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Tom tat

HRP (Horseradish peroxidase) 1a mgt enzyme duwoc chiét ra tir ré cay Caingwa (Amoracia rusticana),
HRP vdi vai tro chdt danh ddu dwoc sir dung nhiéu nhat phwong phap gean céng hop vi né tiwong doi ré, tinh sach,
phét tin hiéu nhanh va cé hogt tinh enzyme chuyén biét rdt cao. Ngodi ra do HRP c6 kich thuéc va trong lwong phan
tiz nhé nén it gay can tré khong gian khi lién két véi khang nguyén hay khang thé. Trong cac thi nghiém mién dich
chang han nhw cdc phwong phép ELISA, dé gia tang dé dac hiéu cho phdn img, ngueoi ta thiong sir dung khang thé
(KT) thiz cdp gdn enzyme la nhitng KT khéng loai nhiwr khdang IgM, khding IgG.... Vai tré cua céng hop KT chugt gan
enzyme peroxidase ciing duoc ing dung nhu mgt KT khang lodi lién két dac hiéu véi KT so cd’p 1ng dung cho bat ky
mau huyét thanh nao khang véi mét KN ndo dé. Do dé, ching t6i tién hanh gdy déap vng mién dich trén chugt bang
khang thé IgG ngueoi di duwoc tinh ché tir huyét thanh ciia méu cuong ron véi cac liéu tiém khac nhau 20 g, 40 g
va 60 pg/ lieu tiém. Sau khi tinh ché nong dé khang thé chugr thu dwoc cao nhdt 1a 0,495 mg/ml. Sau dé, céng hop
khang thé chugt khang khang thé nguoi da dwoc gan véi enzyme HRP. Cudi ciing, céng hop dueoc thi nghiém bang
phirong phdp ELISA tryc tiép va gian tiép cho két qua néng dé cong hop con gii hogt tinh 1a 0,125 mg/ml.

Tir khod: HRP, cy cdi ngua, ddp iing mién dich, 1gG, IgM, ELISA, huyét thanh.

DEVELOPENZYMET AND QUALITY ASSESSMENT MOUSE OF ANTI-HUMAN IgG ANTIBODY -
HORSERADISH PEROXIDASE CONJUGATES USING FOR ELISA TECHNIQUE TO DETECT HUMAN
ANTIBOBY

Abstract

HRP (Horseradish peroxidase) has been known as an enzyme extracted from horseradish roots (Amoracia
Rusticana). HRP plays an important role as a marker which most used as a common method of conjugations due to
the relatively cheap, purified, fast signaling and highly specific enzyme. Furthermore, HRP involves small sizes and
molecular weights having less obstructive space in associated with antigen or antibody. In immunological tests, such
as ELISA, secondary antibody — horseradish peroxidase conjugates has been applied to increase specificity of
enzyme in ELISA test such as anti-1gG, anti-IgM. Primary mice antibody-conjugated enzymes which also practiced
for any serum sample performing any anti-antigen functions were observed. This project objects to conduct an
immune response in mice with IgG antibodies which were purified from the serum of umbilical cord blood injected in
different doses of 20 ug, 40 ug and 60 ug per dose of vaccine. After purified mouse antibody concentrations obtained
the highest 0.495 mg per ml. The antibody anti-mouse antibody has been added in associated with the HRP enzymes.
In conclusion, the antibody-antigen interaction was examined by direct and indirect ELISA and the level of
community was in concentration of 0.125 mg/ml.

Key words: HRP, horseradish root, immune response, 1gG, IgM, ELISA, serum.
1. Pit van dé

Phuong phap ELISA (Enzyme-Linked Immunosorbent Assay) dugc xem nhu 1la mét cong
cu hiéu qua trong cdng nghiép duoc pham va chan doan 1am sang hién nay nho vao do nhay va
su tién loi cua phuong phap nay cao hon cac phuong phap thir nghiém mién dich khac. Trong
phuong phap ELISA, mét thanh phan khdng thé thiéu chinh 1a khang thé cong hop véi enzyme.
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Nho @6, co thé dinh luong duoc khang nguyén thdng qua su tao mau cia phan @ng giita co chat
Vv6i enzyme. Tao khang thé cong hop vai enzyme can phai s dung mot phuong phéap cong hop
sinh hoc phii hop dé c6 thé duy tri chic ning gin dic hiéu véi khang nguyén cua khang thé va
hoat tinh cua enzyme. Nhu vay, viéc lya chon mot enzyme dép umg dugc yéu cau nay that su
quan trong [4,6].

