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TOM TAT

Progesterone |a hormone c6 lién quan ch&t ché dén qua trinh sinh ly sinh sé&n & déng vat. Néng d6 hormone
nay c6 & trong mau, nwéc tidu, siva dwoc st dung lam cdn cir dé xac dinh c6 thai sém & bo. D& xac dinh dwoc sw
c6 mat clGa progesterone bang cac phwong phap ther dic hiéu nhw que thtr nhanh thi mét trong nhivng bwéc quan
trong nhét |a tao duoc dong té bao lai tiét khang thé don dong khang progesteron. Phwong phap gay mién dich, thu
t& bao lach & chudt BALB/c, tao dong té bao lai va ELISA da dwoc ap dung trén co s& st dung ba loai khang nguyén
khac nhau, chuét dap rng mién dich tét nhat khi tiém khang nguyén & ndng d6 200 pg/mL/con, ty 1 giéng c6 té bao
lai cao nhat & méi loai khang nguyén dat tlr 91,67% tré 1&n. Nghién ctru da tao dwoc 5 dong té bao lai (E4, E3, C8,
H3, F10) c6 kha nang tiét khang thé don dong khang khang nguyén progesterone antigen; 3 dong té& bao lai (C12,
D7, F11) c6 kha nang tiét khang th& don dong khang khang nguyén progesterone BSA antigen; 3 dong té& bao lai
(G5, H3, A7) c6 kha nang tiét khang thé don dong khang khang nguyén progesterone-3-CMO: BSA antigen.

Tw khéa: Chuédt BALB/c, ELISA, khang thé don dong, progesterone, té bao lai.

Study on Establishment of Hybrid Cell Lines
Secreting Monoclonal Antibody for Progesterone

ABSTRACT

Progesterone is a hormone that relates closely to the reproductive physiology of animals. The progesterone
levels in blood, urine and milk have been used to determine pregnancy in cows. In order to detect the appearance of
progesterone using specific tests, one must create hybrid cells that secrete monoclonal antibody for this hormone, as
one of the most important factors. The methods of immunization, collection of spleen cells of BALB/c mice, production
of hybrid cell lines and ELISA had been applied. Based on the use of different types of antigens, mice differently
responded to selective progesterone antigens with the concentration of 200 pg/mL per mouse. The highest
successful hybridization rate was 91.67%. The study created 5 hybrid cell lines (E4, E3, C6, H3, F10) secreting
monoclonal antibodies for progesterone antigen, 3 hybrid cell lines (C12, D7, F11) secreting monoclonal antibodies
for progesterone BSA antigen and 3 hybrid cell lines (G5, H3, A7) secreting monoclonal antibodies for progesterone-
3-CMO: BSA antigen.

Keywords: BALB/c mice, ELISA, monoclonal antibody, progesterone, hybrid cell.

< ~ A hormone progesterone duge tng dung rong rai
1. bAT VAN DE prog . g dung rong

trong cac chuong trinh quan 1y ning cao kha

Progesterone va cac dan xuit cta né thudc
nhém steroid, chi yéu do thé vang tiét ra trong
chu ky tinh (sau khi trtng rung, thé vang hinh
thanh) va trong giai doan mang thai (Gomes &
Erb, 1965). Trong linh vyc chidn nuéi va tha y,

nang sinh san nhu diéu tri réi loan sinh san, diéu
khién sinh san theo k& hoach, gy dong duc déng
pha, cdy truyén phdi, chdn doan cé thai cho bod
(EMEA, 2004). 0 bo, nong d6 progesterone dat
gia tri cao nhat vao ngay 21 va 22 tinh tit thoi
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diém thu thai (Burger, 1970; Bermard, 1996). Su
hién dién ctia progesterone trong siia va huyét
thanh da dugc tng dung dé chdn doan mang thai
sém & bo tu nhiing nam 70 (Pope & cs., 1976;
Thirapatsukun & Entwistle, 1978).

