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A CLEC-2 f#85MZ CRD ELRHE R AL
5 mE iR EFfE S E

ERED RpER2Y O E? O ER? BHARRAR Y Y Exd oo
(O B BB AE ML 5 0 A R, B 200032, 25 H oK IR B i, IR 200032;
Y AR EY B E TR, LT 200032)

FE A\ C B 282445 (human C-type lectin-like receptor-2, hCLEC-2) &7 su ity T MBS 2 4k 40 T, WFSLERM, B4
PRTEEGY, ML/MRGE TR, MREBRAVE S SE 7R EE TR, &4 S A Bl 281150 4544 38 CRD) I
Uik — B TR TR D B AR DS i@ B . M3 T pET23b-CRD FAI RN, Ky SL56 Ak B K B BL21
i1, AT hCLEC-2-CRD-His @l &8 F IR, LR N MEEHGER kR B, BSR4 & ARG 7 aickik, 57
FmAE 18ku 247, 4%5E, KIL hCLEC-2-CRD-His Rk Taiifhd. N maiERmEtEE A, HamiAs T 6 mol/L
RN, AT, i EEORALIEN . BIEEENPUR, RERRHEPULT, PLMBELED GRS
JENT2lidk J5 ] Western blot % 7 T %556, 45 5 Won iUk BE s 7 2 M I #1) GFP-hCLEC-2 1 GFP-CRD. i@ i ¥ il 14t
e, #E— KM, 7EH PMA Al IL-4 %55 4% 40 s THP-1 /-G ad # b, N EYPE hCLEC-2 S AKFENIF, WIZ\RT
hCLEC-2 HIRIERI A% AN oAb F AR — E BRR. DRIk, BRIl 4 K E— U TF9T CLEC-2 WIZE W24 ThRe IR it

GIES

KR C RUBHERFEEN, BERUUNGE, EAUTOR, MaEN, 2rEis

FROES R392, Q7

N C R RS AR (CLEC-2) /2 A~ 32 ku 1)
I 2Ry 1, J8 TARZ M) C BB R 3
FWRY, FAAEBEIRAL . BEREAL 55 2 R4 1 22
giky b, CLEC-2 73 NN IX . 5. X
HC i Mg A XL H AR X A7 B AR ) 2 A
(carbohydrate recognition domain, CRD), 1] 5%
BCARGS S P AN 5 s ANSEE % 0E th BRUUs M
CLEC-2 fF{E 2 R8I §)AL 544, 1 NPt CLEC-2
BYYIAR S A4 TG SCIRARGEDR). - A CLEC-2 ¥ N 3 il
X U4 A A Dx-Yx-x-L %7, s —4
M IR BRI AT 10, BERR AL 5 nT OSSR AE 5 20
TW CLEC-2 &5 — /Ml A B IA AR il /i L
Il Syk ATHEAT IR 54 30 C RUBHEE R 21K,
{F G P 95 PR PRC AR G R B A, BFSUER B, CLEC-2
TR, M PBOE. B, MR, F9
e 3R T IR A AR . N CLEC-2 ] fig
A Ay LA P o LA 92 90 R 9 S A 1) 97 RS .
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#0. B4, Kanazawa Z0T97 KB, CLEC-2 nJfE
b HIV-1 B &L B 8-, 3@ F DC-SIGN L [Rl4E
FAR HE AN WA 3R HIV-1 99588, 200 3 K3 Ak
TALJORES, FFEnlReEdE HIV-1 70K 44 A\ & A
G G

CLEC-2-CRD fi 3 C s b X, ZEWME
BEHE, HPURRM BT S, SOEEZBAE bt
JR 0I5 AR B, AHT9T S TR 2 )
CLEC-2-CRD-His fill & 1 5% Rk KRG R E M4
BARHEAT 43 8 L Al R g 0o 59, ) 46 RN 44k
CLEC-2 $iifk, A A\ CLEC-2 Btik% 5 M I REWT 5T
B BEA