Enzyme Horseradish peroxidase 1a mot glycoprotein duwoc chiét ra tir ré cay cai ngua
(Amoracia rusticana), phan ung dic hiéu véi chit oxi hoa nhu H,0, va céc peroxide c6 chira
g6c methyl va ethyl. So véi cac enzyme khac, HRP c6 dic tinh ndi troi hon vi kich thudc nho
gon s& khong gay can tré khang thé tiép can khang nguyén va hoat tinh cua HRP 6n dinh trong
qua trinh cong hop véi khang thé. Do d6, HRP duoc sir dung phd bién hon 80% trong tit ca qué
trinh san xuat khang thé cong hop véi enzyme va phan 16n cong hop khang thé voi HRP dugc sir
dung dé chan doan bénh [5].

Véi nhitng Ii do trén, chdng toi tién hanh tao cong hop va danh gia chét luong khang thé
chuot khang IgG nguoi gan enzyme Horseradish peroxidase va tng dung trong cac phwong phap
ELISA sir dung khang thé nguoi. Dé tai huéng téi viéc hoan thién hoa quy trinh gay mién dich va
da dang cac KIT ELISA trén nhiéu loai khang thé dic hiéu khang nhau.

2. Pbi twong — Phwong phap nghién ciru

2.1. Vit ligu, hoa chat

Mau cudng ron tir thai phu khdng méac cac bénh truyén nhiém nguy hiém tir bénh vién
Hung Vuong.

Chuét nhat trang (Mus musculus Var. Albino) truéng thanh, khoe manh, sach bénh, c6
trong lwong khoang tir 20-22 g/con, do Vién Pasteur TP. H6 Chi Minh cung cap.

Cot tinh ché Hi Trap Mab Select ImL (GE healthcare), B kit cong hop sinh hoc (Pierce),
Receptor caa TNF tai to hop (Prospec), Anti-TNF-receptor (Prospec), Albumin huyét thanh bo
(BSA) (Merck) duoc pha tlly theo muc dich str dung va theo huéng dan cua nha san xuét.

2.2 Phwong phap
2.2.1 Mién dich chugt thu huyét thanh khang IgG nguoi

Qua trinh gdy dap tng mién dich chudt thu khang thé khang IgG ngudi gom 4 miii tiém
KN sir dung 1a 1gG tinh ché s& duoc dung trong thi nghiém nay nhim tao TNF-R nhu sau: tiém
co ban, tiém nhac lan 1, tiém nhic lan 2 va tiém nhic lan 3. Lich tiém duogc tom tit qua so do
mién dich nhu sau:
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Chuot sau tiém nhéc lan 2 s& duoc ldy mau tinh mach duéi dé xac dinh hiéu gia khang
thé. Néu hiéu gia khang thé dat yéu cau, mot nira s6 lwong chudt trong mdi 16 s& dugc thu mau
toan bo bang cach ldy mau tim. Mot nira s6 lwong chudt con lai s& dugc tiém nhic lan 3 va sau d6
7 ngay sé thu toan bo mau.

2.2.2 Tinh ché huyét thanh khang IgG nguoi

Cot Hi Trap Mabselect 1 mL duoc cau tao boi protein A dong vai tro 13 co chét, gan voi
chét nén Sepharose. Qua trinh tinh ché dya trén nguyén tic la protein A c6 ai luc ddi véi ving Fc
cua khang thé IgG. Duéi pH trung tinh ciia dung dich dém gan két, ai luc nay tré nén rat manh
lam cho IgG gan chit vao co chét protein G, trong khi nhiing chat khac bi rira sach. Sau d6, pH
acid cua dung dich dém ly giai khién &i luyc nay tro nén yéu, 1am tach céc phan tu 1gG ra khoi co
chét protein G. Dung dich dém trung hoa c6 tac dung trung hoa dung dich mau sau ly giai, giup
lam bén IgG. Nong do protein c6 trong mau huyét thanh da tinh ché duoc xac dinh bang phuong
phép Bradford va kiém tra d6 tinh sach cua khang thé bang ky thuat dién di SDS-PAGE [1].

