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TOM TAT

Xodn khuén Leptospira 1a mot trong nhiing bénh truyén tir dong vat sang nguoi pho bién & ving nhiét doi

va can nhiét d6i. Con ngudi nhidm bénh do tiép xic véi ngudn nuée hay ngudn thuc pham c6 chira méam bénh
Leptospira. Bénh bung phat manh sau nhiing dot Iii lut va gdy nhitng hau qua ning né vé kinh té va sirc khoe
con ngudi. Bénh néu khong duoc phat hién va diéu tri kip thoi s& gay nhitng bénh ly nghiém trong nhur viém
gan-than cdp, viém mang ndo, chiay mau, bién chimng co tim va thin kinh; bénh ning c6 thé dan dén tir vong. Vi
vdy, phat hién nhanh va chinh xdc tic nhin gdy bénh Leptospira dong vai trd quan trong trong didu tri bénh.
Trong cac khang nguyén cua Leptosira, vung bao thu cua khang nguyén LigB (Leptospiral immunoglobulin-
like protein) la ving c6 mit & tit ca cac loai Leptospira giy bénh ma khong ¢6 & cic Leptospira khong giy
bénh, vi vdy, ving gen nay da va dang dugc nghién ctru lam nguyén liéu ché tao b kit phat hién Leptospira
cling nhu 1am nguyén liéu ché tao vaccine phong Leptospira. Véi muc dich ché tao bo kit phat hién khang thé
khang Leptospira trong cic mau mau va huyét thanh bénh, sir dung viing bao thi cta khang nguyén LigB cua
Leptospira giy bénh lam nguyén liéu ché tao bo kit. Trong nghién ctru nay, chung t6i trinh bay két qua tach
dong, biéu hién va tinh sach ving bao thii khang nguyén LigB trong t& bao E. coli. Két qua cho thdy, LigB da
dugc bidu hién va tinh sach thanh cong bang sic ky i lyc. Him lugng protein sau tinh sach dat 60 mg/L moi

truong vai d sach dat trén 98%.

Tir khéa: Biéu hién, E. coli, Leptospira, LigB, tinh sach, xodn khudn.

DAT VAN BE

Leptospirosis 12 bénh nhiém khuén cip tinh xuét
hién chu yéu ¢ vung khi hau nhiét déi va can nhiét
d6i voi tac nhan gay bénh 1a xoin khuan Leptospira
spp. Leptospira séng trong 6ng than cia dong vat
gam nhdm va dwoc dao thai ra méi truong qua nude
tiéu. Tac nhan Leptospirosis c6 thé ton tai ngoai moi
truong trong vai tuan dén vai thang. Con nguoi
nhiém bénh do tiép xuc truc tiép véi vi khuan gdy
bénh qua cac vét thuong ho trén da hodc tlep XUc voi
mdi trudong nudc, dat, thirc an mang mam bénh
(Barnett ef al., 1999). Bénh c6 triéu chimg gidng véi

cac bénh sbt khac nhu st rét, bt xuAt huyét, sbt do
Rickettsia gay kho khin cho qua trinh chan doan va
diéu tri. Bénh khong dugc diéu tri s& dan dén thodi
hoa thé nang kem cac ton thuong than va/hodc gan
cling nhu xuit huyét phdi nghiém trong (Goarant,
2016). Nghién ciru tinh hinh nhiém Leptospira trén
nguoi va dong vat gim nhdm & mién nam Viét Nam
giai doan 2004-2013 cho thay ty 1¢ nhiém Leptospira
& mién Béc cao hon ¢ mién Nam va cic ca nhidm
trén dong vat cao hon & ngudi. Ty 1¢ nguoi nhiém
Leptospira thép chi khoang 4,4% trong d6 ty 1&
nhiém Leptospira trén dong vat gim nhim nhu chudt
chiém 7,7% (Hoang Kim Loan ef al., 2013) va ting
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lén trén 20% vao nim 2016 (Nguyén Thi Bé Muoi et
al., 2016). Cac nghién ciru gan day cho thiy, ty 18
vat nuéi va dong vat gan ngudi nhiém Leptospira
kha cao, trong d6 cho, lgn, bo 1a nhiing vat nudi co
ty 1& nhiém Leptospira cao nhat tir 22% - 40% (Lé
Huynh Thanh Huong, 2001; Ly Thi Lién Khai,
2012; Nguyén Thi Bé Mudi et al., 2016, Nguyén Thi
Ngan, 2000).