Hién nay, c6 nhiéu phuong phap dé dinh
luong chinh xac nhu sic ki long - khéi phé
(LC/MS), hoéc cac phuong phap ban dinh lugng
ddc hiéu nhu k§y thuat mién dich phéng xa
(RIA), k¥ thuat mién dich enzyme (ELISA) hay
phuong phap dinh tinh dic hiéu nhu que thu
nhanh duya trén receptor hodc khang thé dic
hiéu... Trong d6, cac phuong phap dinh lugng
chinh xac bang sic ky, phuong phap ban dinh
lugng bing mién dich dac hiéu la cac phuong
phap c6 do chinh xac cao nhung can cac thiét bi
rit dit tién, van hanh phic tap, can bd phan
tich phai dudc dao tao va cé tay nghé cao méi co
thé thuc hién dude. Vi vay, cac phuong phap nay
chi duge st dung trong nghién ctu. Do d6, dé
dua vao thuc t€ san xuat, cic nha khoa hoc
thudng nghién ctu, tim kiém cac phuong phap
don gian, dé st dung dé dinh tinh progesterone.

Que thu nhanh (quick-stick) dugc ché& tao
dua trén co s phan ting khang nguyén - khang
thé dé xac dinh su ¢6 mit cta cac hormone sinh
san néi chung va ctia hormone progesterone néi
rieng 1a giai phap da dude phat trién va tng
dung trong thuc t&, khong doi hoéi cac thiét bi
cong nghé cao v6i ki thuat phiec tap.

DE ché tao duge que thi thai nhanh dua vao
xac dinh su c6 mit cua hormone progesterone
can phai c¢6 cac khang thé don dong c6 ai luc cao
v6i hormone nay. Do d6, viéc chon ra dong té&
bao c6 kha ning tong hgp ra khang thé khang
khang nguyén c¢6 tinh déc hiéu va ai luc khang
nguyén - khang thé cao 1a rét cin thiét, ching
sé& la ngudn cung cdp khang thé dic hiéu
progesterone rat tiém ning va khong giéi han.
Nghién ctiu nay nhim tao dong t& bao lai tiét
khang thé don dong khang progesterone tng
dung cho san xuét que thi thai nhanh cho bd.

2. PHUONG PHAP NGHIEN CUU
2.1. Vat liéu

- Khang nguyén: 3 loai khang nguyén bao
gdbm  progesterone antigen (Ma  code
MBS238011, hang Mybiosource, My),
progesterone-3-BSA antigen (Ma code LA330,
hang East Coast Bio, M§) va progesterone-3-
CMO: BSA antigen (M4 code ND-R0752, hang
Novateinbio, M¥).

- Chudét BALB/c thuan chung va dong té&
bao ung thu tuy xucong Myeloma Sp2/0-Agld
(Sigma, My).

- Hoé6a chat: dung dich DMEM Gibco,
Freund’s adjuvants complete (FAC), Freund’s
adjuvants incomplete (FAI), PEG, PBS, FBS,
Tween, HAT (Sigma, My¥)...

Bang 1. B6 tri thi nghiém xac dinh nong do khang nguyén thich hop

giy mién dich cho chuot

Khang nguyén Lan thi nghiém

Néng dd khang nguyén (ug/mL)
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Progesterone antigen

Progesterone -3-BSA antigen

Progesterone-3-CMO: BSA antigen
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2.2. Phuong phap

2.2.1. GAy mién dich cho chuét thuin
ching BALB/c bing ciac khang nguyén
khac nhau

Mot tram ba mudi lam chuot BALB/c dude
st dung dé tht kha niang gay mién dich cta cac
khang nguyén, mdéi khang nguyén thu trén 15
chudt véi 5 liéu khac nhau, thi nghiém dudc 14p
lai 3 1an. S6 lugng chuot thi nghiém dugc bé tri
theo bang 1.

Chuot dugc gdy mién dich theo phuong
phap ctia Koéhler & Milstein (1975), c6 cai tién
(Liddell & Cryer, 1991) nhu sau:

- Phoi trén khang nguyén véi cac chit bo
trg FAC ho#dc FAI theo ty 1& 1:1

- Gay mién dich cho chuét theo ciac néng do
khéac nhau ¢ bang 1 (mdi chudt duge tiém lap lai
3 1an, mbi lan cach nhau 3 ngay)

- LAy mAau 6 tim va thu huyét thanh sau 10
ngay giy mién dich dé danhgia kha ning dap
ing bang phuong phap ELISA.

