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BE T AP E A (TM) A 7 BT R(mAD), 454 CHO 40 i3 %)% (1) BALB/c /s BUIE e v S IR R 15 2 4L
% CHO H1 CHO-TMS 4 i 1) 4 [ 470 B 26 47 7 2 S e i 52, 15 FH 235 hTM ) CHO-TMS % B4 /N B, 40 MRk & )5
ELISA i /3 #HT hTM HI4F 52 mAb FHYE e e, I8 H AR i 5 BALB/c /N RUBZERE/K. BR/KH B mAb Z5 RZHralifh
J5, KHI ELISA. WAIMIAR . Sk etk & Western blotting Xf HBHT4F S PE % . S EoR, L3157 5 kRERTE
sobE, Hoh 2F7 A E 0 W 1gGl WAL mAb, JEAKBUARMN K 1x10°, &k 19.56 g/L. 2F7 fEAA N 5IEH AL L X X
R/, % HUVEC. CHO-TMS HHrRtk&G, F T Ui 40 M 24d R 41 F 4 F ik 105 ku A4 ARZ K. 2F7
AR BIH B Ko 200 1.22x10° mol/L.  SEIGZ5 R, @I R B EA Kk, HENH hTM RIX 0tk ez MR, shdl
#% T AT = R R S E SRR T hTM mADb, A HAOR IR R HE 2 (15 mAD Hil# 324 T il S8R T &, [N 2F7 1)
WFFT 4 5 ik —2 N 3T hTM mAb 347 hTM A2 BhBE Al R 72 W T 343 17 38 A4 BTl

KR 2, IABENUIG, AR RS, RorEsTA

ZRHEE R392.11, R67

I # I N E 2 1981 4E 1 UK Esmon I
Owen ik, JF T 1982 £F M Afili b 73 2 Jf: i 4 1)
— T L I OB £ 1, R R R AR 1 FE I R 1 A2
ez —0 ARG Y], NI 4 (human
thrombomodulin, hTM)ANH EL A 558 K 1 T4 ) RED,
AT HCRNE SN BT P G A 4 R A T,
T SR I P S 40 B 40 64 40 bl e, 55
LI A 2 PR R A R B TS BT ke,
XVFZ B S W AG T A EEE X st
hTM . 3¢ [% $T 48 (monoclonal antibody, mAb), 5
TE A RS WTM A2 D e R R 5 SCHE AT
T-B. $t hTM mAD 148 5 HoAth mAb Hl A5 L,
P T2 P i 1) hTM RAR B R IR A, 30
T TAEERCR, 250 TS BK. EH
HI A B 26 2 AN 90 hTM mADb FHIER ), (Hih
THAE BB, EEEIZ T A SR AT,
e EREE L5 T G RAH G0 73 12 Wi ik
Je. BB (cyclophosphamide, CP) & —FldE4E
SRS IR, 5 BRI A I REE B AT B 0
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11wl
RPMI1640. HAT Fl HT ik £ PE R 55 5L 4k [
GIBCO-BRL A ] /=t /MR Ig Z8 M2 e 1A 7]
R Sigma AF] T BRI A AL P EE(HRP) A id
PP IgGy IR 286 2 (FITC)Fr id I E T
i 1gG 4 75 E Immunotech 23 &) ;= s 34 1 It
JE(CP) Ay b 28 =2 ) iy oAt Rk
B E oy A et B LIRS B s R A R AR —
Bidefit; BALB/c /NEUW B FEIRF= B i 34 i
5t 0 BUE RER 41 e Ak SP2/0-AG14 F1 CHO
H Yk F VL 954 LRI 9 P 208 . CHO-TMS 41 Jifd
FESBHPEXS I mAb NH-1 ¥ i1 gtk 27 254 2 B
FEHTHRAL.
1.2 A%
1.2.1 3oy dl. ¥ 8~ 10 FA# BALB/c BT/ i
N5, A3 H: a. CP 50 mg/(kge )4
b. CP 100 mg/(kg* ¥X)%; c. CP 150 mg/(kg*X)
4; d. CP X/ Hi4l, RPLL0.85% NaCl % 1t CP;
e. BIMEXSRRAL, AT HUR R, TRA N
CP.
1.22 s, BONECZEK I CHO 41 LG
P PBS Wik 3 di, LUJGER PBS &VF, IR0 M %
JEZ 2x10'/L, X 8 Ji % rIMEPE BALB/c /N ERAT IR
Ji 55 (1 <1077 ). 1 JE AR 4 2 4 Ol 2 T
10 min, 24 h, 48 h 43/ RUR S ES AN FFI =T CP
8¢ 0.85% NaCl. 2 G EE e, S5/ RS
CHO HI CHO-TMS5 48 Jfd (1) 3[R 450 J5 2 A3 7= A i
M52, 5% 2 ¥k CHO 4 ffd 535 10 K5, HRHEHCML,
W M 3E o\ B [ 2 5 CHO 41 J Bt 5t 11 28 40
ELISA #, 37Ci&E 2 h J5 i HRP Frid 9T
Bl IgG 4642 37°CHLE 2 h, AR g 2 (0 {2t il
JE 490 nm WA 1) A {H. @k a7 ELISA U
SEIMLE T CHO BRI e 45 B ik B4
B BRI — 4/ B, HE 4 CHO-TMS 41 il
R 2 FEIUAEKORAS R4 H IMP0R hTM
1) CHO-TMS5 4 fulg i /L, 5x109 L, 3t
B3R, BRI BEE A 2 L 52 K
CHO-TMS 40 8 %% 10 K5, T U HR HE B afin (g i
[ i) Wl 5 375 o CHO-TMS HiAA%chr. £k
B /N, TS AT 3 K, PRI EE
W RRESCR Y CHO-TMS 41, LUinsmfass. 3 K