Theo bio céo ciia Truong Trung cdp 24 Bién
phong, tir nam 2010 dén nay trén dan ché nghiép vu
ctia Nha Truong thuong xuyén xuét hién dich bénh co
biéu hién vang da, xuat huyét, triéu chimg dién hinh
ctia Leptospira, s6 cho chét do nhiém bénh nay 1a 81
con. Két qua xét nghiém cho thiy da c6 sy luu hanh
Leptospira tai khu vyc khao sit. Didu nay da gay
nhitng thiét hai ning né cho cong tac huan luyén. Hién
nay, viéc chén doan Leptospira tai Viét Nam chu yéu
la phuong phap vi ngung két MAT truyén thong.
Phuong phap nay cé do nhay va d¢ dac hi€u cao, tuy
nhién quy trinh phte tap, doi hoi can bo c6 chuyén
mén cao, trang thiét bi chuyén dung khé ap dung rong
rdi. Xuét phét tir nhu cau thyc tién trén, ching t6i tién
hianh nghién ctu ché tao bo kit Lepto-LAT
(Leptospirosis latex agglutination test) phat hién
nhiém xoén khuén Leptospira. Pay 1a phuong phap da
dugc g dung thanh cong trén ca nguoi va dong vat
v6i d§ nhay dao dong tir 75 dén 90% va do dic hiéu
dao dong tir 90 dén 99%. Mot trong nhimg uu diém
vuot trdi cua phuong phap LAT 1a thoi gian phat hién
Leptospira twong d6i ngén chi tir 5 phut dén 15 phit
(Shekatkarer al., 2010; Smits et al, 2000,
Tangkanakul ef al., 2000; Victoriano et al., 2009) véi
thao tac thyc hién don gian va doc két qua d& dang.

Trong bai bao nay, chiung toi trinh bay ndi dung
tach dong, biéu hién va tinh sach ving bao thi khang
nguyén dic hi¢u LigB cua Leptospira dung lam
nguyén liéu ché tao b kit. LigB protein (Leptospiral
immunoglobulin-like protein B) la protein ngoai
mang cta Leptospira c6 khdi luong phan tir khodng
212 kDa, gen ma hoa cho LigB protein c6 kich thudc
khoang 5,7 kb. Cac nghién ciru cho thdy, ving bao
thii cia LigB protein c6 mat ¢ tit ca cac Leptospira
gdy bénh ma khong c6 mat & cac Leptospira khong
gdy bénh. Vung bao thu cua LigB c6 kich thudc
khoang 1 kb di dugc tach dong, biéu hién va tinh
sach trong dong té bao E. coli bang cong ngh¢ DNA
tai t6 hop lam khang nguyén ding trong phat hién
nhiém Leptospira trén bo, triu, ciru va dé bing
phuong phép ngung két hat nhwa latex LAT (
Nagalingam et al., 2015) ciing nhu phuong phap
ELISA ( Deneke ef al., 2014).
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VAT LIEU VA PHUONG PHAP

Chiing vi sinh vit, plasmid, khang thé va hoa chit
dung trong nghién ctru

Chung vi khudn E. coli DH5a [end Al rec Al
hsd R17 sup E44 gyp A96 thi-1 relAIA lac U169
(¢80 lacZM15)], E. coli Rosetta 1 [lacl lacUV5-
pLysSRARE[T7p20 ileX argUthrU lyrU gbyT thrT
argW metT leuW proL 0r1p15A](Cm) (Novagen)
dugc s dung dé nhan dong va biéu hién doan gen
ma hoa khang nguyén LigB.