2.2.2. Thu té bao lympho B & lach cia chuét

Lach cua 5 chudt c6 dap ting mién dich tét
nh4t duge thu theo phuong phap cua Leger &
Wsaldanha (2000). T€ bao sau khi tach ra dugc
bao quan trong mdi trudng DMEM cé bé sung
10% FBS.

a. Tao dong té bao lai (hybridoma) tiét khing
thé don dong khéng progesterone

+ Panh thiic va nudi t& bao: Chuyén ong t&
bao Myeloma Sp2/0-Ag14 tit nitc 10ng sang bé u
4&m 37°C cho ra dong. Chuyén dung dich chia t&
bao sang 6ng ly tam, tién hanh ly tAm véi toc dod
1.000 vong/phit trong 5 phut. Gan boé 16p dich
néi, hoa tan can t€ bao véi méi trusng nudi
DMEM c6 b6 sung HAT, rdi chuyén dung dich t&
bao sang chai nuéi cdy. T€ bao dugc nudi trong
tl &m véi diéu kién 37°C, 5% CO,. Sau 2-3 ngay
thay moi truong 1 lan.

+ Dung hop t&€ bao: Tién hanh dung hop t&
bao theo phuong phap cta Kohler & Milstein
(1975), t&€ bao Myeloma Sp2/0-Agl4 va té& bao
Lympho B dugc tron vé6i 5 ty 1& khac nhau, sau do

ly tam & téc d6 1.000 vong/phit, trong 5 phit va
thu cin t€ bao. Nho 0,3 mL dung dich PEG 50%
vao cin té& bao, U trong 1 phit d nhiét d6 phong,
sau d6 bd sung ti€p 10mL dung dich DMEM, ly
tam hon hgp 6 1.000 vong/phiit trong 5 phut va
thu can té bao. Hoa tan cin t€ bao trong mdi
trusng DMEM c6 b6 sung HAT, 150 uL dung dich
té& bao dugc chia vao mdi giéng trén dia loai 96
giéng va u trong ti &m 37°C. Sau 5-10 ngay loai
bé dich nuéi va thém vao mdi giéng 150 pL dung
dich DMEM c6 bé sung HAT. Sau 10 ngay dung
hop, 14y dich néi va diung phan tng ELISA dé
sang loc t& bao duong tinh.

+ Tao dong té& bao lai (hybridoma) tiét
khang thé don dong khang progesterone: Dia
nudi cdy t& bao cé chiia t& bao lai cho két qua
ELISA duong tinh cao nhét duge lua chon dé tao
dong t& bao lai. Hit hén dich t& bao sang dng ly
tdm c6 chita moi truong DMEM dé pha lodng t&
bao sao cho nong dd dat 1 t& bao/100 pL. Sau d6
chuyén t& bao da pha loing sang cac giéng nudi
cdy mé6i v6i thé tich 100 pL /1 giéng, nudi & didu
kién 37°C, 5% CO,. St dung phan tng ELISA
dé danh gia lai kha niang sinh khang thé cua
dong t& bao lai. Tu d6, dong t& bao lai c6 hiéu
gia cao nhat sé duge chon va nhan lén.

+ Kiém tra kha ning bit ciap dic hiéu giiia
khang thé don dong véi khang nguyén tucng tng:
Phuong phap ELISA duge st dung dé xac dinh
kha ning bit cap chéo gifta cac khang thé don
dong véi cac khang nguyén khac nhau nhu sau:

Phi ban bang 100 pL khang nguyén
progesteron trong dung dich gin ¢ 4°C qua dém
(néng d6 125 ng khang nguyén/giéng). Sau d6
rtia ban 5 1an bing Washing buffer dé loai bo
nhiing khang nguyén khong gin vao bé mit
ban. Pht1 ban béng 300 uL. Washing buffer + 1%
Skim milk trong 1 h ¢ 37°C. Riia ban 5 1an bing
Washing buffer.

