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TOM TAT 

CD25 hay IL-2Ra (tieu phan a cua thu the IL-2) xuat hien voi nong do cao tren be mat cac te bao ung thu 
mau (ung thu dang Hogdkin, ung thu dong tuy man tinh, ung thu te bao tua, ung thu te bao T nguai tnrong 
thanh,...), cac te bao T gay benh (benh tu mien va benh nhan ghep tang), CD25 la dich de tieu diet cac te bao 
gay benh va te bao benh ly. Dac biet ban, CD25 con ton tai d dang tu do vai ham lugng cao trong huyet thanh 
cua cac benh nhan nay nhu mgt marker cho viec chan doan va tien lugng benh. Nghien ciiu nay thuc hien 
nham thu dugc lugng lan CD25 cua nguai tai to hgp. Do vay, chiing toi tien hanh PCR nhan ban doan gen ma 
hoa cho phan ngoai bao cua CD25, tach dong xac dinh trinh tu. Vector bieu hien pET-22b(+)/CD25 dugc thiet 
ke va bieu hien thanh cong thu protein CD25 tai to hgp a chung bieu hien BL21(DE3) vai dieu kien nuoi cay 
frong moi truong LB d 30°C khi OD̂ oo dat 0,8, cac te bao dugc cam iing vai IPTG nong dp cuoi cung 1 mM va 
thu mau sau 5 h cam umg. Mau protein CD25 dugc tinh sach nho cot sac ki Ni-resin va xac dinh cau tnic bac 
nhat bang Id thuat khoi pho. Ket qua thu dugc Idiang dinh chae chan rang chiing toi da thu nhan dugc protein 
CD25 tinh sach bang cong nghe gen, dam bao cho cac nghien cilu xa ban. 

Tif khoa: CD25, E. coli, pET-22b(+), tdi to hgp, ung thu mdu , . r 

DAT VAN DE 

CD25 la tigu phan a frong he thu thg cua 
Interleukin-2 (IL-2). O ngudi, gen ma hda cho phan 
tit nay nam trgn nhiem sac thg sd 10 tai vi tri 10pl5-
pl4. Protein CD25 mdi dugc tdng hgp cd 272 amino 
acid (aa) bao gdm phan tin hieu tigt 21 aa va 251 aa 
cdn lai thudc phan til protein trudng thanh. Ba phan 
cua thy thg a la: phan ngoai mang, trong mang va 
tiong tg bao gdm 219, 19 va 13 aa tuang ilng 
(Waldmann, 1991; Murakami, 2004). Cac tigu phin 
y va /3 tham gia cau tnic ngn nhigu thu thg cua cac 
interleukin khac, rigng tigu phan a (CD25) chi tham 
gia vao cau tao thy thg cua IL-2. IChi tigu phin CD25 
xuat hien se lam tang ai lyc lign kgt cua he thy thg 
vdi IL-2 lgn 100 lan. Do do, nhd cd CD25 ma cac tg 
bao dugc kich thich tang sinh va biet hda, tang kha 
nang tao ra va tigt cac khang thg. 

La mgt phan tu tin hieu mign dich chia kbda, vdi 
vai frd cua minh CD25 la mgt phan tir dich hilu ich 
tiong y hgc. Vi thye tg, tigu phin CD25 khdng dugc 
bigu hien trgn cac tg bao T nghi va cac tg bao 
lympho B. CD25 chi bigu hien tign cac tg bao 
lympho va mono sau khi dugc kich thich va ca trgn 
cac tg bao ac tinh khdng dugc kich thich. Dac biet, 
gan nhu tat ca cac benb nhan ung thu mau tg bao T 
ngudi trudng thanh (adult T-cell leukemia, ATL) 
nhigm virus HTLV-1 (human T-cell lymphotropic 
virus-l) va cac benh nhan ung thu mau tg bao dang 

tdc (hairy cell leukemia, HCL) dgu bieu hien mgt 
lugng ldm IL-2Ra trgn bg mat tg bao (Ambrosetti et 
al, 1993b; Horiuchi et al, 1997; Waldmann, 2002). 
Protein CD25 cdng da dugc chiing minh tdn tai frong 
mdt sd cac benh ung thu mau: B-CLL (B-cell 
chronic lymphoblastic leukemia), ALL (acute 
lymphoblastic leukemia), benh Hodgkin, non-
Hodgkin (Burton, Kay, 1994; Waldmann, 2002; 
2007),... 

