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ST 1 e Pk B A K22 Bh Wy RE o7 5 B 22 B BBy 5
B F M ERAT S E. coli DH5a B2 2541 LA B At 5t
X EEYBARA R ;Balb/c /NI HILT K
A WA BR 2 A /0N B ] 3% DA R a6 1 O e
43308 3k ok B ARl 2 S Sh W) AR S BT A 22 D1y
1) H A AL
1.2 EZERFFFEM

PrimerSTAR Max DNA Polymerase . R il 14 P4
DI . T4 DNA EHRG B 52429 TR ORE ) A R
25w s DNA B R M e I [ Wieialn] & /NS Bk i Bt
790 0 0 ALY/ 240 L/ A 2 DR A DN $2 BGUR)  34
W H R ARAAERHL (Jb50) A BR 2> ) s SIM SF Expres-
sion Medium W [ 3t 57 SR N BHE By A BR 2 7] 5
J b T T R R AR R R W A L@ S BIA R Lis
polnsect ™% G5 FFIRAG 5 242 #i A4 Bacmid /)N
AR R & 5 XSDS ARG ml BRI A8 Ak ) Tl
(HRP)#ric th 2451/ IgG (H+L) . TMB i A
FIRER RKREFERMUARN A FEHE S KAEY
ARG BRS A H AR B AL B R A R A
A AR IE A E AV (BSA) W A6 &2k R A
FR 2> F] 5 Alexa Flour(@488 goat anti-mouse 1gG (H+
L)W A ¥ Invitrogen 2~ 7 ; ProLongTm Gold Anti-
fade with DAPI HFl PageRMLer ™
Prestained Protein Ladde 4 H 3¢ [& Thermo Fisher 2
F) s DNA 45 Marker 14 { b5t X &AW HAF R
23 A 5 VR TR L - SR A TR - A ) SR AR IR (37 si
alyllactose polyacrylamide biotin conjugate, 3” SI.

Mountant

6’ sialyllactose polyacrylamide biotin conjugate, 6’
SL) I B 3¢ [ GlycoNZ 72~ &l ; 4% 8 3 fl AL R 4%
(Streptavidin, SA) I A FEEFEL FHT A w]
1.3 pET22b-MIC1 RHIHIHE

WCAE 20 35 7 1 5 8 e R HUBR UG -, S 30
{4 1 RNA 5 B 5 cDNAL P eDNA AR , #R
i mic1 BEH# CDS F7 81, 511 i U102 5080 51 )
MIC1-Nde 1 -55 MIC1-Xho T -3(F 1), ¥ 8 H Y
R B, P2 Nde 1 5 Xho 1 XY, 3454054 B U467
S BB R B FIH Nde T 5 Xho T XY pET22b
AR, 15 Atk IR U s ) B Y R BOR 2t Ak
K GE AT T4 DNA M 304 45 H 0 Br 5 ek f
AR, I AL E. coli DHSe JEZ 25 41 M., 0 156 BH 44 4
W /N TR AR AS 7 27 ) pET 22b-MIC 1,
1.4 pFastBac 1-MIC1 % R pIHaE

B A B YDA R 51 MIC1-Xba | -5 5

MIC1-Hind Il1-3(F 1), ApET22b-MIC1 A4, ¥
WH P R B, B4 Hind 1A Xba 1 XUV RIS
it Y1057 5509 5 4 B, R Hind TR Xba 1 XL Y)
pFastBac 144, I 4 5 4lifk | LR DI 5 /9 B ) R
BEFNZR AL B A, 8 1 T4 DNA ¥4 i % 4% H 09 A
BE SR ML BRI AL E. coil DHSa JRZ 5411,
I 1 BE 1 BT V& /DN TR 2K A5 3 42 7= ) pFastBac 1-
MICL ¥ ik
1.5 EZA##ireBacmid-MIC1 B