1 #RFITTE

11wl

111 EZAL 51 E e Bl A T A 56 G
Taq DNA RG W H W e A A B0 Bt
IO Goh Bl ETE | = 5y R G R,
BHEIY) . BEN . FNEGAR -B-D- F-FLR T
(IPTG)¥J 2k Sigma 22 7] ;= §hs T4 DNA & #£i
EcoR T 1 Xho T W V) H New England Biolabs
vAl; Ni-NTA 8 R4 24 8 k6 K (6 His) 45 644 i
4 GE Healthcare 28 5] 77 fifr; BRAR IS S AL BE(HRP)
B FE PR Pt T Santa Cruz Biotechnology
/N 7); Protein Marker W) H Fermentas 2\ 7] ; PVDF
55 B Roche 2wl ; Lipofectamine 2000 4 H
Invitrogen /A w5 350 A4k 2% K (ECL) R 518
HRIRAT XU ARTE AR s WAL
BARGM H Zeiss ~w]; HARRNI A3k L 5y ek
[ ™= 23 B 4.

112 #AA5# Kk, pEF6-CLEC-2 1 HAS Yamanashi
P=RER % Yukio Ozaki U215 FRIAH4K pET-23b
3T Stratagene 3 7.

113 SEREhW). AEHENE B 22 K H A 2.8 ke,
2 5, g A E RSB S s .

114 SEXARAS. g R 1 A AR AR 1
53 HOR2E I v L= e B

1.2 A%

121 HE By 85404k, L& H AN CLEC-2
4 K4 fith X ) pEF6-CLEC-2 &40 Tk Ry ik, -
CLEC-2 B:H v Bt 73 51N EcoR T AT Xho 1
B DAL 5, IE M 514 5 GGGAATTCATGAG-
CCCCTGTGACAC, KIn5|4¥Hk 5" AGCTCGAGA-
GGTAGTTGGTCCACCTTG. # Hi4ft: 94°C 4y

PE 5 min, 94C A1 30, 52CiEk 30s, 72T i
fif130s, 3L 35 M, )5 72°C A 10 min.
PCR 7“2 2% B NG B 8 I Wk S8, 19 21 79 40
407 bp 111 T EX.
122 EARIEEAEMME. K251 PCR ¥
4= A1 pET-23b KL HAAH EcoR T F1 Xho T X
BEL), H 9 BeF B IR RE e re vk VIR Rl i, 7
T4 DNA M /EH 6 5 19 7 Bedfi N pET-23b
Bk, EAE W AR KA BL21, R BH
oRESATIEY) S, FEE— 2P Invitrogen 2 ]
J- %58 IF 5245 51 pET23b-CLEC-2-CRD H4 Tk
1.2.3  E41%E 1 CRD-His (15 S 315 DL %58 .

¥4k pET23b-CLEC-2-CRD 41 Jii ki 55 ik
E. coli. BL21, FRHUFRFEEAN T 5 ml LB F57Rdk
(SR NHHE 50 mg/L)F, 37C 200 r/min [ 51
IR, 4% 1%[1) EL BB T 100 ml LB 5 5%
FH(AmpH)H, T 37C 200 t/min $E K59 2~3 h,
2 Aso A 0.8 B, AN LK EE K 0.2 mmol/L (1)
IPTG 30°C 573815 4 h, WEE A,

S 1 ml IPTG ¥ SR, 8 000 r/min 2
£ 1 min, 3¢ BVE, WARYEAT 15% SDS-PAGE J&5
HEAT 2% W 72 1 G {4 (Coomassie brilliant blue); )
1 ml IPTG 5% )5 B, BL 8 000 r/min 5L
1 min, % b3%, $UEH 1 ml % 1% Triton X-100,
1 mmol/L aprotinin, 10 mg/L leupeptin 1 1 mmol/L
PMSF Tii#21#) PBS H &, A& 10s, 5~10 k.
SRJ5G 4°C, 12000 r/min 250 10 min, FiEHE NS
— EP &, PUiEH PBS HE, 0 HIEGE LiE A
UUVERVF WA 15% SDS-PAGE J& #E4T % 5 2 5
Bett, HPTEARANRIEE M &
124 HAHEHAZAMN. FIKAE 4T, 5000 r/min
B0 10 min, WCEE W, FF W, VA 1 ml
IxPBS(# 1% Triton X-100, 1 mmol/L aprotinin,
10 mg/L leupeptin F1 1 mmol/L PMSF) & &, ZEIKI
ZAF B, DOTE xR R AR R R
(Tris 10 mmol/L pH 8.0, EDTA 0.2 mmol/L, NaCl
20 mmol/L, AT 6 mol/L, PMSF 1 mmol/L),
DR, N 100 wl PR A 25 A 28 v Tk it
) Ni-NTA SEFIAESH, 4°C % 4h, 8000 r/min 25
AL 1 min Ji7, Ni-NTA SR B 45 A 2 vh il vk
2 i, TR AT BE 2% v (20 mmol/L NayPO,,
500 mmol/L NaCl, 500 mmol/L BXM:, 6 mol/L £hFg
IO BEME CLEC-2-CRD #5 [1, fEUK F R &
WEBMOKEZEH S, SO0l EHE, 15%
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SDS-PAGE, 2% Dy e Ju(f, 2 h J I €y Mot (5,
Ik S ie i)