Vector tach dong va biéu hién pLATESI
(Thermo).

Khéng thé 6x-His Tag Polyclonal (Invitrogen)
duoc s dung lam khang thé 1 va khang thé Goat
anti-Rabbit 1gG (H+L) cong hop HRP (Invitrogen)
duogc st dung lam khang thé 2 trong phan tmg lai
Western blot.

Hoa chat dung trong dién di protein va Western
blot: Tris base (Biorad), APS (Merk), Temed
(Sigma), Bisacrylamide, Acrylamide (Merk),
Glycerol (Merk), SDS (Biorad), dém xur 1y protein
5x (Thermo scientific), Skim milk (Merk), TMB
(Sigma). TBS (0,5 M Tris HCL, pH 7,5; 2,5 M NaCl),
TTBS (TBS, b6 sung 0,05% Tween-20).

MOoi truong st dung trong nghién ctu: LB (0.5%
cao ndm men, 1% tryptone, 0.5% NaCl), SB (1% cao
ndm men, 6% tryptone, 0.5% NaCl). LBA (LB bd
sung 100pg/ml ampicillin).

Phuong phap nghién ciu

Thiét ké plasmid tdi té hop pLATE5I mang doan
gen ligB

Poan gen mi hoéa vung bao thu khang nguyén
LigB dugc tong hop dwa vao trinh tu gen /igB cua
chung Leptospira interrogans strain Kito serogroup
Canicola (EU700268.1) bang phuong phap tong hop
gen (IDT). Doan gen ligB dugc khuech dai bang
phan tng PCR sir dung cip mdi (mdi xudi F-
ligB/pLATES1: 5’GGTGATGATGATGAC AAG
ATGGCTTCTAGCGAGAAT3’ va mdi ngugc R-
ligB/pLATES1:  5’GGAGATGGGAAGTCATTA
TGTGTTTGTAATACCTTT 3’). Chu trinh nhiét
PCR duoc tién hanh gém 94°C: 5 phut; (94°C: 15
gidy, 46°: 15 gidy, 72°C: 1,5 phat) x 25 chu ky,
72°C: 7 phat. San phdm PCR duoc kiém tra trén gel
agarose 1%, sau d6 dugc tinh sach bang bo kit PCR
purification (Intron), tién hanh ghép ndi vao vector
pLATES1 st dung bd kit aLICator LIC Cloning &
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Expression System (Thermo) va bién nap vao té bao
E. coli DH5a. San phim bién nap dwoc kiém tra trén
mbi truong LBA11 khudn lac song trén moi trudng
LBA duoc tién hanh nudi cdy trong méi trudong long
LBA, lic 250 rpm & 37°C, qua dém dé tién hanh tach
chiét DNA plasmid (Intron). Plasmid dugc st dung
lam DNA khuén cho phan tmg PCR kiém tra su c6
mit cua gen /igB sit dung cip mdi LIC Forward: 5'-
TAATACGACTCACTATAGGG -3' va LIC
Reverse: 5'-
GAGCGGATAACAATTTCACACAGG-3'. Chuong
trinh PCR dugc tién hanh gdm 95°C: 5 phit; (95°C:
30 gidy, 58° 30 gidy, 72°C: 1,5 phit) x 25 chu ky,
72°C: 7 phut.

Biéu hién dogn gen mi héa khing nguyén ligB
trong té bao E. coli Rosetta 1

Té bao E. coli Rosetta 1 mang plasmid tai to hop
pLATE ligB dugc nudi trong 5 ml moi truong
SBA(SBAmp), & 37°C, trong 16 -18 gio. Chuyen 1%
dich nuoi cay trén vao moi truong SBA, nu01 cay &
cung diéu kién dén khi ODggp dat 0,4 - 0,6 tién hanh
cam tng voi 0,1 mM IPTG. Té bao tiép tuc duoc
nudi cdy & cling diéu kién trong 4 gid. Thu miu bang
li tim 5000 vong/phat trong 5 phut. Protein tong s6
duoc phan tich bang dién di SDS-PAGE va Western
blot. Sinh khdi té bao E. coli Rosetta 1 mang plasmid
tai tb hop dugc hoa tan trong dém 20mM Tris-HCI
pH 8 dat ODy=10, mau dugc bao quan & —80°C.

