%. Hon hop duogc
tai huyen phu trong moi truong HAT, chuyén 150 ul
vao moi gieéng cua dia 96 giéng, nudi ¢ 37°C, 5%
CO,. Sau 5 dén 7 ngay, thay méi truong nudi bing
HT, nudi tiép ¢ 37°C, 5% COs.

Phan trng ngung két hong cau trong cdc giéng ciia
phién nhia

25 ul dich tir mdi giéng nudi cay hdn hop té bao
lai sau 3 dén 5 ngay nudi dugc chuyén sang cac
giéng cua dia 96 giéng twong tmg. Thém 25 pl hong
cdu mau 2%, lic nhe, dé dia ¢ nhiét &6 phong va doc
két qua sau 30 phut bang cach nghiéng dia mot goc
khoang 45°.

Tao dong té bao lai

Té bao lai dwoc tach dong bang phwong phap
pha lodng t6i han 3 ndng d6 50 t& bao/ml, 10 té
bao/ml va 5 té bao/ml. Kiém tra té bao lai don trong
chc giéng nudi cy bang céch soi duéi kinh hién vi
dién tir soi ngugc truyen qua va kiém tra sy sinh
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khang thé bang phan ting ngung két hong cau.

Xic dinh mét s6 tinh chét ciia khang thé don
dong do dong té bao lai san xuat

Xdc dinh kha nang gay ngung két dic hiéu

b9 dac hiéu cua khang thé dugc xac dinh bang
phan tng ngung két tryc tiép v6i cac hong ciu miu
A, B, O. Khang thé dic hiéu khi chi nhan biét mot
loai khang nguyén trén bé mit hong cau.
Xac dinh hiéu gid khing thé

Hiéu gi4 khang thé trong dich nudi ciy dugc xac
dinh bing phan tmg ngung két trén dia 96 giéng day
chit V khi dich nuéi cay dugc pha lodng theo co s6 2
bang NaCl 0,9%. 25 pl dich pha lodng khing thé
duoc nho vao cac giéng cua phién nhya, thém 25 pl
hdng cdu mau B 2% vao timg giéng, lic nhe, dé dia
& nhiét d6 phong va doc két qua sau 30 phut.

Xdc dinh cuong do va di tinh

Thyc hién thi nghiém ngung két hdng cau trén
phién kinh, ndng d6 hong cau méu la 10%. St dung
ddng hd bim gidy dé xac dinh thoi diém quan sat
duoc tin hiéu dau tién cta phan tng ngung két. Sau 5
phut phan ung danh gia cuong d6 phan ung: C6 mot
mang ngung két, dich trong - 4+; c6 mot vai mang
ngung két, dich trong - 3+; c6 mot vai mang ngung
két nho, dich duc - 2+; c6 nhiéu mang ngung két
nho, dich duc - 1+ va khong ngung két 1a am tinh.

Xac dinh phén 16p khing thé don dong do dong
té bao lai san xuit
Phan 16p khang thé don dong duoc xic dinh

bang phucmg phap ELISA st dung cac khang khang
thé da biét gin san 1én cac giéng cta phién nhya vi

luong. Kit ELISA xé4c dinh phan 16p khang thé cia
hang Piere dugc sir dung dé xac dinh phan 16p khéng
thé dong. Quy trinh thi nghiém thyc hién theo huéng
dan chi tiét cta nha san xudt.

KET QUA VA THAO LUAN

Gay mién dich cho chudt bing hong ciu miu B

Hong ciu B duoc tron véi ta chat va tiém vao
hai gan ban chian chudt BALB/c nhu mé ta ¢ phan
phwong phip. Mudi ngay ké tir 1in dau tién gay
mién dich, chudt duogc giét va thu lach va hach
lympho ben. Giai phdu chudt nhan thay ca hai hach
ben cua chudt déu tang kich thudc so vdi chudt ddi
ching. Theo Sado va ddng tac gia cong su thi hai
hach nay cta chugt chira khoang 1x10” dén 2x107 té
biao lympho B & ngay thtr 14 sau gdy mién dich
(Sado et al., 2006). Cac nghién ciru trude do6 chi su
dung hong ciu nhii hoa trong ta chit va tiém hai lan
vao phic mac chudt (Lundblad, 1963), hodc tiém 3
lan trong lan dau st dung ta chit hoan toan, hai lin
sau dung ta chat khong hoan toan dé tiém vao phiic
mac chudt.

Dung hgp va tao dong té bao lai

Té bao lympho B dugc tach tir lach va hach ben
ciia cac chudt di dugc gdy mién dich. Té bao
myeloma da dugc chudn bi trudc 2 ngay trudc khi tién
hanh dung hop té bao. Quy trinh tao t& bao lai dugc
thuc hién theo nguyén 1y co ban dé tao té bao lai da
dugc mo ta boi Kéhler va Milstein nam 1975. Sy hinh
thanh va phat trién ciia té bao lai & cac gleng nu01 Cay
duoc quan sat dudi kinh hién vi soi ngugc truyén qua.
Két qua hinh thanh té bao lai va kha ning sinh khang
thé dic hiéu dugc trinh bay ¢ bang 1.