Trong mgt sd benh do tg bao T, nhu la dao thai 
manh ghep hoac cac benh ty mign, tigu phan CD25 
dugc bigu hien la kgt qua cua sy boat hda tg bao T va 
cac te bao T nay chi dinh vi frong -vung benh ly, vi 
du chat ldng hoat dich trong benh vigm khdp dang 
thap (rheumatoid arthritis). Sir dung cac khang thg 
dac hieu CD25, dich chgn lgc cua nhiing benh nay se 
lam tdn hai tdi da cac tg bao benh ly va it anh hudng 
nhat ddi vdi cac tg bao khdng bigu hien CD25. Bang 
sy kgt hgp giila ca chg phong tda tryc tigp va ca chg 
gay dgc tg bao, cac khang thg khang CD25 da dat 
dugc hieu qua tac dgng cua minh (Takeshita et al, 
1992). , s • 

Dac biet, CD25 cdn dugc giai phdng khdi be 
mat tg bao va tdn tai frong huygt thanh d dang ty do. 
CD25 frong huygt thanh ty le vdi su bigu hien bg mat 
tg bao cua nd (Junghans, Waldmann, 1996). Chinh vi 
vay, ham lugng CD25 frong huygt thanh cua benh 
nhan tign digu fri phan anh hoat dgng, tign frign cua 
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cac benh ung thu, qua trinh thai ghep cung nhu mdt 
sd benh ty mign. 

Dya tign vai tid va dac digm sinh hgc cua CD25, 
chiing tdi tign hanh thigt kg vector va bigu hien thu 
protein khang nguygn CD25 tai to hgp nham iing 
dung chiing frong nghign cim chan doan va digu fri 
cac benh lign quan tdi khang nguygn bg mat CD25. 

V A T LIEU vA PHLTONG P H A P NGHIEN CUtJ 

Hoa chat sinh pham 

Cac cDNA nhan tir cac mau ung tliu mau (dugc 
luu giii tai phdng Cdng nghe tg bao dgng vat, Vien 
Cdng nghe sinh hgc); Vector bigu hien pET-22b(-l-) 
(Novagen); cap mdi EXCD25F/EXCD25R dugc 
thigt ke va tdng hgp chiia tritih ty nhan bigt cua cac 
enzyme ban chg cd trinh ty cu thg nhu sau: 
EXCD25F: 5'- AGCTAGCGAGCTCTGTGACGA 
TGACCCG -3'; EXCD25R: 5'- GTGCTCGAGAG 
GCTTCTCTTCACCTG -3'. Mdi tiudng nudi ciy tg 
bao E. coli la moi trudng LB (1% tryptone, 0,8% 
NaCI, 0,5% cao nam men va 1,5% agar ddi vdi mdi 
trudng thach); Cac hda chat va enzyme sit dyng 
tiong thi nghiem dgu la nhirng hda chat cua cac hang 
cd uy tin nhu: enzyme EcoRl va Xhol, T4-ligase 
(New England Biolabs), Kit tach ddng "Topo-TA 
cloning Kit" (Invitiogen); Kit "Big Dye Terminator 
sequencing kit" (ABI, My), BCit tinh sach DNA tit gel 
agarose (QLAgen), va cac hda chat khac dgu la 
nhiing hda chat tinh khigt dugc sir dung tiong sinh 
hgc phan til va cdng nghe gen. 

Phuo'ng phap 

Phuang phap PCR dugc thuc hien vdi cap mdi 
dac hieu cd gan cac vi tri nhan bigt cua cac enzyme 
ban chg ^coRI va Xhol. 

Cac ky thuat phan til diing cho tach ddng gen: 
tach chigt va tinh sach DNA plasmid, xil ly DNA 
plasmid vdi cac enzyme ban chg, gan ndi cac doan 
DNA vao vector, dien di frgn gel agarose,... dugc 
tign hanh theo Sambrook va Russell (2001). 

Phucmg phap giai frinh tu gen dugc thye hien 
fren may xac dinh trinh tu ABI PRISM® 3100-
Avant Genetic Analyzer (ABI, My), Vien Cdng 
nghe sinh hgc. 

Phuang phap bign nap vector mang gen CD25 
vao chung bigu hien E. coli BL21(DE3) dugc thye 
hien bang each tao te bao kha bign va sdc nhiet. 

Chgn lgc cac ddng mang gen frgn mdi trudng LB 
thach chiia ampicillin (100 oqg/ml). 