Kjém tra khd ndng bit cdp dic hiéu ciia protein tdi
t0 hop voi khang thé His-tag

Protein tong s6 sau dién di trén  gel
polyacrylamide 12,6% dugc chuyén 1én mang PVDF
trong 1 gio. Mang sau d6 duogc u trong dung dich sita
skim milk 5% pha trong dung dich TBS 1 gi¢ ¢ nhiét
d6 phong. Tién hanh rira mang bang dung dich TTBS
va TBS 3 lin, mdi lan 5 phit. Mang sau d6 dugc 1 véi
khang thé 1 1a khang thé 6x-His Tag Polyclonal pha
lodng 500 lan trong 1 gio & nhiét d6 phong. Rira mang
lin lugt bang dung dich TTBS va TBS, tiép theo
mang dugc i v6i khang thé 2 1a khang thé Goat anti-
Rabbit IgG (H+L) cong hgp HRP pha lodng 10000
lan trong 1 gio & nhiét d6 phong. Mang sau d6 dugc
rira bang dung dich TBS va TTBS. Cudi ciing mang
duoc hién mau biang dung dich hién mau TMB
(Sigma).

Xt Iy va tinh sach LigB protein bing sic ky di lic

Ldy 20ml dich 1én men sinh tong hop LigB ¢
OD 10 trong dém PBS 20mM duoc rd dong ¢ 55°C,
trong 10 phut. Tién hanh siéu am véi cong suat 30%,

xung 20 gidy nghi 10 gidy trong 20 phut, trén da. Ly
tam 13000 vong/phut trong 10 phut. Loai bd dich
ndi. Hoa tan can trong 20 ml dém PBS 50 mM, ure
2M. Lic 10 phat & nhiét do phong, toc do 110
vong/phut. Ly tam 13000 vong/phit trong 10 pht.
Loai b6 dich ndi. Hoa tan cin trong 20 ml dém PBS
20 mM, ure 6M. Léc 110 vong/phut trong 10 phut &
nhiét do phong. Ly tam 13000 vong/phut trong 10
phut. Dich ndi dugc bd sung 500 mM NaCl va
10mM Imidazol dé tién hanh qua trinh tinh sach.
Protein dugc gén lén ¢t tinh sach Hitrap chealting 5
ml (GE) ¢6 gin Ni*" trong dém PBS 50mM, pH 7.4,
NaCl 500mM, 6M ure, 10 mM Imidazole, protein
dugc rtra giai trong dém tinh sach chra 100 mM
Imidazole. Cac phan doan dugc thu lai va kiém tra
bang dién di trén gel SDS-PAGE 12,6%. Ham lugng
protein dugc dinh lwong bang phuong phap Bradford
(Bradford, 1976).

KET QUA

Thiét ké vector biéu hign mang doan gen ma hoa
viung bdo thu khang nguyén LigB (goi tat la gen
ligB)

Dé tao vector tai to hop mang doan gen ligB,
doan gen ligB dugc khuéch dai bang PCR st dung
plasmid pUC ligB lam DNA khuén. Két qua nhan
gen PCR cho thdy, san phim PCR la doan gen co
kich thudc khoang 1kb theo ding nhu thiét ké (Hinh
la). Nhu vdy, doan gen ligB di dwoc khuéch dai
thanh cong. San pham PCR dugc tinh sach va ghép
ndi vao vector pLATESI. Plasmid tai td hop dugc
kiém tra sy c6 mat ciia doan gen /igB bang phan tmg
PCR sir dung cip mdi LIC Forward va LIC Reverse.
Theo thong tin trén plasmid pLATESI, vi tri mdi
xudi va moi nguoc dat cach vi tri gan gen ligB la 100
bp, vi vy, san pham PCR chita doan gen /igB s& c6
kich thudc khoang 1,2 kb. Két qua PCR plasmid sau
bién nap cho thiy, trong 11 plasmid, plasmid s6 1, 3
va 10 tao san phém PCR c6 kich thudc khoang 1,2
kb theo diing nhu tinh toan 1y thuyét (hinh 1b, dudong
chay 1, 3 va 10). Nhu vay, doan gen /igB da dugc
ghép ndi thanh cong vao vector biéu hién pLATES].
Trinh ty doan gen ligB trong plasmid tii to hop
pLATES5! ligB dwoc kiém tra bang phén tich trinh
tu va cho két qua dung nhu 1y thuyét.