1.25 ZwlEhiiAmfl& Sk, KaiiarnEa
EAS BTG eERRAIE, ERh R, W
FTT 05 3 IR P T 2= K H A, 0 il 5
#07129. #07130. Hnukfe sz fmWe g, —70C fr
7. ARIELE 56°C, 30 min K3 AMAJS, B 500
MIE I Ni-NTA W fEHT, i diis i/ e
TF-20C.

1.2.6  Western blot %3¢ HTUH447 7 k. K pEGFP-N3.,
pEGFP-N3-CLEC-2. pEGFP-N3-CLEC-2-CRD ZF#;
A 8% 21 5k Lipofectamine 2000 # 4 A\ fif 5
T 20 /0 293T 48 h Ja W &£ 40 i, HI 1xSDS £ i
(40 mmol/L Tris pH 7.4, 150 mmol/L NaCl, 1 mmol/L
EDTA, 1% SDS, 1 mmol/L aprotinin, 10 mg/L
leupeptin A1 1 mmol/L PMSF) %4 i 41l Afg 42 HX 41 A i
B, AW S min, B0 EER, KLY
50 wg & [17iE1T SDS-PAGE Ji, H¥## % PVDF
JEEF, S 5% i lg 2495 PBST £ 01 2 h, 430 H]
GFP 5o B Tk fl2lifh J5 1) anti-CRD g —4i
(1:1000)=ik0FE 2h, 45 H HRP Fxid (IEHT
BUFEHTRN — 9T 2 000) =¥ A 1h, ECL &
AT B 1 ST D A

1.27 AR Gt e PuiRR el A
10% 4 7K L5 FR [ s (1) £5 A ¥ AR i 3 98 () JH- 2 21,
LK B AT ARSAEE D), W R
I, KEEapERiEE, YA 0.3% HO,-
W, 37°C, 30min, VI E/KYE. 2K
FHHH PBS Ut 5 minx3 ¢k, HIIE® ILAE1MLE( @ 20)
H P 30 min, 4R )5 0\ CLEC-2 $UifiiF (1 : 400)
T 4CmE LR, PBS UG AL R
(1:200), Z¥FH 1 h, PBS EPE/E A PAP X
FI(1: 200), FEiWEEE 1h, PBS E¥L)5 I DAB
WO, R 7 min, BHECEENK. ZHIRE Y]
S B A R A T O 9 i L v AR —
P, AP IRAH .

1.2.8 THP-1 F301k. H 10 ng/L LR A E5E i
PR (PMA) IO 100995 54 A% 40 g 2 THP-1 48 i
72h, BUESCHT 10 pg/L PMA Hl ¥4 THP-1 41 fiid 24 h
Jis YU 25 pg/L IL-4 il 48 h, 55 THP-1 )&
AT B oy AU, RS RS R N,
MR I 1xSDS _EAEZE M, & 5 min,
B0 A B IS T SDS-PAGE J5 i # 45 PVDF
JEEE, B % 1R e I D — Bl ¢ 1.000),

F HRP bR 2EH %R —Ft( & 2 000), 3% FikJy
VAT S BTN A

2 & R

2.1 EARIEFHK pET23b-CLEC-2-CRD R E
5%%F
PL % AN CLEC-2 4 &K cDNA ¥ & 41 Jit fi
pEF6-CLEC-2 A Bt 4T PCR, /"% 10 g/L B
BRI HLYK, (EZ) 400 bp AL AT WLRE SRS 44 5
B 1), ool KNS BT R AR

M 1

bp

3000

1000

500

400 +—407 bp

Fig. 1 Agarose gel electrophoretic of PCR product
of CLEC-2-CRD gene
M: DNA marker; 7: PCR product of CLEC-2-CRD.