Bigu hien gen ma hda khang nguygn CD25: 
Khuin lac xuit hien frgn dia chgn lgc LB thach dugc 
nudi qua dgm frong mdi trudng LB long cd bd sung 
ampicillin. Khi ODeoo cua dich nudi cay dat 0,6 - 0,8, 
cac tg bao dugc cam iing vdi IPTG va dugc nudi lac 
vdi tdc do 200 vdng/phiit d nhiet do thich hgp. Mau 
ddi chiing la tg bao khong cam iing IPTG. Thu tg bao 
d thdi digm 3, 5 va 16 h dg kigm fra kha nang bieu 
hien cua gen CD25 bing dien di bign tinh trgn gel 
polyacrylamide. 

Tinh sach protein CD25 tai td hgp: Protein 
CD25 tai td hgp cd chiia dudi bao gdm 6 aa 
histindin, do dd chiing cd ai lyc vdi Nî "̂ , dung cot 
sic ky ai lyc Nikel-resin cua hang Probon va thuc 
hien theo quy trinh cua nha san xuat. 

Phan tich protein tai td hgp bang phuang phap 
khdi phd: protein tai td hgp thu dugc dugc dien di 
frgn gel polyacrylamide, cat phan gel chiia bang 
protein dich, thily phan protein frong gel bang 
enzyme trypsin, pban tich thanh phan peptide qua he 
thdng sac ky long 1 chigu nanoLC, cac manh peptide 
dugc dua vao may khdi phd QSTAR®XL va phan 
tich phd khdi thu dugc bang phan mgm Mascot dg 
nhan dang protein. 

KET QU A vA TFL4.0 L U A N ' ' ' '' 

Nhan ban doan gen ma hoa cho vdng hoat dong 
cuaCD25 

De gan hai vi fri nhan bigt cua cac enzyme han 
che thich hgp cho viec thiet ke vector bigu hien, cap 
mdi dac hieu cho doan gen CD25 vdi hai vi tri nhan 
bigt cua hai enzyme ban chg dugc thigt kg (frinh tu 
dugc ngu frong phan phuang phap). Doan gen dich 
dugc nhan ban dya frgn khudn la cDNA tii cac benh 
nhan ung thu mau (Phdng Cdng nghe tg bao dgng 
vat) va tign hanh theo chu trinh nhiet sau: giai doan 
bien tinh 94°C: 2 phiit, gen dugc khugch dai theo 
chuang tiinh: 94°C: 45 giay; 60°C: 30 giay; 72°C: 1 
phiit; lap lai 30 chu ky va san pham dugc bao quan d 
4°C. Kgt qua nhan ban thg hien frgn hinh 1. 

Kgt qua dien di cho thiy trgn dudng chay thu 1 
xuat hien mgt bang sang dam, so vdi thang DNA 
chuin thi bang nay nam trong khoang 500 - 600 bp. 
Kgt qua nay phii hgp vdi tinh toan ly thuygt vg do 
dai cua doan gen CD25 nhan ban. Nhu vay, chiing 
tdi cho rang doan gen ma hda cho vung boat dgng 
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cua CD25 da dugc nhan ban vdi cap mdi 
EXCD25F/R va cd hai vi tii nhan bigt cua hai 
enzyme mong mudn d hai diu cua gen. Tuy nhign, 
dg khang dinh chae chan digu nay va tao thuan lgi 
cho viec thigt kg vector bigu hien, chiing tdi tien 
hanh gan gen vao vector tach ddng va xac dinh trinh 
ty gen da nhan ban. , , . .. 

jgm .rt oi 

San pham 
PCR • 500 bp 

Hinh 1. Kit qua nhan ban doan gen ma hoa cho CD25. IVl. 
Thang DNA chuan 100 bp; 1. San pham PCR nhan ban 
doan gen CD25 voi hai vi tri nhan bilt cua enzyme han 
chi. 

Tach dong va xac dinh trinh tu doan gen CD25 

San pham phan iing PCR dugc gan true tigp vao 
vector tach ddng pCR2.1-Topo (Invifrogen), sau dd 
bign nap vao tg bao vi khuan E. coli chimg TOP 10, 
tach chiet DNA plasmid dg chgn ddng tai td hgp 
mang doan gen dich. Cac ddng chgn dugc dugc kigm 
tia so bg vdi enzyme ban chg, sau dd tinh sach ddng 
plasmid dugc chgn va xac dinh trinh tu. Viec xac 
dinh trinh ty gen CD25 dugc tign hanh phan iing 
bang kit "Big Dye Terminator sequencing kit" (ABI, 
My), chay tign may ABI PRISM® 3100-Avant 
Genetic Analyzer. Kgt qua thu dugc tign hinh 2. 