Biéu hi¢n doan gen ligB trong té bio E. coli
Rosettal

Két qua kiém tra sy biéu hién ciia doan gen ligB
trong té bao E. coli Rosetta 1 cho thdy, protein LigB
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da dugc biéu hién véi kich thuéc khoang 43 kDa
theo ding nhu tinh toan 1y thuyét (Hinh 2, dudong
chay TS). Khéo sat tinh tan va khong tan cho thay
protein LigB dugc biéu hién ¢ dang khong tan (hinh
2, duong chay KT). Két qua kiém tra kha ning bit
cap dac hiéu v6i khang thé bang western blot da
quan sat thiy vach bang dam véi kich thuéc tuong
(g véi kich thudc cua protein LigB & phin protein

kb M ()

ligB

ligB

1kb
ligB
1.2 kb

a
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tong s6 va phan protein khong tan. O phan protein
pha tan chi quan sat thay vach bang rit mo, do phan
16n protein LigB biéu hién & dang khong tan. Vach
bang nay khong duoc quan sat thdy trén mau ddi
chung 4m 1a té bao E. coli Rosetta 1 va E. coli
Rosetta 1 mang plasmid pLATES1 (hinh 2b, duong
chay R1 va R1-p). Nhu vay, protein LigB dad dugc
biéu hién thanh cong trong té bao E. coli Rosetta 1.

1 2 34567 8 91011(-) M kb

1,5
1,0
0,5

b

Hinh 1. Dién di plasmid téi t6 hop mang doan gen ligB. a. Nhan doan gen ligB bang PCR; b. Kiém tra plasmid tai t6 hop
bang PCR. M. Thang chu&n DNA 1kb (Thermo) (-). déi ching am, nudc duwgce thay cho DNA khudn; ligB: nhan doan gen
ligB tir plasmid pUC_ligB; 1-11: 11 plasmid tai t6 hop sau bién nap.

KT T TS Rl Rl-p (*) M kDa

116
66

LigB 45

43 kDa 35

25

18,4
14,4

a

KT T TS R1 Rl-p () M kDa
LigB _.—120
43 kDa W =85

4

b

Hinh 2. Biéu hién protein LigB trong té bao E. coli Rosetta 1. a. Bién di protein trén gel SDS-PAGE 12,6%; b. Western blot
kiém tra sw biéu hién cia LigB. T. protein pha tan; KT. protein pha khéng tan; TS. Protein tong sé; R1. Té bao E. coli
Rosetta 1; R1-p. Te bao E. coli Rosetta 1 mang plasmld pLATES51; (+): d6i chirng dwong protein 56kDa cta Orientia
tsutsugamushi cé gan 6 histidine & dau N; M. Thang chuan protein (Thermo).
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Hinh 3. Tinh sach protein LigB bang séc ky ai lwc v&i Ni

-

TS BF FT M E2 E3 E4 ES5 E6 E7 E8

& LigB

. TS: protein tdng s&; BF: Dich protein trong 6M urea trwéc khi qua

cdt; FT: Dich protein riva qua cot; M: Thang chuan protein (Thermo); E2- E8: cac phan doan protein sau khi dwgc day ra

bang dém chira 100mM Imidazole.