PCR =% J 84K pET23b 4 EcoR T F1 Xho 1
MUY, il )5 3 e AT 1 4, e A R A R
BL21 #ATH: 7%, HRHUHPE R, NEY IS fhe
JRL, 2 EcoR 1 M Xho I XUV, £ 10 g/L Bifli
B 58 2 LUK 43 AT, A 30 5 90U R A — B0 B B
(Kl 2b). BHPEEELLT0RL K DNA U745 15 P e
lsea—8. ik, ORIh i 41 R IA Ak
pET23b-CLEC-2-CRD.

2.2 CRD-His fi&EBMEZFTIERLA L

FH A 3 % Th i) pET23b-CLEC-2-CRD JFki#4 4k,
E. coli BL21 /&2 541y, LA pET23b Jio ki i A6 14
fEXTIE, £ IPTG 37CIESRIE 4h 5, AWM
BB HP ] DU I 3 2y - BT A 18 ku A A I
CRD-His & [, 7347 & #4088 75 2408 5 1) s it
UE, KIL CRD-His fil & 8 11 3 2 LA AR B A A7
ETUET, BB HEAREWE 3). EL
BRAADTIE, 6 mol/L & R JITC F 6 30 14 24 ik i
fit, CRD-His £ IR /-3 TR AR .
ARSI E NiI-NTA SERE AL, SRS flE
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(a) Bgl 1l T7 promoter Xbal rbs
AGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGAGACCACAACGGTTTCCCTCTAGAAAT AATTTTGTTTAACTTTAAGAAGGAGA
Hinc Il Eag |
Nde 1 Nhe | T7-Tag PET-23bg,H [FeoR I Sac 1 Sall Hindll _Neil1  Xhol His* Tag

TATACATATGGCTAGCATGACTGGTGGACAGCAAATGGGTCGGGATCCGAAT TCGAGCTCCGTCGACAAGCTTGCGGCCGCACTCGAGCACCACCACCACCACCACTGA
MetAlaSerMetThrGlyGly GInGInMetGlyArgAspProAsnSerSerSerValAspLysLeuAlaAlaAlalLeuGluHisHisHisHisHisHisEnd

Bpul102 | T7 terminator
GATCCGGCTGCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGGTTTITTTG
pET-23b-d(+) cloning/expression region

(b) Xho (11657 )

o Iﬂ$] 6
Hind i

2
L(72)

i

Sty 1(56)

NgoAIV (3 525)
Drd1 (3 429)
Dralll (3 424)

fl origin(3 200~ 3 655)

EcodTIl (642)

BsaH 1 (2 818)
Seal (2761) PET-23b(+)

(3 665 bp)

CRD
L12AR

Poul (2651)

Ap(2211~3 068)

PstT (2526) 1159)

ori(1 450)

Bgl 1 (2401)

AT (1 388)

Ahd 1 (2281) BspLUI1T (1388)

ANT (1804)

Fig. 2 Schematic diagram of the ORF cloned in pET23b expression vector and restricition enzyme digestion analysis
(a) Cloning sites of pET23b (+). (b) Map of pET23b (+) cloning region. (c) Restriction mapping of recombinant vector pET23b-CLEC-2-CRD.
pET23b-L12AR was used as a positive control. /: Marker; 2: pET23b-L12AR; 3: pET23b-CRD.

ku MrabPfE, f98124E A0, BAR—MHMEAS%
‘;g i (18 4b), 54 CRD-His M HS 2> 7 k. B0
45 C&4ifb 33 T CRD-His &8, HaiE KT
35 . 95%, LIt KL, BSA LUK S A KR
25— BGOEEE, AfiTh CRD #EERZ0 1 g/L(K 42), &
1t - ‘ i g~ B LRI B
2.3 ZRERABFHI &G
E. coli lysates Sonication PR B VY 22 K B A 4 il g 5 O #07129.