W45 7% J5Oki pFastBac 1-MIC1 %1k % DH10Bac
TSP BT & X-gal (=P (FIRE R KK
B R MU R BAT-A I, F 37 C 53540 h i 5%
72 h, B A W BT B, Pk A AR Y
7% 3 = Hi LB WA F2 5L 15 5% OF FIFRIR G 5 28 12
# Ak Bacmid /Nl B2 8050 G AR B AL AR 25 221
AR reBacmid-MIC1, 8 i ¢ 5P 18 FH 51 % puC/
M13-F/R (3 1) X} 4& By 8 AT B2 1T PCR %8
W T v (B ) $2 ORI AT R DNA B934 72 ) K/
N 24 2 300 bp, €8 1 74 (BHE ) 2 B A 25 20 41 4
DNA 4 34 7Yy 2494 3 700 bp.

®1 31#git

Table 1 Primer design

5|94 FR Primers
MIC1-Nde 1-5
MIC1-Xho 1-3
MIC1-Xba 1-5

51#1F#51 Primer sequence
5-CCTTCATATGGCGTCGCATTCTCAT-3
5-TAACCTCGAGAGCAGAGACGGCCG-3'
5-TTAATCTAGAATGGCGTCGCATTCTC-3'

MIC1-Hind [[-3  5-TTGCAAGCTTTCAGTGGTGGTGG3'
pUC/M13-F 5-CCCAGTCACGACGTTGTAAAACG-3'
pUC/M13-R 5-AGCGGATAACAATTTCACACAGG-3'

W31 907 50 R R DI 5. Note: The underline in the primer
sequence represents the cleavage site.
1.6 FEAFFIreBacmid-MIC1 EE 3 SO 4 i

H4E LipoInsect ™% G4 i 56 W1 45, 4% 2 pL S 4H

FF4E reBacmid-MIC1 F1 5 pl g B 44 i £ 100 pl. &
M7 SIM SF Expression Medium 5 #£ %+, 52 512 1R
A),ZIR R E 5 ming BHIR A TR YA T EUE K
() STO L, I R e zs FIXTHRZE . 27 CHE R4
FFR 72 hE  WUR BIEREFR W, O A LARE AR
SRR, dE 20, 48 3R AN MAL AR AR AR = i A AT
PRIGTERR . T I 4 DNA $2BUR 7 A $2 B0 31k
T2 5 40 B 0 15 7% W b AR RO 3 I 4H DNA, JF
pUC/M13-F/R #7519 #E47 PCR $ I, 9715 7~
Y£y°k 3 700 bp.
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1.7 MIC1EAEHRHRILWIE

1) Western blot 5o E . 7£ 12 £L 40 g 55 57 A v 4
FLEERD 1 X 10°A4 SI9 21 L, H2Fh 8 AT R Bk I 7E
27 CHEIR B AP R R 72 h, 35 £ E R R E 1
PBS 2% il ik 31K, 28 75 R A ) L 7E 4 Co&1F
T 12 000 r/min &> 10 min J& 43 918 100 pl b3
100 pL #E G BTLEE , A 30 pL SDS 28 i ik, 7
10 min, il 5% 25 FFE 51T Western blot 300k . FH %
1% BSA (% PBST & vl ¥ v 3t A1 W, 1] Anti-His
mouse HL & A — Pt , HRP #5ic 19 1 £ $1 /0 B 1gG
(H+L) i =H0xf B 8 A7 %00, B &R F KN
ITE 65 kuZi Ay o