Bang 1. Ti I& hinh thanh té bao lai va kha nang sinh khang thé dac hiéu.

Hinh thanh té bao lai

Gay ngwng két hdng cau B

Lan thi nghiém Téng s6 giéng

S6 lwgng Tilé % S6 lwgng Tilé %
1 384 310 80,7 8 2,6
2 384 345 89,8 12 3,5
3 384 380 98,9 11 2,9
Téng sb 1152 1035 31
Trung binh 345+ 12 89,9+3,0 101 3,0+£0,15

Két qua & bang 1 cho thiy, hiéu sut tao té bao lai
rét cao, dat dén 89,9 + 3,0%. Trong s6 d6 ¢6 31 vi tri da
sinh khang thé gay ngung két hong cau mau B. Cac té
bao lai d hinh thanh va phan chia thanh nhom cac té

bao sau 2 ngdy dugc nudi cdy trong moi truong HAT
(Hinh 1A). Sau 4 ngay nui cdy thi cic té bao niy phat
trién thanh mot cum to hon, sé luong t& bao nhiéu hon
(Hinh 1B). Cac té bao nay tiép tuc phat trién va dugc
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quan sat sau 6 ngay (Hinh 1C) va sau 10 ngay (Hmh
1D). Sau 10 ngay nu01 cay, té bao lai da phat trién
thanh mot cum 16n gdm rat nhiéu té bao va bat dau bi
phén tan do tac dong co hoc trong qué trinh thay thé
moi moi truong HT cho moéi truong HAT. Trong moi
truong HAT chi c6 té bao lai mang dac tinh cia ca té
bao myeloma va té bao lympho B méi c6 kha ning sinh
truong. Cac t& bao myeloma thiéu enzyme
hypoxanthine guanine phosphoribosyltransferase -
HGPRT nén bi chét. t& bao lympho B di & giai doan
cudi ciia qua trinh biét hoa nén khong sdng dugc trong
mbi trudong nudi ciy (Littlefield, 1964).

Két qua nay hoan toan phi hop véi cong bd cia
Kishiro et al., 1995 va Sado et al, 2006. Cac tac gid
nay da st dung hach lympho ben dé dung hop tao té
bao lai va tiém vao gan ban chan hodc goc dudi aé
gdy mién dich cho chu6t. Trong khi Lundblad et al.,
1963 chi sir dung té bao lympho B tir lach dé lai véi
té bao myeloma. Bén canh d6, Kishino et al., 1995
va Sado er al, 2006 di chimg minh ¢ thé giy mién
dich cho chudt mot hodc nhiéu lan va sir dung té bao
lympho ctia hach ben trong thoi gian 14 dén 21 ngay
thi hiu suét tao t& bao lai kha cao. Cao hon t&i 10
lin so v6i gy mién dich cho chudt theo cac con
duong khéc va st dung té bao lach trong thoi gian tir
60 dén 90 ngay sau tiém.

Céc té bao tai cac vi tri ma dich nudi ciy ngung
két voi hong cau miu B dugc lam don dong biang
phuong phép pha lodng téi han. Dich nudi céy tai
céc vi tri chi chira mot té bao lai dugc cho phan tmg
v6i ca ba loai hong ciu miu A, B va O. Néu la
khang thé don dong déc hiéu khang nguyén B thi
dich nuoi cdy chi lam ngung két hong cau mau B ma
khong 1am ngung két voi hong ciu miu A hoic 0.
Trong két qua nghién ctru ciia ching toi, 10 dong té
bao lai san xuét khang thé don dong khang B la
B4D6C6, B4D6E2, B4D10C9, B4D10B6,
B4D10D5, B4D10D6, B4D10E4, B4H6CS,
B8F6B6, B8F6D4 da phan lap dugc, trong do dong
té bao B4D10C9 dugc lya chon dé tién hanh cac
nghién ciru tiép theo.