#07130, MILIMIESHCH 500 wl K Ni-NTA #fi7

Fig. 3 Expression of CLEC-2-CRD in E. coli BL21 e AN 4 AL e e
SDS-PAGE analysis of CRD-His fusion protein expressed in E. coli {%EEX*E% 7 CLEC-2-CRD-His mﬁ;ﬁ*ﬂéﬂ%{k‘ éﬂ%{k‘
BL21. ]: Protein marker; 2: Total bacteria proteins into which pET23b }E E(J ﬁ'fl}i%ﬁ Western blot ET%}% HRP- iﬁ%:ﬁ

vector was transformed after IPTG induction; 3: Total bacteria proteins % ECL ﬁ\{m(@ 5) %/]\b‘—[‘m”%a i@ﬁﬁ?j’ﬂ ﬁé Bﬁ E(J$
into which pET23b-CLEC-2-CRD recombinant vector was transformed

after IPTG induction; 4: Supernatant proteins after sonication of %T{%’ ﬂﬂa %i}ﬁ éj? Western blot. {ﬁiiﬁéﬂiﬂ@jﬁ %Dﬁe,
4h induced BL21 of transformed with pET23b-CLEC-2-CRD; PRI

5: Debris afer sonication of 4 h induced BL21 of transformed with

pET23b-CLEC-2-CRD.
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Fig. 4 Purification and quantification of
CLEC-2-CRD recombinant protein
(a) Quantification analysis of 2, 4, 12, 24 ng BSA; (b) SDS-PAGE
analysis of purified CRD-His using BSA as control.

1 2 3

-8

Fig. 5 Western Blot analysis of purified
anti-CLEC-2-CRD polyclonal antibody
I: Anti-CLEC-2-CRD serum of #07129; 2: Anti-CLEC-2-CRD serum
of #07130; 3: IgG heavy chain of 1 g rabbit as a control.

2.4 % 5BEHAAY Western blot £ &

¥ pEGFP-N3. pEGFP-N3-CLEC-2. pEGFP-
N3-CLEC-2-CRD 7% 4 4 5 8 41 5 fir % 4% 293T 4
Jl 48 h 5 ] 1xSDS S fif i 24 i 41 Mo 4 HY 85 (1
gy 44k i) CLEC-2 $iLf& Fdt -GFP 1E A —¥i,
4% I H HRP- £ 4% . HRP- £ RAE D — i, &
M CLEC-2 ik, FH4li{k[) CLEC-2 Huii F s Bl
1E, B] DL B b W %2 2 54 ku ¥ GFP-CLEC-2 il
45 ku ff] GFP-CLEC-2-CRD 45, 25 44 Y ) 1
FEAA I 24545 (B 6).

Anti-GFP

Anti-CRD

GFP-CLEC-2

. S GFP-CRD

GFP

Fig. 6 Identification of anti-CRD antibody with
ectopic expressed GFP-hCLEC-2 and GFP-CRD
About 2 pg pEGFP-N3, pEGFP-N3-CLEC-2, pEGFP-N3-CLEC-2-CRD
plasmids were transfected into 293T cells for about 48 h. Whole cellular
proteins were extracted as described aboved. Immunoblotting was
performed using purified anti-CRD polyclonal antibody(1 : 1 000 dilution)
or mouse monoclonal anti-GFP antibody (1 : 1 000) respectively.

25 ZREMFHMRRERUFELE

F S 21 234k 24 11 )7 1A 01 hCLEC-2 Bk
PR AREIR: NIRRT R ) 55 4
2, hCLEC-2 £ [ 3= 2255 A T 4 A ) 40 fa fise
Jo A M3 b, AR A% R A A% b b R R
(Kl 7b, d); frifg gk 4128, hCLEC-25 1
TE I S7 P 7 40 R | 52 5 BH P R IR () 76, ). I
BT B A TG Wos (B 7 a, ¢, e, ).