B6 sung khang thé 1 (dich néi ciia méi
trudng nudi cdy) da pha lodng 5.000 lan bing
Washing buffer + 1% Skim milk. U & 37°C trong
1 h. Rda ban 5 1an bang Washing buffer loai bo
nhitng khang thé khéng lién két dic hiéu véi
khang nguyén.

Dua vao mbi giéng 100 uL khang thé 2 gin
enzyme peroxidase dugc pha loang 10.000 lan
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trong dém Washing buffer + 1% stta. Dem 1
ban & 37°C trong 1 h. Rtia ban 10 1an bing
Washing buffer.

Dua vao mdi giéng 100 pL dung dich co chat
TMB. U ban ¢ 37°C trong 10 pht.

Diing phan tng bang cach bs sung 50 pL
H,SO, 1N.

Do gia tri OD,;, (mat d6 quang hoc) bing
ELISA reader, nhiing giéng c6 gia tri OD >0,5
dudc coi 1a duong tinh, tiic 1a c6 mit cua khang
thé don dong khang khang nguyén progesterone.
b. Xac dinh s6 Iuong té bao bang budng dém
Neubauer

Dém t€& bao bing budng dém Neubauer:

Tron 100 uL huyén dich t& bao va 900 uL
thudc nhudm trypan blue 0,22% (ty 1é pha 1/10)

Pua hén hop thudc nhuém va té& bao nay lén
budng dém.

S6 té& bao trong 1 mL:

_nxdx 10*
4
Trong do:

C

C: s6 t& bao trong 1 mL
n: sd t& bao trong 4 6 vudng

d: néng d6 pha loang

3. KET QUA VA THAO LUAN

3.1. Kha nang dap ting mién dich ctia chuét
v0i cac khang nguyén

Két qua nghién ctu cho thay chudt dugc
tiém v6i 5 nong d6 khac nhau déu cho phan tng
mién dich. O cing mot néng do tiém, gia tri
OD,;, mau huyét thanh khéng c6 su khac biét

gitta cac chudt dugec tiém véi1 cac loai khang
nguyén khac nhau (p >0,0001). Gia tri hiéu gia
khang thé c6 xu huéng tang khi néng d6 khang
nguyén gay mién dich tang. Gia tri OD,;, miu
huyét thanh khéng c6 su khac biét 16n gitia cac
chudt dugc tiém & cac nong d6 khac nhau
(p >0,0001). Tuy nhién, v6i noéng do6 khang
nguyén gay mién dich 1a 200 pg/mL/con thi gia
tri hiéu gia khang thé c6 xu hudng dat gia tri
cao hon so véi cac néng d6 tiém khac (Bang 2).
Két qua nghién ctu nay phu hgp véi nghién
ctiu cua Cu Thi Thién Thu & cs. (2017) nhung c6
su khac biét so v6i nghién ctu cia Fantl & cs.
(1982). Theo Fantl & cs. (1982), chudt BALB/c giy
dap Gng mién dich véi khang nguyén 1la-
hydroxyprogesterone & liéu 30 pg/con tét hon 6
liéu 5 pg/con. Su khéc biét nay c6 thé do su khac
biét vé cdu tric khang nguyén. Nhu vay, véi 3
khang nguyén dugc lya chon trén thi truong déu
c6 kha néng gy mién dich t6t trén chuét BALB/c.

3.2. S6 lugng t& bao lympho B & chudt gay
mién dich

Thi nghiém tién hanh danh gii s lugng té&
bao lympho B & nhiing chudt c6 dap tGing mién
dich t6t nhat v6i nong do khang nguyén duge
tiém 200 pg/mL/con. S6 lugng t& bao lympho B
cua 5 chudt c6 dap ting mién dich tét nhat véi
khang nguyén progesterone antigen dat gia tri
trung binh 14 1,94x10° t& bao, dao dong tu
1,5x10° t& bao dén 2,7x10° t& bao; d6i véi khang
nguyén progesterone-3-BSA antigen dat gia tri
trung binh 14 1,64x10° t& bao, dao dong tu
1,3x10° t& bao dén 2,2x10° t& bao; do1 véi khang
nguyén progesterone-3-CMO: BSA antigen dat
gia tri trung binh 1& 1,72x10° t& bao, dao dong
ti 1,5x10° t&€ bao dén 2,2x10° t& bao (Bang 3).