Tir kgt qua xac dinh frinh tu, bang cac phan mem 
sinh hgc, chung tdi xac dinh gen nhan ban cd do 
tuang ddng cao so vdi gen CD25 gdc, sai khac so 
vdi tiinh ty gen CD25 X01057 frong ngan hang gen 
2 nucleotide (Hinh 2, A thay bdi G, T thay bdi C), 
tuy nhign nhiing sai khac nay chi dan tdi 1 sai khac 
ve tiinh ty amino acid (Hinh 4, amino acid R dugc 
thay bdi G). Doan gen da cd hai vi fri nhan bigt cua 
enzyme ban chg d hai dau dam bao cho viec gan 
doan gen CD25 vao vector bigu hien pET-22b(-i-) 
dugc dg dang, diing chigu va diing khung dgc. 

Thigt Iig vector bilu hien pET-22b(+)/CD25 

Do cd hai vi fri cat cua enzyme ban chg EcoBJ 
va Xhol a hai dau cua gen ngn sau khi xil ly vector 
tach ddng tai td hgp vdi hai enzyme frgn se thu dugc 

doan gen CD25 vdi kich thudc trgn 500 bp va cac 
dau dinh can thigt cho viec gan vao vector bigu hien 
(Hinh 3a). Vector pET-22b(+) ciing dugc cat md 
vdng bang hai enzyme ban chg frgn (Hinh 3b). Doan 
gen CD25 sau khi tinh sach tir gel agarose se dugc 
gan vao vector pET-22b(+) nhd enzyme T4-ligase. 
San pham gan dugc bien nap vao E. coh chung 
Top 10 dg chgn ddng, kgt qua chgn ddng bang 
phuong phap PCR vdi cap mdi T7F/R thg hien d 
hinh 3c. 

Kigm tia kgt qua gan doan gen CD25 vao vector 
bieu bien dugc tign hanh bang each sir dung true tigp 
3 khuan lac chgn ngau nhign tii' dia nudi cay tign 
hanh PCR vdi cap mdi T7F/R cua vector pET-
22b(+), d dudng chay sd 3 (Hinh 3c) cho thay san 
pham PCR xuat hien mgt bang dac hieu cd kich 
thudc khoang 750 bp. Kich thudc nay la hoan toan 
phu hgp vdi tinh toan ve tdng kich thudc cua doan 
gen CD25 vdi mgt phan cua vector. Dg kigm tra 
chigu va khung dgc cua gen, chiing tdi tign hanh xac 
dinh trinh ty gen frong plasmid tai td hgp thu dugc. 
Xir ly kgt qua xac dinb trinh tu, bang phan mgm 
FASTA va NTIvector chung tdi thu dugc trinh ty 
amino acid suy dign cua protein CD25 va frinh ty 
dan pelB thg hien d hinh 4. 

Qua kgt qua d hinh 4, chung tdi cd the ket luan 
rang da gan thanh cdng doan gen CD25 vao vector 
pET-22b(-i-) dung chigu va diing khung dgc. Protein 
CD25 thu dugc dung hgp vdi trinh ty dan pelB, 
peptide dan nay giiip cho protein tai td hgp sau khi 
bigu hien se dugc dua ra khoang chu chat cua tg bao 
chu, nhd do protein bigu hien se ban chg dugc tac 
dung cua proteinase ngi bao va viec tinh sach thu 
protein de dang hom. Hon nQa, dg phyc -vu cho viec 
tinh sach, CD25 dugc dung hgp vdi 6 gdc histidin cd 
ai lyc cao vdi Nî "̂  ngn giiip cho viec tinh sach CD25 
dg dang bang sac ki. 