2) [A] 322 1, 7% %< )% (indirect immunoinfluscent as-
say, IFA) B0 0IE o 7€ 12 L 20 M 5% % A v il A 48 i Te
F, BRFLEERD 1< 1004 SO 20 i, 422 b 5 41 AR 05 25
WRIGHE 27 CHER R FRAH i 95 72 h, 7 L L2 5%
TS T PBS 28wl vk 3 Uk, A A B B e, 4%
22 T W 22 0 [ 52 15 min, B Y8 PBS 28 il YE 74 3
UL ARG T B W (& 1% BSA B PBST) 37 “CHH ]
1 h, /i Anti-His mouse HT& A~ —HT (Fi B &% 1%
BSA 1y PBST),37 Ci#H 1 hf5 , PBS 22 th il e V% 3
K, Alexa Fluor 488 I -4t/ 1gG (H+L)E b —
PR B & 1% BSA B PBST), 37 CHEH 1 h,
PBS 2% Ml e 4 3, BT 5, i & 47 DAPL AT
¢ 6V K F) B ProLong™ Gold Antifade Mountant
with DAPT, 148 il 7 )5 , 76 1F B 28O0 s T
Pk -3
1.8 MIC1EAEZEBRMI4L

W 500 pL 55 3ARE AW 35 LA 1 MOT A
FI| SO 4N, £ 27 “CH5 37 72 h, M| B2 5 , 8
2 L TV 1 PBS 22 vhif 14, 7E 4 “C45 K 1 500
r/min & .0 5, F Binding buffer 552 41 il , #8 75 i i
Jei, W R AE MR A A A . A BCAK
FR) N B L B P T
19 MIC1EHAEBRSERBRIME(3’SLING’
SL) A

A 5% Ad FH A= 90 B+ 5 32 R (biolayer interfer-
ometry, BIL) & ] MIC1 41 & 1 JiT 5 M % 2 SL
(3"SLAI6"SL)MEM AT FTHF Octet® K2 K431 H.
VEA (78 [ 58 Z2 R #r23 F]) Y “Data Acquisition” 4K
P, 5 AR T B SRR R R B . SA 5
PEFR ) B HIZ A PBS 28 thifk P A7 90 s JF IR A
2.4 ymol/L 9 3° SL 8¢ 6 SL H (Fii B N PBS 2% it

), B4k 600 s I , 1592 A PBS 28 whif v 5 6 [ 1k 58
R SA LR AHIZ A A 0.1%BSA F10.5% Tween-
20 () PBS 2% i vh 1P 90 s MIC1 2 41 45 115 43 )
Fi B8 2 0.625.1.25.2.5.5.10 pmol/L (& I B B
S PBST-BSA) , 1 SA AL B ASH% 7 B U FE Y = A
FEEFES LS55 90 s; R SA EYMEIREGRRASTH
PBST-BSA B H, il 5 60 s; e Ji # SA & 18R 1=
AERR (pH=0.5) W 42 900 s ARIE A [F) F B¢
W BE IR A I A AR S R IS A RS R
WA Tk g5 5 o FF S SRR B i 1
FIE7R o

Wt 3hid 56 Ptz 34 5006 T Bl Al 12
AOOOOOO N elolelelelelclelelolele
BOOOOOO BOOOOOOOOOOOY
COOOOOO COOOOOOOOOOO0
4 DOOOOOO p DOOOOOOOOOOOV
EQOOOOO EOOOOOO000000
FIOOOOOO FIOOOOOOOOOOOO
GIOOOOO®® GEEEEOHHEHGEE
HOOOOE®® HEOOOOOOOOOO®

AHREEEIRSRE AT R . ®: PBS 220k :©: 3" SL/6° SL i
B RS EEAAR R - @ & 0.174BSAFI0.5% Tween-20
i PBS 2% i (PBST-BSA) ; 0D : A [ e JEE ¥ MIC1 i 28 2K 14
MICT; ®: /L # . PBS ZE i . A: Layout of loading probe
test samples; ® PBS solution; @ : 3'SL/6'SL solution; B: Layout
of affinity test samples; @) : PBS buffer containing 0.1% BSA and
0.5% Tween-20(PBST-BSA) ; M : Recombinant proteins with dif-
ferent concentrations; ® : Hydrochloric acid solution; ™) : PBS solu-

tion.
El RRERER
Fig.1 Layout of test samples

1.10 ELISA# N SR /NR A M

# 6 2 Balb/c/INEBENL -3 20 5 2 241, 4350k e
% 4 (MIC 5 20 85 11 50 ) A B PR X BRZH (PBS 1) .
B2 /N R AL AE 4 U, BEE] B 14 d, B 2N R
TS 100 pg AL EE A R EE 100 pl PBS 22 il .
N =R R U D B W ot il KR e = i R B
AU AT 3 U i U 2 250 5 E
Fil: LIRAES . 241/ RAESS 4 k9% )5 10 d,
MR KR I, 850 43 25 45 2% 5 56 °C K I3 30
min, 734 J5 IR AE T—20 “CUKAE