Pre-immune serum

Fig. 7 Immunohistochemical detection of hCLEC-2
in human liver tissues
(a ~d) Normal liver tissue. (e ~h) Hepatic cavernous hemangioma.
(a, ¢, e, g) Tissue was stained with pre-immune serum (x20, x40).

(b, d, f, h) Tissue was stained with anti-hCLEC-2 antibody (x20, x40).

2.6 MiEE hCLEC-2 7 THP-1 ES o L id iz
BFIET L

THP-1 41 il BiF A K B 1x10° A /ml B, H
PMA 5 PMA 1 IL-4 AbFE, cAR 20 B4 H A i s
M1, H _Eidgith FipuikiifT Western blot £ (K] 8)
WP CLEC-2 IR IE 4. 45 R 8o aifh )

THP-1

- PMA PMA+IL-4

AI-CRD D - -

Anti-GAPDH D 37«

Fig. 8 PMA and IL-4 treatments induce downregulation
of hCLEC-2 in THP-1 cells
Western blot analysis of endogenous CLEC-2 expression in THP-1 cells.

~32ku
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PU -CRD TR fig 85 A5 0 H 37 W11 32 ku 19 H 946
W, FARASFE THP-1 4 U LL, £ PMA ¥
PMA HlIL-4 43 5, CLEC-2 7 THP-1 4il i %
KL

3 it it

A CLEC-2 J:[XF 2000 4F 1 Colonna %5 A A
AN M40 i cDNA FofEf33]2, A CLEC-2/& 32 ku
() 1 BB 2 AR 0 1, B A BRI C BUBREER AT
ghikal, W IR S X AR IE, MR RS
D-x-Y-x-x-L 37, Ref it )7 7E AT 3 40 o Y
fF9t6'59. W THkD 5 Ca 45 & IR IF I,
hCLEC-2 J& TE& i) C AU kk4E 524K, CLEC-2
T ERIAAERT M5 N B A IS P R i if )
B LA P DA R ATt St 4 B Fr 2 1 > 12,

BT W 9T & W, CLEC-2 fE % 45 & 3
HEK293T. Susa. HT1080. U20S %% Ji a7 41 ity 2
I, PRSI, MIE e 4i i ) &
TR A A 110 225 ) 5 e g B % g 0B 3 922 J5
i, ANITERE T I 40 f () e A5 09, i ik S 9 it
VERER it — 2P TR B, CLEC-2 fgtg 4G
Ji 923 41 i 3% 1H1 2% 11 Podoplanin. Podoplanin 1 A
CLEC-2 MW I PERL AR, 81 A0 ifi /N A 3R T 52 1
CLEC-2 &AL I /MR, S 3ul /M 4R . itk
Ah, I /N T ) CLEC-2 it fE % 5 DC-SIGN 1
A F HIV-1 &G i /i, AT 2 30 HIV-1 26 Jkk
Ho g5 Lk,

A0 Tk DR TR A S A R 1 DAL ) R
AR, RJERAEE R AR AT AR
ik, AR HATSRARALA B ROk W e, AR
SCIE L R R A pET23b IR, i A
CLEC-2 a4 Bt CRD & A 1) Ji A% ik kL, 4k
P Z K BL21 J&, £ IPTG %55, SDS-PAGE 3k
327 18 ku K/MIERIE ST (K 3). 7346, pET23b
FARREE RIE 6 A His ZIERAL K IR, fe58
158 1 B T 21 R0 J2 AT R0 02 A 48 R Pk VA a4k 0k
wHA.