2.2.3 Gin c¢gng hgp phan tir IgG véi enzyme HRP

Enzyme peroxidase cho phan wng va gan két voi phan ta 19G ¢ pH thich hop. Khi dung
dich chtra IgG duoc thém vao, enzyme s& tuong tac voi goc amin cua phan tir IgG dé hinh thanh
lien két Schiff base (lién két imin). Sau thoi gian @ 1-2 gio, lién két cong hop 1gG-HRP giam di
va cac vj tri aldehyde khdng phan &ng cua enzyme HRP bat hoat véi ethanolamine. Sau dé cong
hop dugc cho qua cot tinh ché nham phan tach cac enzyme ty do ra khoi cong hop; khir mudi
cong hop bang cot khir mudi gel polyacrylamide trong 0,1% NaN,. Cong hop HRP nay duoc hiéu
gia bang phuong phap ELISA truc tiép va gian tiép [2,3,7,8,9].

2.2.4 Chuan dé hiéu gia khang thé va cong hop bang phwong phiap ELISA

Dé tién hanh hiéu gia cong hop KT-HRP sau khi tinh ché, phuong phap ELISA truc tiép
va gian tiép da duoc thyc hién nham so sanh va danh gia hiéu qua cong hop duoc san xuét ra.
Phuong phap ELISA truc tiép

Dung dich KT ngudi khang TNF-R_Anti TNF-R ndng d6 1mg/ml pha lodng thanh 1
ng/ml duoc phu phién. Sau khi ¢ qua dém ¢ 4°C, phién duoc rira 3 1an bang dung dich riza phién.
Tiép dén, phién duoc khoa va rira phién 3 1an sau khi di 1 trong 1 gio ¢ nhiét do phong. Sau do,
cong hop 1gG chudt-HRP méi duoc san xuat dugc pha lodng thanh 2 pg/ml rdi tiép tuc duoc pha
lodng theo bac 2 va bd sung vao phién, gan dac hiéu véi anti TNF-R. Bong thai, dung dich cong
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hop 1gG chudt-HRP chuan véi ndng d6 phu phién bat dau 1a 1 pg/ml; sau d6 duoc pha lodng bac
2 cling duoc tién hanh phu phién. U phién 1 gio ¢ nhiét 6 phong. Tiép tuc ria phién 7 1an, thém
co chat TMB. Sau 10 phdt, ngirng phan wng bang dung dich H,SO4 1M. Po mau bang may quang
phé tric quang & budc séng 450 nm.

Phuwong phap ELISA gian tiép

KN TNF-R ndng d6 100 pg/ml pha lodng thanh 0,1 pg/ml dugc pha phién. Sau khi u qua
dém & 4°C, phién duoc rira 3 1an bang dung dich ria phién. Tiép dén, phién duoc khéa va ria
phién 3 1an sau khi di u trong 1 gio' & nhiét do phong. Sau d6 phu phién bang dung dich KT
ngudi khang TNF-R_Anti TNF-R nong d6 1mg/ml pha lodng thanh 1 pg/ml gin dic hiéu voi
TNF-R. Rura phién 3 1an sau khi u ¢ nhiét ¢6 phong. Ké dén, cong hop IgG chudt-HRP mai duoc
san xuit & nong do 0,8 mg/ml duoc pha lodng thanh 2 pg/ml; sau d6 tiép tuc dugc pha lodng
theo bac 2 va bd sung vao phién, gian dic hiéu véi anti TNF-R. Ddng thai, dung dich cong hop
IgG chudt-HRP chuan véi ndng d6 phu phién bat dau 1a 1 ug/ml; sau d6 duoc pha lodng bac 2 va
dugc tién hanh phu phién. U phién 1 gio o nhiét 6 phong. Tiép tuc rira phién 7 lan, thém co chét
TMB. Sau 10 phat, ngirng phan tng bang dung dich H,SO4 1M. Po mau bang may quang phd
tric quang & budc séng 450 nm.

3. Dién giai va phan tich két qua
3.1 Tinh ché KT IgG trong miu huyét thanh nguoi

Huyét thanh nguoi thu tir mau cudng ron sé& duoc dem tinh ché thu nhan KT bang cot
Mab Select HiTrap 1 ml. Mau duoc dan qua cot, voi pH trung tinh céc phan tir 1gG trong huyét
thanh s& duoc bt giir boi cac phan tir protein A ¢6 &i luc rat Ion véi IgG. Sau d6, bang dung dich
dém pH thap (3,0 dén 3,5), cac phan tir IgG s& duoc ly giai ra khoi cot, 10 phan doan protein
dugc thu lai (1 ml/phan doan). Nong do KT tong s6 cua ting phan doan sau qué trinh tinh ché
dugc xac dinh bang phuong phap Bradford.