Ham luong khang thé dugc danh gia thong qua
xac dinh hidu gia khang thé. Dich nuéi cy dong té
bao BAD10C9 duoc xac dinh hiéu gia khang thé trong
dich nuéi dé c6 cai nhin so bo vé kha ning san xuat
khéng thé ciia dong té bao lai nay. Dich nudi cdy té
bao lai s& dugc pha lodng voi nude mudi sinh 1y theo
co s6 2 tir 1 &én 1/4096, bd sung thém hdng cdu miu
B 1% véi thé tich twong duong va dé yén 30 phit sau
do doc két qua. Hiéu gia khang thé don dong do dong
té bao lai B4D10C9 san xudt 1a 1/256, trong khi hiéu
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gia khang thé trong huyét thanh mau (Biorad) 1a 1/512
(Hinh 2). Két qua nay kha phu hop véi nghién ciru cia
Iyer, 2006 va Abhyankar, 2012. Hi€u gia cta cic dong
té bao sinh khang thé khang B ciing di dugc mot sb
tac gia Iyer, 2006 da tao ra dong té bao 2C4D5F10 san
xuat khang thé don dong khang B giy nung két hong
cdu miu B ¢ do pha lodng 128 lin. Trong khi
Abhyankar, 2012 da tao ra dong té bao 3D5D7G2 san
xuét khang thé khang B véi hiéu gia 1/512. Nhu vy,
kha ning san xuat khang thé khang B cua dong té bao
B4D10C9 la kha tot.

Do dic hiéu cua khang thé do dong té bao lai
B4D10C9 san xuit dwoc kiém tra béng cach cho
phan @mg véi 3 hong ciu mau A, B, O. Két qua &
hinh 3 chi ra dich nudi cdy té bao B4D10C9 chi gay
ngung két hong ciu B ma khong gay ngung két hong
cau A va 0. Két qua nay tuong ty nhur ket qua phan
{ing clia anti-B (biorad) v&i cac hdng ciu mau A, B,
O. Trong khi dich nuéi ciy khong chira khang thé
nén khong phan tmg ngung két v6i bat ky hong cau
méu nao dem kiém tra.

Loai globulin mién dich ciia khang thé do dong
té bao B4D10C9 sinh ra dwgc xac dinh bang kit
ELISA cua Piere. Cac khang thé khang cac
immunoglobon duoc gin sin trong cac giéng cua
phién nhuya tir cac gleng A-H. Theo quy trinh thi dich
nudi cdy sé& dugc bo sung vao cac gieng, khang thé
thudc loai nao s& gin két voi khang khang thé phu
hop. Két qua & hinh 4, cho thay tai cac vi tri FvaG
¢6 phan xay ra, mau cua dung dich tai cac giéng nay
chuyén tir khong mau thanh vang va vang nhat.

Gia tri OD tai cac vi tri ndy do dugc ¢ budc song
450 nm dugc trinh bay trong bang 2. C6 hai vi tri
cho gia tri OD450 > 0,2 tuong tmg vé6i hai vi tri doi
mau quan sat duoc. Hai vi tri nay tuong ung voi
khang thé khang B chira chudi ning IgM va chudi
nhe kappa.

Bang 2. Gia tri OD4so cla phan trng ELISA xac dinh phan
I&p khang thé do dong t& bao B4D10C9 san xuét.

Gia tri ODaso Phan I&p khang thé
A 0,054 1gG1
B 0,042 IgG2a
C 0,041 IgG2b
D 0,053 1gG3
E 0,040 IgA
F 0,668 IgM
G 0,284 Kappa
H 0,040 Lamda
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Cc D

Hinh 1. Anh chyp té bao lai quan sat dwéi kinh hién vi soi nguoc truyén qua (d6 phong dai 10 1an). A. sau 2 ngay nudi cay;
B. sau 4 ngay nudi cay; C. sau 6 ngay nudi cay; D. sau 10 ngay nudi cay té bao sau dung hop trong méi trvdng HAT/HT.

1 172 1/4 18 116 1/64 1/128 1/256 1/512 1/1024 1/2048 1/4096

Déi chimg dm (mdi trudong
nuodi cay)

Déi chimg duong (huyét
thanh miu B_biorad)

Dich nuéi cay té bao lai
B4D10C9

Hinh 2. Anh chup két qua xac dinh hiéu gia khang thé khang B béng phwong phap pha loéng huyet thanh/dich nu6i cay
theo co s6 2. Hang trén cung 1a phan (rng ngung két hong cau cla moi tredng nudi cay voi hong cau mau B 2% (dm chirng
am); Hang gitra la phan (ng nguwng két hong cau cla huyet thanh méu anti-B (bioRad) voi hong cau mau B 2% (dbi ching
dwong); Hang dwéi Ia phan (ng ngwng két ciia dich nudi cay t& bao B4D10C9 véi hdng cdu mau B 2%; Sb the tw tir 1 dén
12 twong &ng véi dd pha lodng khang thé t& 1 1an dén 4096 1an.

Moi trwégng Huyet thanh Dich nudi cay té bao
nudi cay mau B_| Blorad lai B4D10C9

Hinh 3. Anh chup sw ngung két hong cau A, B va O cua dich sau 7 ngay nudi cay dong té& bao lai B4D10C9. Hang ngang 1,
2, 3: Héng cAu mau A, B, O twong trng. Cot doc 1, 2, 3: mbi tredng nudi céy (d6i chirng am), huyét thanh mau anti-B (d6i
chirng dwong), dich nudi cay té bao lai B4D10C9 twong ¢ng.