Sau khi biéu hién thanh cong LigB trong té bao
E. coli Rosetta 1, chung t6i tién hanh cac nghién ciru
lya chon diéu kién biéu hién phu hop cho sinh téng
hop LigB. Két qua khao sat cac diéu kién nudi ciy
gdm moi trudng, nong do IPTG, nhiét do cam Ung
va thoi gian thu miu sau cam ung, diéu kién phu hop
cho sinh tong hop LigB protein trong t& bao E. coli
Rosetta 1 1a moi truong SB, cam ung ¢ thoi diém
ODgoonm dat 0,4-0,6 véi 0,1 mM IPTG, ¢ nhiét do
37°C, thu mau 4 gid sau cam tng. Két qua dinh
luong protein bang phuong phap Bradford cho thiy
truée khi khao sat didu kién nuéi cdy, ndng do
protein téng s6 (chu yéu 1a LigB) 1a 239 mg/L, sau
khi khao sat lya chon duoc diéu kién nudi c?iy thich
hop ndng do protein tong s (chi yéu la LigB) dat
571,5 mg/L méi trudng, tang 58% so vadi trude khi
khao sat.

Tinh sach ving bdo thu khding nguyén LigB bing
sdc ky di lyc

Két qua trén hinh 3 cho thiy, sau khi lam tan
trong 6M ure, phan protein tan truéc khi qua cot
tuong d6i sach (dudng chay BF, hinh 3), sau khi qua
¢ot cho thiy khong c6 mit vach bang protein LigB &
duong chay FT (dich qua c6t), chung td protein da
dugc bam tét trén cot. Su c6 mit cia 100mM
Imidazole da day protein LigB ra va tip trung & 3
phan doan E3, E4 va ES, chu yéu & phan doan E4.
Két qua dién di protein cho théy, 0 ca 3 phan doan,
protein LigB dugc thoi ra 1a mot vach bang duy nhét,
khong 13n tap. Nhu vay, protein LigB di dugc tinh
sach thanh cong bang sic ky i lyc. Két qua dinh

luong protein bang Bradford cho thdy phan doan E4,
ndng do protein LigB sau tinh sach dat 1 mg/mL, c6
do sach >98%. Sau qua trinh lam tan trong 6M ure
va tinh sach bang cot sic ky ai luc, két qua, trong 1L
mdi trudng nudi c?iy thu dugc 60 mg protein LigB c6
d6 sach trén 98% sir dung phin mém gel analyzer.

THAO LUAN

Str dung cac khang nguyén cua Leptospira trong
ché tao b kit phat hién Leptospira da dugc nghién
clru trudc do, tuy nhién, viéc sit dung cac khang
nguyén sbéng tir cac chung Leptospira di tao ra
nhitng nguy co cao trong nghién ctru do phai tiép
xuc va thao tac truc t1ep v6i cac tdc nhan nay dan
dén ting nguy co lay nhidm cho nguoi nghién ciru.
San xuat LigB tai t6 hop dd dugc nghién ctru st
dung 1am nguyén lidu ché tao cic bo kit ngung két
hat latex hay kit ELISA phat hién Leptospira c6 do
nhay va do dic hiéu cao (Deneke et al., 2014,
Senthilkumar et al., 2010). Hi¢u qua phat hién
Leptospira dya trén LigB tai t6 hop cho do nhay va
d6 dac hiéu cao hon so vadi sit dung nguyén li€u 1a
cac khang nguyén séng tir Leptospira ( Nagalingam
et al., 2015). Phat hién Leptospira dya trén cic chan
doan huyét thanh hoc dang ngay cang dugc ap dung
rong rai, dac biét la phlrcmg phap MAT va ELISA
dugc xem nhu tiéu chudn vang trong xét nghiém
phat hién khang thé khang Leptospira. Tuy nhién,
mdt trong nhitng han ché ciia cac phuong phap huyét
thanh hoc hién nay 14 khé phan biét duoc dbi voi
mau dong vat nhiém Leptospira hay tiém vaccine
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phong Leptospira. Nghién cliu cia tac gia
Palaniappan va cong sw, 2004 da chi ra ring, trong
dong vat tiém vaccine thiéu cac khang thé véi ving
bao thu cta khang nguyén LigB. Do vay, ving bao
tht ctia khang nguyén LigB la nguyén li¢u thich hop
cho cac phuong phéap chin doan huyét thanh dbi voi
Leptospira gitp phan biét dugc giita mau nhiém
Leptospira va mau dugc tiém phong Leptospira (
Palaniappan et al., 2004).