Bieu hien thu protein CD25 tai to hop 

Plasmid tai td hgp pET-22b(-l-)/CD25 dugc dua 
vao chimg bigu hien BL21(DE3) tao ra ddng tg bao 
cd kha nang bigu hien CD25 tai td hgp. Ddng te bao 
cd kha nang san xuat CD25 dugc nudi lac frong 
mdi trudng LB chiia khang sinh ampicillin 100 
cxg/ml d 30''C, khi ODgoo nm = 0,8 hdn hgp nudi cay 
dugc cam irng vdi IPTG dat ndng do cudi cimg 1 
mM, cac mau thu d cac thdi digm 3, 5 va 16 h. De 
kiem tra kha nang bigu hien cua ddng tg bao thu 
dugc, cac mau dugc dien di kigm tra trgn gel 
polyacrylamide, kgt qua dien di thg hien tren hinh 
5. Qua hinh anh dien di ta thay, trgn cac mau cam 
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ling vdi IPTG cd xuat hien mdt bang protein mdi 
khac biet so vdi cac mau khdng cam iing va trudc 
khi cam img, bang protein thu dugc cd kich thudc 
tuang duong vdi kich thudc theo tinh toan ly 
thuygt. Do dd, cd the khang dinh so bg da bigu hien 
dugc CD25 va da tao ra dugc ddng tg bao cd kha 
nang tdng hgp CD25 tai td hgp. 

Sau khi chuan digu kien bigu hien, chiing tdi ciing 
chgn dugc digu kien dg thu lugng CD25 tai td hgp cao 
nhat, cam img IPTG vdi ndng do cudi cimg la 1 mM, 
nudi lac d 30°C va thu mau sau 5 h cam iing. 

Tinh sach va xac dinh cau triic bac nhat cua 
Idiang nguyen CD25 

San pham bieu hien sau khi tinh sach frgn cot 
Nikel dugc kigm fra frgn gel polyacrilamide (Hinh 
6). Kgt qua cho thay, san pham sau khi tinb sach chi 
xuat hien mgt bang dam. Dg khang dinh san pham 
sau khi tinh sach chinh la khang nguygn CD25 da 
dugc bigu hien diing theo thigt kg, chung tdi da tign 
hanh xac dinh cau tnic bac nhat cua protein nay theo 
phuang phap khdi phd. 

Kit qud xdc dinh cdu true bdc nhdt ciia khdng 

nguyen CD25: Protein tai td hgp sau khi bilu hien 
trong E. coh va tinh sach frgn cot Nikel, dugc xac 
dinh cau tiiic bac 1 theo phuang phap khdi phd dg 
khang dinh protein thu dugc chinh la CD25. Phan tii 
protein CD25 tai td hgp cd trinh tu amino acid suy 
dign tir trinh ty nucleotide dugc thg hien frgn hinh 4. 
Nhu vay, khi xir ly vdi trypsin (trypsin cat protein 
sau cac gdc K, R) dg tign hanh khdi phd, theo ly 
thuygt, frong sd cac doan peptide dugc tao ra, mgt 
peptide se cd trinh ty amino acid nhu sau: 
QVTPQPEEQKER. 

Kgt qua khdi phd cho thiy, mgt trong cac 
peptide dugc nhan dien cd trinh tu amino acid dung 
theo trinh ty cua mdt frong cac peptide xuat hien 
dudi tac dgng cila trypsin. Digu nay cd nghia la trinh 
ty amino acid cua protein thu dugc sau tinh sach 
chinh la frinh ty amino acid ciia khang nguygn CD25 
(IL2-Ra). Nhu vay chiing tdi khang dinh rang da 
bigu hien tbanh cdng thu khang nguygn tai td hgp 
CD25, khang nguygn nay dugc iing dyng dg nghign 
CU'U tao ra cac kit chan doan mgt sd benh ung thu 
mau ciing nhu nhiing rdi loan cua he mign dich va 
mgt sd benh bat ngudn til' hoat ddng qua mirc cua tg 
baoT. . , 

AGCTAGCGAGCTCTGTGACGATGACCCGCCAGAGATCCCACACGCCACATTCAAAGCCATGGCCTACAAGGA 
AGGAACCATGTTGAACTGTGAATGCAAGAGAGGTTTCCGCGGAATAAAAAGCGGGTCACTCTATATGCTCTG 
TACAGGAAACTCTAGCCACTCGTCCTGGGACAACCAATGTCAATGCACAAGCTCTGCCACTCGGAACACAAC 
GAAACAAGTGACACCTCAACCTGAAGAACAGAAAGAAAGGAAAACCACAGAAATGCAAAGTCCAATGCAGCC 
AGTGGACCAAGCGAGCCTTCCAGGTCACTGCAGGGAACCCCCACCATGGGAAAATGAAGCCACAGAGAGAAT 
TTATCATTTCGTGGTGGGGCAGATGGTTTATTATCAGTGCGTCCAGGGATACAGGGCTCTACACAGAGGTCC 
TGCTGAGAGCGTCTGCAAAATGACCCACGGGAAGACAAGGTGGACCCAGCCCCAGCTCATATGCACAGGTGA 
AATGGAGACCAGTCAGTTTCCAGGTGAAGAGAAGCCTCTCGAGCAC .•...: ..•-..',.:. 