Hinh 4. Phan (rng ELISA xac dinh loai khang th& mié&n dich ctia khang thé& do dong té bao B4D10C9 san xuét.
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Viéc dong té biao B4D10CY san xuat khang thé
IgM 1a hoan toan phu hop vdi cac nghién ctru cua
Sado e al., 2006, ong di chi ra ring viéc thu hoach
té bao lympho & thoi diém sdm hon thi ti 18 té bao lai
sinh khang thé IgM s& cao hon. Néu té bao lympho
dugc thu ¢ thoi diém 28 ngdy sau gdy mién dich
chudt thi ti 1¢ thu duoc té bao lai san xuat khang thé
IgM chi bang 1/10 thoi diém 10 ngay. Mit khac
trong nghién ctru nay phan ung ngung két hong cau
da dugc su dung dé sang loc khang thé dic hiéu.
Khéng thé IgM c6 10 vi tri bam khang nguyén trong
khi khang nguyén IgG chi ¢6 hai vi tri bam cho
khang nguyén. Dong te bao sinh khang thé IgM s&
gdy ngung két hong ciu manh hon dong sinh khéng
thé IgG nén sé dugc sang loc.

KET LUAN

Chung t6i da ing dyng thanh cong quy trinh gay
mlen dich cho chu¢t dé tao ra cac té bao lympho B
man cam. Hiéu qua tao té bao lai dat trung binh trén
90% khi str dung té bao lympho B tach tir lich va
hach ben cta chudt da gay mién dich dung hop véi té
bao myeloma chudt.

Di sang loc duge 10 dong té bao lai B4D6CE,
B4D6E2, B4D10C9, B4D10B6, B4DI10DS,
B4D10D6, B4D10E4, B4H6CS, B8F6B6, B8F6D4
san xuat khang thé don dong gy ngung két dic higu
hdng ciu mang khang nguyén B.

Té bao lai B4D10CY san xudt khang thé don
dong gy ngung két dic hiéu hong cau miu B. Hiéu
gi4 khang thé trong dich nubi dat 1/256.

Khéng thé khang B do dong té biao B4D10C9
san xuat thudc phan 16p IgM va chira chudi nhe
kappa.

Loi cam on: Céng trinh sic dung kinh phi dé tai
KC.04.13/11-15 va trang thiét bi ciia Phong TNTD
Cong nghé gen, Vién Cong nghé sinh hoc, Vién Han
lam KHCNVN va Phong kiém nghiém, Céng ty CP
phat trién céng nghé néng thén RTD.
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STUDY ON CREATING THE HYBRIDOMA FOR PRODUCING A MONOCLONAL
ANTIBODY THAT CAUSES AGGLUTINATION OF THE RED BLOOD CELL B GROUP

Le Van Phan', Nguyen Thi Trung®, Truong Nam Hai’

'Rural Technology Development JSC.
*Institute of Biotechnology, Vietnam Academy of Science and Technology

SUMMARY

ABO incompatibility is a potential lethal barrier in tranfusion therapy. ABO blood cell grouping for all of
the donors and potential recipients is the unique way for ensuring the highest safety for potential recipients in
blood transfusion. ABO blood cell grouping must be performed by both of the serum sample method and
erythrocytes sample method. Nowadays, when applying the serum sample method, the monoclonal antibodies
are commonly used to identify the antigens on the surface of the red blood cells. In this study, for the first time
in Vietnam, the hybridoma technology was successefully developed and screened hybrid cells for producing
monoclonal antibody specifically agglutinated with red blood cells B group. After being isolated from spleen
and iliac lympho node of the human red blood cells B group immuned BALB/c mice, the lymphocytes B was
fused with myeloma sp2/0. As the results, 10 single hybrid cell lines B4D6C6, BAD6E2, B4AD10C9, B4D10B6,
B4D10D5, B4D10D6, B4D10E4, B4H6CS, BSF6B6, B8F6D4 have been screened by a specific agglutination
with sample red blood cells group B. Among them, the hybrid cell line B4D10C9 was the best secreting anti-B
monoclonal antibody into culture, that presented by antibody titer reached 1/256, hence it was selected for
further studies. The ELISA method helped to isotype the anti-B monoclonal antibody which was produced
from B4D10C9 hybridoma. As a result, the anti-B monoclonal antibody contained IgM heavy chains and
kappa light chains. The IgM antibody could be able to agglutinate red blood cells 25 times more than IgG
antibody. The success of screening B4D10C9 hybridoma producing IgM monoclonal antibody is the most
significant result of this study.

Keywords: Anti-B, blood group B, hybridomas, mAbs, mouse lympho node

29