Trong nghién ctru nay, vung bao thu ctia khang
nguyén LigB da dugc tach dong va biéu hién thanh
cong trong té bao E. coli Rosetta 1 & dang khong tan.
Két qua nay phi hop véi nghién ctru ciia Conrad va
cong su, 2017. Protein LigB dugc lam tan trong 6M
ure va tinh sach thanh cong bang sic ky ai luc véi
ham lugng protein sau tinh sach dat 60 mg/1 lit moi
truong nuodi céy, c6 d¢ sach trén 98%. Ham lugng
protein LigB trong nghién ciru nay cao gip 3 lan so
véi nghién ctru cua tac gia Deneke va cong sy, 2014
( Deneke et al., 2014). Sau tinh sach, protein LigB s&
dugc tién hanh thdm tich loai ure va sit dung lam
nguyén li¢u ché tao bo kit chin doan huyét thanh hoc
phat hién khang thé khang Leptospira trong cic miu
nghién clru.

KET LUAN

Poan gen mid hdéa vung bao thi cua khang
nguyén LigB dd duogc thiét k& va biéu hién thanh
cong trong té bao E. coli Rosetta 1 voi ham luong
dat 571,5 mg/L mdi truong. Protein LigB biéu hién
chu yéu ¢ dang khong tan va tan t6t trong 6M ure.
Pi tinh sach thanh cong protein LigB bang sic ky ai
luc voi do sach trén 98%. Két qua tinh higu xuat tinh
sach cho thiy trong 1L moéi truong thu dugc 60 mg
protein LigB c6 d6 sach trén 98%.

Loi cam on: Noi dung nghién cuu nay dwoc thuc
hién tir dé tai cap Trung tam Nhiét déi Viét-Nga
“Nghién ciru quy trinh tao bé sinh pham Lepto-LAT
phdt hién nhiém xodn khudn Leptospira”.
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SUMMARY

Leptospira is one of the most common zoonotic diseases in the tropics and subtropics. Humans are
infected by exposure to Leptospira contained water or food sources. Leptospirosis usually breaks out after the
flood and causes several consequences for people and economy. Leptospirosis disease, if not rapidly detected
and treated promptly, it causes serious consequences such as acute hepatitis-kidneys, meningitis and bleeding,
heart and nerve complications, and severe illness can lead to death. Therefore, quick and accurate detection of
Leptospira pathogen plays a very important role in Leptospirosis disease treatment. Among antigens of
Leptospira, a conserved domain of LigB antigen (Leptospiral immunoglobulin-like protein) was reported that
is present in the most of pathogenic serovars of Leptospira, but not in the non-pathogenic Leptospira biflexa,
thus this conserved domain was used for production of Leptospirosis detection kits as well as vaccine for
Leptospirosis. In order to create a kit for Leptospirosis diagonostic, especially detect anti-Leptospira antibodies
in Leptospira infected serum and plasma samples, about 1kb gene fragment encoding for conserved domain of
LigB (about 36 kb in molecular weight) was used as the material for producing of LigB protein by DNA
recombinant technology. In this study, we present the results for cloning, expressing a conserved domain of
LigB antigen in E. coli cells and purifying protein by affinity chromatography collumn. The result indicates
that recombinant LigB protein was successfully expressed in E. coli Rosetta 1 and purified by Hitrap
chealating collumn. The LigB protein concentration after purification reached 60 mg/L medium with 98%
purity. This purified protein will be used as the materials for creating Leptospirosis Kit.

Keywords: Expression, E. coli, Leptospira, LigB, purification, spirochete.
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