Hinh 2. Trinh tg doan gen CD25. . i : ; ••,; . . r , !v: ' 

CD25 

pET22b(+) • 

500 bp 

Hinh 3. Thiet l<e vector bieu hien. M. IVIarl<er DNA 1 l<b (Fermantas); 1. Vector pCR2.1-Topo/CD25 cat voi enzyme EcoRI va 
NotV, 2. Vector pET22b(+) cit voi enzyme EcoRI va Not\\ 3 - 5. San pham PCR ti i cac khuan lac vol cap mli T7F/R. 
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Hinh 5. Bien di protein tren gel SDS-page. M. Protein Hinh 6. Kilm tra san pham protein sau khi tinh sach tren cot 
marker (Fermentas); 1. IVlIu truoc cam iing; 2, 4, 6. Mau Nikel. 1 - 2. IVIau protein sau khi tinh sach tren cot Nikel; M. 
nuoi Cling a cac thoi dilm 3, 5 va 16 h; 3, 5, 7. Mau cam Marker protein (Fermentas). 
gng a cac thoi dilm 3, 5 va 16 h. 
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Hinh 7. Minh hoa pho TOF - MS/MS ion co gia tri m/z=734,7 amu (1467 Da) cua doan peptide QVTPQPEEQKER. 

KET LUAN 

Da tach ddng, thigt ke va bieu hien fbanh cong 

doan gen ma hda cho vimg hoat ddng ngoai bao cua 
khang nguygn ung thu mau CD25 trong vi kliuan E. 
co//chimg BL21(DE3). 
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Da xac dinh dugc digu kien bigu hien tdi uu thu 
khang nguyen tai td hgp: chung bieu hien mang gen 
CD25 tai td hgp dugc cam ung IPTG vdi ndng do 
cudi cung la 1 mM khi ODgoo nm = 0,8; tg bao sau khi 
cam ling dugc nudi lac d 30°C, muc bieu hien cao 
nhat sau 5 h cam irng. 

Bang phuang phap sac ky ai lyc va khdi phd, 
chung tdi da tinh sach thanh cdng va khang dinh 
protein thu dugc chinh la CD25, tigu phan a cua he 
thy thg IL-2R cua ngudi. 

Ltri cam on: Cdng trinh ndy dd dugc thifc hien nha 
su ho trg kinh phi ciia chuang trlnh KC-10.09/06-10 
vd hi thong mdy mdc cua Phdng thi nghiem trgng 
diem Cdng nghi gen, Vien Cong nghe sinh hgc. 
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EXPRESSION OF R E C O M B I N A N T CD25 ANTIGEN IN E. COLI 

La Thi Huyen, Nguyen Phuong Hoa, Dang Thi Thu, Le Quang Huan* 

Institute of Biotechnology 

SUMMARY 

CD25, also called IL-2Ra (the alpha chain of IL-2 receptor) is displ^ed with an elevated level on the 
lymphocytic cell surface in blood cancer (Hogdkin's lymphoma, chronic myelogenous leukemia, dendritic cell 
lymphoma and adult human T cell lymphoma) and on pathogenic T cells in autoimmune diseases and 
transplant patients). Especially, CD25 is also present as soluble forms at high levels in semm of blood cancer 
patients, providing a good marker for diagnosis. CD25 may be a prospective target to kill pathogenic cells. Our 
study aimed at mass production of recombinant CD25. Thus, the human gene coding for the extracellular 
domain of CD25 was amplified, cloned and sequenced. Vector pET-22b(+)/CD25 has been constmcted and 
expressed sucessfiilly the recombinant CD25 in E. coli strain BL21(DE3) under conditions inducing with 1 
mM IPTG at 30°C in 5 hours when ODftoonm of culmre is 0,8. In order to obtain recombinant CD25 antigen we 
use Ni-resin purification system and the primary stmcture of recombiant protein was identified by mass 
spectometry technique to approve the result. Finally, by gene technology we received purification CD25 
protein, which can be used for next experiments. 
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