¥ MICL S 8 A A B 2 1 pg/mL, BLIMA
100 pl., F 4 ‘CE 40 F 18 hy ) &L AN 150 pl.
PBST 2 tifk L U6 ¥ il bm Az, 8 3 9K, 487K 3 min; it
il 126 BSA W, in Z /bR AN, &L 100 plL, 37 °C
B 1.5 hs i AEFL N IIA 150 pl. PBST 28 i LA Bk
VEREFRAT , Ve 3 U, A5 VK 3 min; B B I B9 1L 35 hn &=
fig br A, &L 100 pL, T 37 “CHER 1 h, fii I PBST
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VR BEAR AR 3 U AR B9 HRP 4792 19 L 5/
B H0, 4L 100 uL, T 37 ‘CHRIFHE 1 h; a4
W, H PBST Pk B bR 3 U5 A 100 pL. TMB
S G ST 2 8 20 ming ] B FL N INA 50
pL 2R, ST R BEARASGHEAT OD g5 o T E

2 FR5HMH

2.1 pFastBac 1-MIC1 EAEB RAMNHE

i T pFastBac 1 BURLIChR%E , y 1 MICT H 41
RS His b8, |56l PCRY B 5B &
RH H ¥k mic] B A9 CDS 41, 118 1 B 1) L %42
FMICT H a9 3 R 28 pET22b Bk, 38 i I
PAE MICL 2 [ 5t C R g s i His #5%5 (81 2A) o 3
— DL pET22b-MIC1 A A Al , FH A 5105 1 4
B H 0 R B, FRGE  EEY) EE  H ILE RS B pFast
Bac 1 itk (K12B) .
2.2 FEAMHireBacmid-MIC1##Z 5 PCREE

B U5 52 1 #f 1) pFastBac 1-MIC1 it L % A
DH10Bac J&3Z &, ik T & X-Gal 19 =3t (R85
FOURKEREAUAZR) FEAFA L 5EFR72h ), =
PURE IR ML _L 80 (8 7 B T % RN € %) B P
VPRI A AT TE R LA I AR i BT
A 10 pl. 258 F /K B9 PCR 45 BIR 4, i J§ PUC/

M 1
5000 5493 bp

1300 bp B

A: pET22b-MIC1 5 21 5 kL i XE U % € 45 2R . M: DL5000
DNA marker; 1: pET22b-MIC1 Jii#i Nde T 5 Xho T XUV 7= 5
B: pFastBac 1-MIC1 & 20 J§i 47 (1% BLJif 1) %6 58 25 5 . M: DL5000
DNA marker; 1:pFastBac 1-MIC1 5k Hind Tl Al Xba T XAV =
¥ A:The result of pET22b-MIC1 recombinant plasmid by double
enzyme digestion. M: DL5000 DNA marker; 1:The pET22b-MIC1
plasmid digested with Nde I and Xho I ; B: The result of pFastBac
1-MIC1 recombinant plasmid by double enzyme digestion. M: DL.5000
DNA marker; 1: The pFastBac 1-MIC1 plasmid digested with Hind [Il
and Xba | .