PR 8 R A B 8 1 B 24k A2 15
55y, 1 BAEHISBUARRAT R s ) e S k. AsE
56 R M TR ) S A ali Ak 7y T 43 28 e A0 1)
e VEPUAE, ¥ U5 CLEC-2-CRD 45 & T4 55 M
giAbFE -, SR Protein G 25 A4l Ak v M A f 2 I
H RS CLEC-2 fiufk.  4lifh 5 ik T4 4k
P51 & 1 GFP-hCLEC-2 fil GFP-CRD 1Rk, i

H GFP R mtEPuiA/E AR R, FRATTR I, Ht -CRD
FUAAK BE T T K 0 HY hCLEC-2 F1 CRD 3 |3 4% #fy
(K 6), FMWZPUIAfE 5 hCLEC-2-CRD £ ¥4 45 4
LA

IS BT TS TR SRAS I 1 55 JH I 2H 2R\
JFIF 4R L 9% Fh CLEC-2 R A RIE, FpEd1gt
fh2p et 4 B R, CLEC-2 & 2615 T I 40 o 0
B If.5E N 2 gl i, 3X R Pohlmann Z5HF 57 11 45 S
—5. SIAMB L T IRATH % hCLEC-2 HiLiAs
X AE N FH T Western blot 43 #7, 1fi H.GERN FH T %
PG AT, 22 v B AR 1) B Dy i) 4 A RIE 9T
hCLEC-2 AW 2# D Re B8 5E T B&Ail,  JF b idad i
Ahuii 0% hCLEC-2 FEAF 70 1 Ui i 2% 241k 7 4 F)
1T H.

VTSR], THP-1 SR 1 0% 40 i 52 2
AIF 5T B A% /15 0 23 A ) B TR 4 i A 2
THP-1 2RI HAZAIM, B TFRZARR, &FE
K. PMA AbFERERISH] THP-1 4K, 35 H i ELg
FEA Mo A, JF I ARE A K0S, Ze i IERb 1T 1L-4
R IL B SR AN 1k, IR A PR i
AR 0 FRATCEE T X B A T AL S 1Y
THP-1 401, HRILRARREAT R Ik, FERSEaT
RAFHIPT -CRD LA IEAT Western blot K. &f R
Eor, WEYE hCLEC-2 44 ik F-Bfi %5 THP-1
Ir] I 4 JHLRTARS SR 40 i 23 A T B S R AL % R
WIPHE /R T hCLEC-2 [f13 1A R BAZ 41 i 1 70 10 AT
E—EMIER. EfFekm TAES, AR LI A5
fith, YRS hCLEC-2 78 5 A% 40 il 1) oAk ik 7 v
R 2R, DR ILAH G AR 24 T e,

2 % x M
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Purification of hCLEC-2 Recombinant Protein in Engineering Bacteria
and Preparation and Identification of Its Antibody
LI Yin-Tao", WU Wei-Bin*>¥, HONG Yi?, WANG Wen-Zhong?,
YANG Jun-Wu?, XIE Jian-Hui?, WU Xing-Zhong"”
("Department of Biochemistry,Shanghai Medical College, Fudan University, Shanghai 200032, China;
YGene Research Center, Medical Center of Fudan University, Shanghai 200032 ,China;
Y Institute of Biomedical Sciences of Fudan University, Shanghai 200032 , China)
Abstract hCLEC-2 (human C-type lectin-like receptor-2) is a novel identified type Il transmembrane receptor

protein. It is found to be closely associated with virus infection, platelet aggregation, tumor metastasis and signal
transduction. To study the biological function of hCLEC-2 and signaling pathways it is involved in, a specific
antibody against the extracellular domain of hCLEC-2 was prepared. Then, a pET23b-CRD recombinant plasmid
was constructed and transformed into BL21 for protein expression. After the induction with IPTG,
hCLEC-2-CRD-His was found to be expressed in the inclusion body. The fusion protein in inclusion body was
dissolved in 6 mol/L guanidine hydrochloride, purified using Ni-agarose, refolded and dialyzed against PBS. The
purified hCLEC-2-CRD-His was used as an antigen to prepare polyclonal antiserum in rabbits, which was
subjected to affinity purification with Protein G Sepharose. The specificity of anti-CRD antibody was identified by
Western blot analysis of the ectopic expressed GFP-hCLEC-2 and GFP-CRD in comparison with that of GFP
antibody. By using this specific antibody, the endogenous hCLEC-2 was revealed to be down-regulated in human
monocyte THP-1 cells treated with PMA and IL-4. This preliminary result suggests a correlation between the
expression of hCLEC-2 and the differentiation of monocyte. Collectively, the studies here provide a favorable tool
for further investigation of hCLEC-2 associated biological functions.
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