3.1.1 Két qua xac dinh nong dd KT ciia cac phan doan sau tinh ché

Nong d6 KT cua cac san pham tinh ché duoc xac dinh bang phwong phap Bradford véi
duong chuan 12 nong do caa BSA. Qua 2 dot tinh ché tir cing mot mau huyét thanh thu duoc voi
thé tich mau mdi dot khoang 20 ml. Két qua tinh ché dugc thé hién & hinh 3.1
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Hinh 3.1 P6 thij biéu dién ndng d6 KT ciia cac phan doan sau tinh ché huyétthanh nguoi
dot 1 va dot 2

Hinh 3.1 cho thdy két qua cua ca hai dot tinh ché gan nhu nhau, nong d6 KT cao & phan
doan dau, sau d6 giam dan va hau nhu khong doi & cac phan doan sau. Nong o6 KT thu duoc cao
nhat ¢ phan doan 1/dot 1 (0,544 mg/ml), sau d6 giam dan theo cic phan doan. Tir phan doan 3
trg di, nong d6 KT khdng chénh léch nhiéu va hau nhu ngang bang nhau. Nhu vay, phan doan
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1 ¢6 ndng d6 KT cao s& dugc thu thap dé str dung trong céc thi nghiém tiép theo. Tuong tw, nong
d6 KT cao nhat & phan doan 1/dot 2 (0,589 mg/ml) rdi giam dan qua cac phan doan sau. Phan
doan 1 nay ciling dugc thu dé thuc hién cac budc ké tiép. Nhu vay, viéc tinh ché KT tur huyét
thanh ngudi sau 2 dot dat két qua tdt, ca hai phan doan 1 cua hai dot tinh ché c6 nong do KT cao
dugc thu thap va s& duoc dién di SDS-PAGE dé xac dinh protein thu duoc hoan toan 1a IgG
ngudi hay 1an protein khac.

3.1.2 Kiém tra dp tinh sach ciia IgG nguwdi trong huyét thanh

Dé kiém tra do tinh sach cta cac san pham tinh ché qua cot, phuong phap dién di SDS-
PAGE di duoc thuc hién. Cac phan doan protein cao dwoc tién hanh dién di dong thoi véi thang
chuan. Két qua dién di trén gel polyacrylamide duoc thé hién qua hinh 3.2.

Két qua dién di trén cho thdy viéc tinh ché protein dat két qua tét, lwong KT nhiéu va khdng bi
tap nhiém. Két qua dién di phu hop véi ndng d6 KT duogc xac dinh bing phuong phap Bradford.
Giéng 2 (phan doan 1/dot 1) c6 su hién dién ctia cac vach ddm mau ¢ vi tri 50 kDa (chudi nang)
va 25 kDa (chudi nhe) do phan tir 1gG bi cat dat cac cau ndi disulfur. Phan doan 1 ndy khéng bi
tap nhiém. Giéng 3 (phan doan 1/dot 2) xuat hién cac vach dam mau 50 kDa va 25 kDa. Phan
doan 1 nay khong bi tap nhidm. Giéng 4 (d6i chirng am) khong xuat hién vach nao trén bang dién
di do dung dich dém khéng chira protein.

3.2 Qua4 trinh giy dap wng mién dich trén chugt

Chuét nhat trang duoc tiém theo lich va dugce cham soc day di trong phong danh riéng
cho nuéi chudt. Voi miii tiém dau tién, muc dich 1a dé khoi dong hé mién dich hoat dong chng
lai KN la. Sau khi tiém mii dau tién thi hé mién dich chudt s& bat dau nhan dién va phan ung lai
vé6i nhitng chét la trong co thé. Pay la thoi gian can thiét dé cho cac lympho bao B va T dic higu
KN duoc tiép xdc va kich thich boi KN, sau d6 chung sé ting sinh va biét hoé thanh cac té bao
hanh sy nhu twong bao san xuat ra KT dic hiéu voi KN dua vao va té bao nhé goi 1a dap tng thi
dau.