B2 EAEBRAKNEE
Fig.2 Construction of recombinant transfer plasmid

M13 38 H 519 % 2 MIC1 F AT FFRL. Qi 3A FTR
DH10Bac W ¥k £ 55 14> IRk 5 27 42 JoRE (Bac-
mid) , H: 5454 mini-attTn7 47 45, 24 pFastBac 15
ki 5% Ak 3 DH10Bac 1/ 1, 75 4 By BORL A9 35 B T,
mini-Tn7 &A%, \ pFastBac 1 J1°F , % A £l mini-
attTn7 A7 Hr I L AT KL . AP U5 L A A% 4 ACT)
BHE IR Bacmid | lacZa FER 3K, R, 7E & A X-

~

| ——

Transposed pFastBac
sequence
A
ALFFRIDNA }
. —
reBacmid-MIC1 pUC/M13 Forward

Mini-att'Tn7

pUC/M13 Reverse

M 2 3

bp
5000

3000
2000

1000,
750

3700 bp

300 bp

AR ORI mini-Tn7 % M2 73 A F] Bacmid 78 2 8] ; Transposed pFastBac sequence : pFastBac 2 & 1155 )8 F 7 51 B« T4 FFRLAY 5 1
BEfE . <" BT @ C AT RAY PCR %% . M: DL5000 DNA marker; 1-2: [ B 7% (B 9 PCR 7953 35 €6 375 (19
) B PCR =¥, A: Schematic diagram of the insertion of the mini-Tn7 transposon of the transfer plasmid into Bacmid. B: Blue-white

spot screening of recombinant Bacmid."—" refers to white colonies; C: PCR identification of recombinant Bacmid. M: DL5000 DNA marker;

1-2: PCR products of white colonies (positive) ; 3: PCR products of blue colonies (negative).
B3 EATHAEESEE
Fig.3 Selection and identification of recombinant Bacmid
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Gal () =hiks s, kA TRANREEZ A6, ik
HAMBEE A6 3B)  BiE [, EA TR reBac-
mid-MIC1 (% PCR Y"1 7 #) K/N 2524 3 700 bp, T A
21 Bacmid 2 300 bp. 41[El 3C firR , H (A5 7% Fil
WA TR TR B PCRY 1S W) RN T
23 EAFRFEHBV-MICIHE#MELEE

4 reBacmid-MIC1 4% %8 SI9 B d 4l fifi+,72 h
Ji M B AR (AN 4A R 4B) . HIER 4
STO 4 A HE , 5 ¥ reBacmid-MIC1 £ SO 2 Mg 2 1R

AR AR [ HARRAS , s BEASORE IR ) 5, A AR S
BEUF o T RO AT R S A TE T A s IR
3 9 BB 4% 240 i 3% 55 % 0 T R A0 M R, BRI
20 DNA J& , F PUC/M13 i@ 51991 B i R B .
SESL AN AC FEw | 5 Y 40 i 21 R 6 16T 2 B 1 A
B, R/ 3700 bp, T IF F 40 HL 20 R UL H ) 58 o
PS5 RS AR5 s RS Al MIC1 5K CDS
e i F ARG 3 rBV-MIC1.,

2

3700 bp

Ele W L) ) 0 7
A TE SO AN AIE S (400 X ) 5 B A FFRLEE Y4 SIO A1 A4 I 45 (400 ) 5 C : SO 4R g %5 37 9 P T8 20 T IR 93 22 11 PCR 458 4521 .
M: DL5000 DNA marker; 1: 5 ZHF7HE %% 44 SO 41 M35 F2 W19 PCR 7“4 5 2. 1E 7 SI9 405 7= W PCR ™% . A: Morphology of normal
S19 cells (400X ) ; B: Morphology of S9 cells transfected with recombinant Bacmid (400X ) ; C: The identification of recombinant baculovi-
rus in S{9 cells culture medium by PCR M. DL.5000 DNA marker; 1: The PCR products of culture medium of Sf9 cells transfected with recom-
binant Bacmid; 2: The PCR products of culture medium of normal Sf9 cells.