Bang 2. Gia tri OD,, mau huyét thanh chuét & cac nong dé gay mién dich khac nhau

déi véi tiing loai khang nguyén

Nong d6 khang nguyén gay mién dich (ug/mL/con)

Tén khang nguyén

0 50

100 200 300

0,081% + 0,012
0,064 + 0,006
0,067 + 0,005

Progesterone antigen
Progesterone -3-BSA antigen

Progesterone-3-CMO: BSA antigen

0,597% + 0,146
0,514* + 0,191
0,526% + 0,261

1,172°+ 0,247  2,301°+0,698  2,089°+ 0,723
0,952"+ 0,317 1,916°+0,781  1,736" + 0,829
1,075°+ 0,519  1,865°+ 0,68  1,811°+ 0,583

Ghi chi: Trong cung mét hang, cac gia tri trung binh mang céc chit cai khac nhau la sai khac c¢6 ¥ nghia théng

ké (P <0,0001).

608



Nguyén Thj Hai, L& Van Phan, Nguyén B& Mui, Nguyén Hoang Thinh,
Nguyén Thi Phwong Giang, Tran Hiép, Cu Thj Thién Thu, Pham Kim Bang

Bang 3. S6 lugng t& bao lympho B & chuét c6 kha nang dap ting mién dich t6t nhat
v6i 3 khang nguyén khac nhau

Tén khang nguyén Hiéu gia khang thé S6 lwong t& bao lympho B (x10°%)
Progesterone antigen 2,982 1,60
2,913 2,70
2,874 2,10
2,864 1,50
2,884 1,80
Progesterone -3-BSA antigen 2,542 1,70
2,672 1,60
2,913 2,20
2,993 1,30
2,943 1,40
Progesterone-3-CMO: BSA antigen 2,632 1,90
2,719 1,60
2,542 1,50
2,275 1,40
2,096 2,20

Bang 4. K&t qua lai (fusion) gitia t&é bao Myeloma Sp2/0-Ag14
va t& bao lympho B ctia chu6t BALB/c dugc gy mién dich véi cac khang nguyén khac nhau

Sé lwong té bao dung dé lai

S6 dia nudi cay Ty 1& % sb giéng co

Lan lai A b2 s Téng sbgiéng  Téngsbgiéng 2, 7 7> % e
Té bao N P A
(fusion) vl Té bao € bag nudi cdytébao  cotébaolai  '© PA0 agieng nuoi
Sp2y/0-Agl4 lympho B (dia 96 giéng) cay té bao

Progesterone antigen

1 1,5x10’ 1,5x10° 8 768 723 94,14

2 1,6x10’ 1,6x10° 8 768 654 85,16

3 1,8x10’ 1,8x10° 8 768 743 96,74

4 2,1x10" 2,1x10° 8 768 629 81,90

5 2,7x10" 2,7x10° 8 768 701 91,28
Progesterone-3-BSA antigen

1 1,3x10’ 1,3x10° 8 768 602 78,39

2 1,4x10’ 1,4x10° 8 768 721 93,88

3 1,6%10" 1,6x10° 8 768 589 76,69

4 1,7x10’ 1,7x10° 8 768 378 49,22

5 2,2x10" 2,2x10° 8 768 478 62,24
Progesterone-3-CMO: BSA antigen

1 1,4x10" 1,4x10° 8 768 664 86,46

2 1,5x10’ 1,5x10° 8 768 704 91,67

3 1,6%10’ 1,6x10° 8 768 689 89,71

4 1,9x10’ 1,9x10° 8 768 576 75,00

5 2,2x10" 2,2x10° 8 768 593 77,21
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3.3. K& qua tao t& bao lai tiét khang thé
khang progesterone