Sau 14 ngay tiém mili co ban, tién hanh tiém nhic lan 1, 2 va 3. Sau khi tiém miii co ban,
néu cd xay ra dap ung mién dich (BUMD) thi lugng KT sinh ra chéng lai IgG nguoi — dong vai
tro 1a KN ddi voi hé mién dich cua chudt — rat it va ton tai trong huyét thanh chi vai ba tuan nén
ching t6i tién hanh tiém nhac lai nhiéu lan dé co thé chugt dap tng manh hon, nhanh hon va san
sinh lwong KT nhiéu hon. Piéu nay c6 dugc 1a do trong co thé chudt da ton tai cac té bao lympho
¢6 tri nh¢ mién dich dac hidu duoc hinh thanh trong thi dau. Sau miii tiém nhac thir 2, ching toi
tién hanh thu mau tinh mach chuét dé kiém tra, sau do tiép tuc tiém nhic mdi thtr 3 va thu mau
toan bo s chudt da gy PUMD.
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Hinh 3.2 Két qua dién di SDS-PAGE dung dich miu va thang chuin
Giéng 1: Thang protein chuan véi cac kich thuéc 116,3 kDa, 97,4 kDa, 66,2 kDa,
45,0 kDa, 31,0 kDa, 21,5 kDa va 6,5 kDa.

Giéng 2, 3: Phan doan 1 cua mau huyét thanh ngudi di qua tinh ché dot 1 va 2.
Giéng 4: Béi chung (-) 1a dung dich dém trung hoa.

Mau mau chudt thu duoc sau lan tiém tha 3 va thir 4 ching t6i dem xir ly bang cach ly
tam thu huyét thanh va bat hoat bo thé. Sau dé bao quan mau trong ta lanh 4°C (khong qué 6
thang). Bé kiém tra quéa trinh gdy PUMD thi sau miii tiém nhac lan 2, 3 chdng tdi thyc hién
phuong phap ELISA gian tiép. Sau khi hi¢u gia KT bang phuong phap ELISA thanh cong thi tién
hanh thu méu tim chuot (1/2 sé chudt mai 16).

3.3. Két qua chuan @ hiéu gida KT sau tiém nhdc lan 2 va 3 bing phwong phap
ELISA gian tiép

KT IgG ngudi pha loang 1/100 dwoc phu phién va o qua dém o 4°C. Tiép theo, huyét
thanh chuét cta cac 16 sau 1an tiém nhic thir 2 dwoc pha lodng theo béc hai thanh 1/50, 1/100,
1/200, 1/400, 1/800, 1/1600 va 1/3200 va xac dinh hiéu gia KT bang phuong phap ELISA.
Cudi cung, bd sung khang KT chudt ¢ gian enzyme peroxidase c6 ndng do 1 pg/ml sé gan dic
hiéu vai phic hop IgG nguoi-1gG chudt. Mau caa phan ung duoc do ¢ budc song 450 nm.

Huyét thanh sau miii tiém nhic lan 3 dugc pha lodng theo bac 2 thanh 1/50, 1/100, 1/200,
1/400, 1/800, 1/1600 va 1/3200 va xac dinh hiéu gi4 KT bing phuong phap ELISA. Két qua
chuan d6 hiéu gid KT bang phuong phap ELISA cac mau huyét thanh chudt sau lan tiém nhac
ther 2 va 3 duoc tom tit qua bang 3.1.

TAP CHI KHOA HOC CONG NGHE VA THUC PHAM SO 05/2015 22



KHOA HOC CONG NGHE

Bang 3.1 Két qua hiéu gia KT biang phwong phap ELISA ciac miu huyét thanh chuét sau
lan tiém nhic thi 2 va thir 3

x X L6l L6 2 L6 3 L§A4
Mau huyet thanh (20 pg/lidu tiém) | (40 pg/lidu tiem) | (60 pg/lidu tiem) | (tiém PBS)
Sau tiém nhéc 1an 2 | 1/400 1/800 1/1600 0
Sau tiém nhic 1an 3 | 1/800 1/1600 1/3200 0

Nong d6 dung dich 1gG nguoi cang cao thi kha ning gy PUMD cang manh. Trong
nghién ciu nay, dung dich IgG ngudi & ndng d6 cao nhat 60 pg/lidu tiém cho hiéu qua PUMD
tét nhat trong 3 gia tri ndng d6 khao sat. Hiéu gia KT trong huyét thanh ting sau mdi lan tiém
nhic. Hiéu gia KT trong huyét thanh thu dwoc sau lan tiém nhic thir 3 ¢6 gia tri cao hon so véi
lan tiém nhac tht 2. Nhu vay, viéc bd sung thém liéu tiém nhic trong phac do gdy DPUMD gitip
cho hiéu qua gay dap tng tét hon.
3.4 Tinh ché khang thé khang IgG nguwdi trong cac miu huyét thanh chudt