B4 HHTRHFSBV-MICLHEE

Fig.4
IFAR MIC1 EHEHRRIE
¥ rBV-MIC1#% 1 MOI %5 B 5 35 S19 B H 41

JL, 72 h e X R A AT TF AR AR . 7EOE 3
$19

24

rBV-MIC1 (#

Negative 8

&5

Anti-His

IFA#T MIC] A E 5 FR7E R ) SO 4k Fh A =% (200%)

Identification of recombinant baculovirus rBV-MIC1

R T gL E], JBYL rBV-MIC1 ) S19 4 it
HBLLR (9, IR FE Yl oo (K 5) 453k
B MIC1 52240 25 1 7e JBge 1 STO g i b pi Tl 23k .

DAPI

Fig.5 Expression of MIC1 recombinant protein in infected Sf9 cells identified by IFA (200X)

25 MIC1EHEANRIESHEK

Wi £ S L BV -MIC1 B9 ST9 4 i i 17 Western
blot K, 455 R , MICT 3 41 2 1 5 78 41 it 22 i
W FTDLE TR AR B H 1 55 (2565 ku) o R
MIC1 5 41 8 [ SRR G 19 ST9 21 g g g ml i 3R

ik (EI6A)

filf AR AT 4l 4k MIC1 5 20 25 11 5, 3 o SDS-
PAGE Fll Western blot £l 44k, J5 (1) 5 41 8 (1 BT, 45
RUNE 6B .6C Fian , i fb 15 2] i 8 i Sk i — H
K/NIEH



%1 220 2, IRk MICT 2 (IEFPIRG R R 50T 1 723 B PR 407 215
Lo M123 ke M 1 1k3u0 Mo 26 MIC1EAZEHSERBRIIELESROST
130 133: 100 TR 4G AR A MICT 540 238 (R A= 0 3s

R ;(5) wl ) ST L 8 55 TATHAEYIET 4K (biolayer interferometry, BLT)
10 0 40 Hor i T 418 1 %5 37 SLAN 67 SL Y SR A (KD) .
35 Z: 35 P 7 iR, MICT 418 1% 5 3" SL A 6° SL # g
25 = gih I HEE A -ME ML A ER Y (R>

A Western blot K] MICT 8 20 8 1 B 19 3R35 . M 2R 1 BARfE

marker; 1: 275 STO 200 2% 0 _E37 5 2. 1375 SIO 20 M0 2% W DTUE 5
3 IEH SIO 4R AL B - 2K A9 MIC T T2 4 1 5T SDS-PAGE 45
Ao M P BTbRUE marker; 1: 2461 MIC1 =20 85 11 55 C - 24 1Y
MIC1 F 414 115 Western blot $3iE. M 7 4 b i marker; 1: 4
LRI MICL E4 A . A: The identification of MIC1 recombinant
protein by Western blot. M: Protein marker; 1:Lysate supernatant of
infected S{9 cells; 2: Lysate precipitate of infected Sf9 cells; 3: Nor-
mal Sf9 cells lysate; B:Purified MIC1 recombinant protein identified
by SDS-PAGE. M: Protein marker; 1: Purified MIC1 recombinant
protein; C: Purified MIC1 recombinant protein identified by Western
blot. M: Protein marker; 1: Purified MIC1 recombinant protein.

E6 MICIEAZRARMRIESHN
Fig.6 Expression and purification of MIC1
recombinant protein

A

Fitting view

KD=5.55F-07
 R*=0.983

Sl

~ 10 wmol/L
=5 pmol/L
) == 2.5 pmol/L
i SoEseETsRe— | .25 wmol/L
20 40 60 80 . 100 120 140
A [E]/s Time
A.3’SL;

0.95) , KD {43 %14 0.55.0.816 pmol/L, i B ik
Ak i MIC1 5 41 4 11 50 HAT 456 ME TR TR 1Y) g
27 MIC1EHZEARMERFEES T

ELISA £ I 1L 75 e AR 2 B, 388 5 3153 B 1l
T8 5 B M LT 1O BE 2t (Dy/Dy) D/ D=
2.1 B JT 6T b7 AT S e s AT BV A AR AR &
TN SA T/, W 5928 2L R BF 1 ok FR 26 /1N B 1T 335 4 1)
FH PBS % Mg B 25 600 5, BEE ifi 37 5 BH A 1,
16 19 Dp/ DA R T 4, U6 B G088 28 /N BRUALTS H P AR
Wi . Western blot B 45 54 7w, e 21 /N B
TH B R S PR R 5 75 O U RH R 358 7 19 24 A 4t
J& (lysed toxoplasma antigen, TLA ), H ) £ B— |
TR/INTE S 5 10 A 4 /0 Rt 5 9 A A 21 B Y 4kl
(I 8BFI8C).