3.3.1. Tao té bao lai

Két qua nghién ctiu cho thay ty 1é t& bao lai
(hybridoma cell) thu dudc tuong déi cao (Bang
4). Dé1 v6i khang nguyén progesterone antigen,
ty 1é lai thanh cong cao nhat dat 96,74% (1an lai
thi 3), ty 1& lai thanh cong thidp nhat dat
81,90% (1an lai tht 4); déi véi khang nguyén
progesterone-3-BSA antigen ty 1é lai thanh
cong cao nhat dat 93,88% (lan lai thi 2), ty 1é lai
thanh céng thap nhat dat 49,22% (1an lai thi 4);
doi véi khang nguyén progesterone-3-CMO:
BSA antigen ty 1& lai thanh céng cao nhat dat
91,67% (1an lai thi 2), ty 1é lai thanh cong thap
nhat dat 75% (1an lai thi 4). K&t qua nghién
cttu nay thap hon so véi nghién citu caa Cu Thi
Thién Thu & cs. (2017), ciia White & cs. (1982)
nhung cao hon so v6i nghién ciu cta Yicel &
Cirakoglu (1999, 2000). Theo Ci Thi Thién Thu
& cs. (2017), ty 1é giéng co t€ bao lai/giéng nuoi
cdy té bao déu dat trén 90%. Trong khi do,
nghién ctu cia White & cs. (1982) & 4 lan lai
khac nhau thi ty 1& giéng c6 t& bao lai 6 3 1an lai
déu dat 100%, chi c6 1 1an lai dat 42% (21/50
giéng). S giéng cb t&€ bao lai 6 2 1an lai trong
nghién ctiu ctia Yiicel & Cirakoglu ndm 1999 lan
lugt 1a 20,08% (c6 135/672 giéng) va 35,71% (c6
240/672 giéng), nam 2000 lan ludt 1a 58,92% (c6
396/672 giéng) va 37,05% (c6 249/672 giéng).

DPé sang loc dudc t& bao lai tiét khang thé
don dong khang progesterone, dich nudi cady té&
bao ctia tat ca cic giéng c6 t& bao lai da dude thu
nhan va danh gia bang phan tng ELISA. Do
hormone progesteron 14 phi protein nén dé tang
kha ning dap ting mién dich thi progesterone
da dude gan véi BSA, do d6 chudt dap ting mién
dich véi ca progesterone va véi BSA. Vi vay, dé
sang loc va thu nhan ding dudc cac dong té& bao
lai hydridomas tiét khang thé cho ting loai
khang nguyén thi cac khang nguyén khac nhau
sé duge gén ban riéng ré cho t& bao lai tuong
ting trong phan tng ELISA. Bén canh dé, moéi
phan tng ELISA véi khang nguyén gén ban la
BSA dugc thuc hién song song. K&t qua sang loc
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t& bao lai tiét khang thé don dong cho ting loai
khang nguyén khac nhau dugdc thé hién trong
bang 5, 6 va 7.

Két qua bang 5, 6, 7 cho thay ty 1é& giéng té&
bao lai c6 két qua duong tinh véi cac loai khang
nguyén thap (dusi 5%). O cac lan lai, ty 16 s&
duong tinh v6i  khang
progesterone antigen dao dong tit 1,88-4,13%,