Céc thao tac twong tuy nhu tinh ché IgG trong mau huyét thanh nguoi. O ddy, cac mau
huyét thanh chuot cua I6 20 pg/lidu tiém (16 1), 40 pg/lidu tiém (16 2), 60 pg/lidu tiem (16 3) va
16 ddi ching tiém PBS (16 4) s& dugc tinh ché bang cot Mab Select HiTrap 1 ml. Mdi 16 thu 10
phan doan. Nong do KT cua timg phan doan sau qué trinh tinh ché dugc xac dinh bang phuong

phap Bradford.

3.4.1 Két qua x4c dinh nong dd KT cia san pham tinh ché qua cét
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Hinh 3.3 P thij biéu dién ndng d9 KT ciia cac phan doan & cac 16

(a) 20 pg/liéu tiem (b) 40 ug/liéu tiém (c) 60 pg/liéu tiém (d) L dbi chirng (PBS)

Két qua tinh ché huyét thanh chudt cua 4 16 cho thay cac phan doan dau & cac 16 déu cho
nong d6 KT sau khi tinh ché cao (0,495 mg/ml & 16 60 pg/liéu tiém; 0,433 mg/ml & 16 40 pg/liéu
tiém; 0,372 mg/ml & 16 20 pg/liéu tiém va 0,204 mg/ml & 16 d6i ching). Nhu vay, viéc tinh ché
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KT tir huyét thanh chudt & 4 16 dat két qua tét, cac phan doan dau c6 nong do KT cao. Cac
phan doan ¢6 nong d6 KT cao nay dugc tién hanh thu thap dé sir dung cho cac budc tiép theo.

3.4.2 Kiém tra dp tinh sach ciia IgG nguoi trong huyét thanh

Bing phwong phap dién di SDS-PAGE, chiing toi tién hanh kiém tra d6 tinh sach cua KT

IgG chudt thu dugc trong cac phan doan. Cac phan doan protein cao cua mdi 16 dwoc tién hanh

dién di ddng thoi voi thang chuan. Két qua dién di trén gel polyacrylamide dugc thé hién qua
hinh 3.9.
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Hinh 3.4 Két qua dién di SDS-PAGE dung dich miu va thang chuan

Giéng 1: Déi ching (+) 12 16 tiém PBS

Giéng 2: Bdi chung (-) 1a dung dich dém trung hoa

Giéng 3: Thang protein chuan véi cac kich thudc 116,3 kDa, 97,4 kDa, 66,2 kDa,

45,0 kDa, 31,0 kDa, 21,5 kDa va 6,5 kDa

Giéng 4: Phan doan KT sau tinh ché cua 16 60 ug/lidu tiém

Giéng 5: Phan doan KT sau tinh ché cuaa 16 40 ug/liéu tiém

Giéng 6: Phan doan KT sau tinh ché cua 16 20 pg/liéu tiém
Tir két qua do Bradford va dién di SDS-PAGE dé kiém tra chat lwong tinh ché KT, ching tdi c6
thé khang dinh ndng do KT thu dugc cao va rat it tap nhidm; viéc tinh ché cé hiéu qua. Qua do6
loai bo phan 16n cac thanh phan tap nhiém trong huyét thanh thd, tao diéu kién cho budc gan
cong hop véi enzyme HRP.
3.5 Gin cdng hep khang thé chudt khang khang thé nguoi gan enzyme HRP

3.5.1 Két qua gin cong hep IgG chugt-HRP

Sau khi tinh ché huyét thanh chudt va tién hanh cac budc kiém tra chat lwong tinh ché
bang phuong phap do Bradford va dién di SDS-PAGE, ching tdi thuc hién viéc gin cong hop.
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Nhim ting hiéu qua gan cong hop, ching tdi thu nhan chung cac phan doan c6 néng do
KT cao cua 3 16 thi nghiém lai d& ndng d6 KT trong dung dich dat tir 1 mg/ml tré 1én; sau d6 bd
sung dung dich chita HRP (1 mg/ml) vao dung dich chira KT nay. Sau d6 cho hon hop dung dich
chtra KT chudt va enzyme HRP qua cot tinh ché dé loai bo enzyme tu do; céc phan tir IDA trong
cot chi gan chuyén biét véi ving Fc cua cong hop KT-Enzyme va cac phan tir KT tu do. Sau d6
thu 16 phan doan cong hop va kiém tra so bo hoat tinh enzyme cua cac phan doan nay