B
Fitting view KP:8-16E-07
2012 .+ R=0.976
.TE: /‘/‘ z i e 10 pmol/L
) - -
é o 77, \77:”f;75pm01/L
R e = 2.5 pmol/L
M’ I { o~ 1.25 pmol/L
60 80 100 120 140

if[E])/s Time

B.6’SL.

7 BLIEMMICI EHERRSERBRILEFR S
Fig.7 The affinity between MIC1 recombinant protein and sialyllactose detected by BLI

4r MIC 1441 Experimental group
BT R4 Control group

(98]
[—
—_—

—_
[}

00 10000 20000 30000
YUK BA%5 % Antibody dilution ratio

ka M 1 ku M 1
130” 5l 130
100“ il 100 =
70 .
:m—>65ku c 550
40& 400
35

35§”

A:ELISA J5 35K 658 4B AL /N B3 Ty A i s B : Western blot Kl S 2 41 /N LIS 5 5 8 B RH B TLA (U . M: 1
BbRifE marker; 1: 5 JE 1 RH Bk TLA By 552 EI3TE 5 C: Western blot A U B 41/ BRUINLTE 5 5 JE B RH Ak TLA RS0 . M 85 BUbrife
marker; 1: 5 J% B RH k& TLA B9 BNl . A: The antibody titer in serum of mice in immunized and negative group detected by ELISA;
B: The reaction between T. gondii RH strain TLA and serum isolated from immunized mice by Western blot. M: Protein marker; 1: Immu-
noblotting of T. gondii RH strain TLLA; C: The reaction between T. gondii RH strain TLLA and serum isolated from negative mice by Western
blot. M: Protein marker; 1: Immunoblotting of T. gondii RH strain TLA.
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Fig. 8 Preparation and specificity analysis of polyclonal antibody for MIC1 recombinant protein
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Purification and activity analysis of Toxoplasma gondii
MICI1 protein expressed in baculovirus system

LI Xiang',ZHANG Xiaohan', LI Meiqi', CHEN Ran',
FENG Ying',LI Lin*, SANG Xiaoyu', YANG Na'

1.College of Animal Science and Veterinary Medicine , Shenyang Agricultural University/
Key Laboratory of Livestock Infectious Diseases , Ministry of Education, Shenyang 110866, China;
2.Liaoning Chengda Biotechnology Co., Ltd., Shenyang 110179, China

Abstract The purpose of this study was to construct a recombinant baculovirus strain expressing solu-
ble Toxoplasma gondii MIC1 protein and identify the biological activity of the recombinant protein. The
CDS sequence of micl gene was amplified by PCR, ligated into the pFastBac 1 vector, and then trans-
formed into DH10Bac cell. To obtain recombinant baculovirus, recombinant Bacmid was extracted and
transfected into Sf9 cells. The transfected Sf9 cells exhibited typical lesion on the 3rd day after transfection.
The results of indirect immunofluorescence assay and Western blot showed that the MIC1 recombinant pro-
tein was successfully expressed in transfected Sf9 cells. The purified MIC1 recombinant protein not only
possessed the ability to bind to sialyllactose , but also could stimulate Balb/c mice to produce a high level of
specific antibodies (=>1:25 600). These results showed that the biologically active MIC1 recombinant pro-
tein was successfully obtained through the baculovirus expression system.

Keywords Toxoplasma gondii; MIC1 protein; baculovirus system; activity analysis
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