giéng nguyén
v6i khang nguyén progesterone-3-BSA antigen
dao dong tu 0-3,23%), v6i khang nguyén
progesterone-3-CMO: BSA antigen dao dong tu
1,22-4,37% trén tong s6 giéng c6 t& bao lai. Tuy
nhién, khi st dung khang nguyén gin ban la
BSA cho phan tng ELISA dé kiém tra tinh dac
hiéu ctia cac té& bao lai d6i véi cac loai khang
nguyén thi ty 1& s6 giéng c6 t& bao lai duong
tinh véi1 cac loai khang nguyén va am tinh véi
BSA 1a rat thap (<1% so véi tong s6 giéng cb t&
bao lai). S6 giéng c6 t& bao lai 6 cac 1an lai khac
nhau c¢6 kha ning tiét khang thé khang khang
nguyén progesterone antigen 1a 5/3.450 téng s6
giéng, khang khang nguyén progesterone-3-
BSA antigen 1a 3/2.768 tong s6 giéng va khang
khang nguyén progesterone-3-CMO: BSA
antigen 1a 3/3.226 t6ng s6 giéng. Nhu vay, d cac
1an lai khac nhau thi ty 1& giéng c6 té& bao lai
tiét khang thé don dong thap hon so v6i nghién
ctiu cua Cu Thi Thién Thu & cs. (2017), White
& cs. (1982), Yicel & Cirakoglu (1999, 2000).
Ty 1é s6 giéng c6 t& bao lai tiét khang thé don
khang
progesterone trong nghién ctu cua Cu Thi
Thién Thu & cs. (2017) 1a 0,68%, cua White &
cs. (1982) 6 2 1an lai 1a 16,67% (4/24 giéng) va
41,67% (10/24 giéng). Theo nghién ctu cua
Yiicel & Cirakoglu (1999), s6 giéng c6 t& bao tiét
khang thé trong 2 l1an lai 1an lugt 1a 3,7% (c6
5/135 giéng) va 4,58% (c6 11/240 giéng), tuy
nhién s giéng cé t& bao lai tiét khang thé dic

dong dac hiéu véi nguyén la

hiéu vé6i progesterone chi c6 1 giéng/1 lan lai.
Trong nghién cu tuong tu cua Yicel &
Cirakoglu (2000), s6 giéng c6 t& bao lai tiét
khang thé ¢ 2 14n lai 1an lugt 1a 5,3% (21/396
giéng), 3,2% (8/249 giéng) va 6 mdi lan lai cling
chi c6 1 giéng tiét khang thé don dong dic hiéu
vG61 progesterone.
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Bang 5. K&t qua sang loc t& bao lai tiét khang thé don dong dic hiéu
v6i khang nguyén progesterone antigen biang phan ting ELISA

Két qua phan (rng ELISA

S dung khang nguyén St dung khang nguyén Sbé giéng cho két qua dwong tinh véi

Lli? Térl‘(?ésrs) S_fng gén ban Pro-3-CMO gén ban BSA khang nguyén Pro-3-CMO, am tinh v&i BSA
Sé giéng Ty le Sbé giéng Ty le Sé giéng Ty le
dwong tinh (%) dwong tinh (%) dwong tinh (%)
1 654 14 2,14 14 2,14 0 0
2 701 18 2,57 15 2,14 3 0,43
3 629 26 4,13 26 4,13 0 0
4 723 25 3,46 23 3,18 2 0,28
5 743 14 1,88 14 1,88 0 0
Bang 6. K&t qua sang loc t& bao lai tiét khang thé don dong dac hiéu
v6i khang nguyén progesterone-3-BSA antigen bing phan tng ELISA
Két qua phan tng ELISA
in Tongsbgitng U UTBITIOIOLEN  SUOSRITRER"  Kinanauyen Pro-Son, B doh ubi BGA
S6 giéng Tylé S6 giéng Tylé Sé giéng Ty &
dwong tinh (%) dwong tinh (%) dwong tinh (%)
1 378 0 0 0 0 0 0
2 589 19 3,23 19 3,23 0 0
3 478 9 1,88 7 1,46 2 0,42
4 602 12 1,99 12 1,99 0 0
5 721 21 2,91 20 2,77 1 0,14

Bang 7. K&t qua sang loc t& bao lai tiét khang thé don dong dic hiéu véi khang nguyén
progesterone-3-CMO: BSA antigen bing phan iing ELISA

Két qua phan &ng ELISA

St dung khang nguyén St dung khang nguyén  S6 giéng cho két qua dwong tinh voi khang