Phandoan 8 1

<
-

Phandoan 16 9
Hinh 3.5 Kiém tra hoat tinh céng hop ciia 16 phan doan

Hinh 3.5 cho thiy & d6 pha lodng 1/500, mau xanh xuét hién tir phan doan 3 dén phan
doan 10; ddm nhat 12 ¢ phan doan 6 va 7; mau xanh nhat tir phan doan 8 dén 10. Tir phan doan 11
dén 16 déu khdng xuat hién mau. Do d6 c6 thé thay rang hoat tinh enzyme cao & cic phan doan
tir 4 dén 7 cao.

Céc phan doan khdng hién mau hay hién mau nhat do nong dé cong hop thip. O do pha
loding 1/500 khéng thé hién hoat tinh enzyme vi phan ng it véi co chat TMB. Tir phan doan 4
dén 7 dung dich chtra cong hop ly giai nhiéu khoi cot, thé hién hoat tinh enzyme & d6 pha loang
1/500.

Nhu vay ¢ budc danh gia so bd cong hop cho thay viéc tinh ché cong hop thu duogc két
qua tét khi co 7 phan doan sau tinh ché thé hién hoat tinh enzyme ¢ do pha loang 1/500.

3.5.2 Két qua kiém tra chat lweng céng hop 1gG chudt-HRP

Céc phan doan cong hop tir 4 dén 10 dugc do OD va xac dinh ndng d6 cong hop sau tinh
ché dugc x4c dinh 12 0,8 mg/ml. Cong hop HRP dugc danh gia bang phuong phap ELISA truc
tiép va gian tiép.

Két qua ¢ bang 3.2 cho thay san pham cong hop c6 mac hiéu gia 1a 0,125 pg/ml, so véi
mau chuan ¢6 muc hiéu gia 13 0,03125 pg/ml. Hoat tinh enzyme bang % so véi mau chuan.

Nhu vay, két qua ELISA cho thiy mau san pham cong hop da tinh ché con gitr hoat tinh &
nong do 0,125 pg/ml trong ELISA truc tiép va gian tiép, bang ¥ so véi mau chuan(bang 3.3)..
Nhu vay quy trinh tao cong hop KT chudt khang IgG ngudi gan enzyme peroxidase da duoc xay
dung thanh céng.
4. Két luan

Dé tai da xay dung thanh cong phac do gdy dap wng mién dich trén chudt qua céc liéu
tiém KN khac nhau. Trong d6, lidu tiém nong 6 KN IgG nguoi 60 pg cho hiéu gia huyét thanh
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chuét bang phuong phap ELISA 1a 1/3200. Nong d6 KT chudt cao nhét thu dugc sau khi tinh ché
duoc xac dinh 14 0,495 mg/ml. Thir nghiém cong hop bang phuong phap ELISA tryc tiép va gian
tiép cho ndng do cong hop con giir hoat tinh 1a 0,125 mg/ml.

Bdng 3.2 Két qud néng dg céng hep 19G chudt biang phwong phdp ELISA truc tiép va ELISA

gian tiép:

MAU chudn San pham céng hop MU chuin San pham céng hop
Nong ODus0 ODuso I?S;/gm(T)é Nong ODyso | ODuso I?Sg/gm?f
(Hg/ml) (Hg/ml)

1 1,985 0,972 2 1 1,253 0,629 2

0,5 1,450 0,558 1 0,5 0,883 0,396 1

0,25 0,703 0,482 0,5 0,25 0,378 0,231 0,5
0,125 0,348 0,107 0,25 0,125 0,238 0,117 0,25
0,0625 0,190 0,096 0,125 0,0625 0,119 0,102 0,125
0,03125 0,095 0,074 0,0625 0,03125 | 0,122 0,080 0,0625
0,015625 | 0,086 0,070 0,03125 0,015625 | 0,095 0,080 0,03125
0 0,080 0,071 0 0 0,090 0,083 0
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