La_n Tongxso greng gan ban Pro-3-CMO gan ban BSA nguyén Pro-3-CMO, am tinh v&i BSA
lai kiém tra
S6 giéng Ty le Sbé giéng Ty le Sé giéng Ty le
dwong tinh (%) dwong tinh (%) dwong tinh (%)
1 576 7 1,22 7 1,22 0 0
2 689 16 2,32 16 2,32 0 0
3 704 13 1,85 10 1,42 3 0,43
4 664 29 4,37 29 4,37 0 0
5 593 11 1,85 11 1,85 0 0

3.3.2. Kha ning bat cidp dic hiéu giia
khang thé véi khiang nguyén tuong ing
Khéang thé tao ra tit cac t& bao lai dude st
dung dé xac dinh kha ning bit ciap chéo giita
cac khang thé don dong khang cac khang
nguyén progesterone bang phan ting ELISA. T4t

ca cac phan ting déu cho gia tri OD,;, >0,5,
trong d6 gia tri OD,;, 6 nhiing phan tng cua
khang nguyén v6i khang thé do chinh né tao ra
c6 xu huéng cao hon (Bang 8). Day dudc coi la
phan Gng ducng tinh, ttc 14 c6 mét ctia khang
thé khang khang nguyén progesterone.
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Nghién ctru tao dong té bao lai sinh khang thé don dong khang progesterone

Bang 8. Gia tri OD,;, khang thé don dong khang cac loai khang nguyén progesterone

Khang nguyén gan ban

Tén khang thé Progesterone

antigen

Progesterone-3-BSA
antigen

Progesterone-3-CMO:
BSA antigen

1,672% £ 0,157
1,142% £ 0,142

KT Progesterone antigen

KT Progesterone-3-BSA antigen

KT Progesterone-3-CMO: BSA antigen 1,463+ 0,153

1,431° £0,179
1,201% + 0,104

1,244° + 0,182
1,493 + 0,121

1,601°+ 0,171 1,732°+ 0,174

Ghi chi: Trong cing mdt hang, cac gia tri trung binh mang cac chit cai khac nhau la sai khac c6 y nghia

thong ké (P <0,0001).

4. KET LUAN

Chuot c6 kha nang dap ting mién dich tot
nhat d6i véi cac khang nguyén progesterone 6
néng d6 200 pg/mL/con.

S8 lugng t€& bao lympho B cta 5 chudt c6
dap tng mién dich t6t nhat v6i khang nguyén
progesterone antigen dat gia tri trung binh la
1,94x10° t&€ bao, v6i khang nguyén
progesterone-3-BSA antigen 1a 1,64x10° t& bao,
v6i khang nguyén progesterone-3-CMO: BSA
antigen 1a 1,72x10° t& bao.

Ty 1& lai thanh cong gitia t& bao lympho B
v6i t&€ bao Myeloma Sp2/0-Agl4 tucng déi cao.
Ty 1& lai thanh céng trong cong thiic chudt duge
tiém khang nguyén progesterone antigen dat
96,74%, chudt duge tiém khang nguyén
progesterone-3-BSA antigen dat 93,88%, chudt
dugc tiém khang nguyén progesterone-3-CMO:
BSA antigen dat 91,67%.

Két qua nghién ctu da tao dude 5 dong té&
bao lai (E4, E3, C6, H3, F10) c6 kha ning tiét
khang thé don dong khang khang nguyén
progesterone antigen, 3 dong té& bao lai (C12,
D7, F11) c6 kha ning tiét khang thé don dong
khang khang nguyén progesterone-3-BSA
antigen, 3 dong t& bao lai (G5, H3, A7) c6 kha
ning tiét khang thé don dong khang khang
nguyén progesterone-3-CMO: BSA antigen.

DE c6 thé st dung ché tao kit, nghién ctu sé
tiép tuc danh gia tinh dic hiéu ciua khang thé
tao ra véi cac hormone cting nhém steroid.

LOI CAM ON

Nghién ctiu dudc thuc hién tit ngudn kinh phi
cua dé tai “Nghién ctiu san xudt khang thé don
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dong dac hiéu progesterone dé ché tao que thu
nhanh (Quick Sticks) chdn doan c6 thai s6m 6 bd”
thu6c chuong trinh CNSH trong néng nghiép.
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