S WTERALZE /) S IR 40 A 20 B 5 H
1.2.3  ZifRhG . Rk oo, AEl G, TakE
b oA IR 4N MR A7 L TR | T VAT, Kt
P55 B4 ML 5 SP2/0 Al e B LA 10 1 1R A, %
BT AT RS, HAT 5 HT B3R 3k 5
Fge. N THREIRGRE R mAb 1JLE, P IKIE
$297; ELISA X 1597 Bag AT kel osi ik . s A
B CHO-TMS 41 Jfd (1) 58 £ 4% ELISA i i i th FH
PEVERE, FRKE O IE H R BH M SO 2 AL AT CHO 4N
M ¥ 3 & M ELISA #R 0 & B M 5o B |
CHO-TMS5*CHO A T 7 PP A2 A8 i il . R A
FRARRE 0T BH 1 A 98 40 B db AT 2 IR e AL, HL
BT v B I BUAR FHPERRIA 100%.

1.2.4 MUK Kbiikaith. F A8 an i i s i
U 25 [ R e TG LA 1) BALB/e /) iU AR K,
1x1077 2. #% M Pharmacia A &) #2451 mAb 4tk /7
%, FPLC R4t 1)t G Sepharose-4B 1251 2 HT
4l f 7K 11 mAD.

125 Puik Ig 0. W EHN S5 & mllE. %
Sigma 2> 7] /N Ig 28 R0 2 s 3R 7 46 1 IH 4
T 3ok T B G 2 XA FHOV A I O 1 2 A2 8 A L e i
I LIE W NEIK T mAb [ Tg WK, [A]459% ELISA
il 4l A 7K o mAb . FIH M750-B 25404
JECFESCE 2l K P hiR R A & &, THRA
T TS (2/L)= A 50x 1.55-A 20x0.76.

1.2.6 AR 4 Mobk s ot RSl . kg 2348 8 4 g
FE 20 00 5 SR FH K AL 25 BELIST A ) G (A4 5
H, B0IE A0 40 2 75 52 SP2/0 5570 BRI 41 it ik
B, EFRROASELE. TES. TREH
WA T VU

1.2.7  PUAREE SR, TR$vE ELISA A4l
J A I mAb 5 CHO-TM5 LUK 5 AL RS 77 (19 A
K A B2 4l i HUVEC B4 etk &6 M. Tal42e92:
ELISA #4E[RIFT. JaC40 MRS58 A PBS Y4241 i
Wl 1x109ml, A mAb T 4C % & 30 min,
H5 FITC Frid M P 1gG —PL T 4C W H
30 min Ji, ] 0.5 ml PBS BiFyCicdlfe, Mt
S Y ASCRS: UBH P 40 0 43 230 5 I SO . g
HZUE ABC V%5 mAb ISV k. B S Fp
AL ZUA D), % ABC 2y i W k4T
e, BOEHMARAREREOBA S, R, [FR
WeEE R A K CHOL CHO-TMS5 5 HUVEC 4
Mo 24 A%, HEAT 10% SDS-PAGE Jii, 44 #8 7 1



2009; 36 (4)

WEZFE: AR hIM TR E A MR T ER B ERE *443.

BN LT 4EN 5 T 5% BSA-PBS 34 2 h, )5
Mk 5 mAb. HRP Fric (FEHU I 1gG 2 R NV %
2h, SZEMYE A Western blotting %52 mAb 7l
AN AR TR hTM R b

1.2.8 fRESHENE. KLik FPLC RG4i)E 1
mAb, 10 {586 BERGRE Ja . F A B A SR AR R R 1)
HUVEC 4 M 1 72 & & ¥ ELISA B 2347 W) £z V%
ELISA, J7ERIHT. WO RE FRAR A 5 KAE 50%I0 1)
mAb W SE R AR B H 4 Ko FH mol/L 7.

2 & R

2.1 AEFIZE CPiFS/IMRI CHO HiE=% %%
(A EAl

52 WSS BALB/c /ML CHO 41l 10 K
J5 . NRHEHIM, 827 ELISA W8 & /N UG Bt
R, BB CHO 40 MY (1) S 3 1 (1 1).
CP 150 mg/(kg= ) FI &2 3 H/N R AHsET:, CP
50 mg/(kg* ) FI AL E 4 T $it CHOPLAEk, H
BANBAR, Aead /D RIRER Rz, 1
CP 100 mg/(kge® /) F A IMLE BURM BAL, 5ok
G /N R B AL B0, 1 W21 o R A PRI
T R CHO 41 i e v, A e 41 5/
B4 CHO 4l 5 CHO-TMS 41 i LA il e 2= 24k
TREMZ MVER . T FRATIESE CP 100 mg/(kge 1K)
FIHERZH /D BUHE RS 5 22 CHO-TMS 40 gt s, S8
/N CHO-TMS 4 i 36 [ T B hTM 1) e 988 i 25
A hTM mAb.

2.0 \”4\‘\

0 L I
10° 10- 107 107 10

Serum dilution

Fig. 1 Effect of different doses of CP
on immune torelance induction
eo— o: Corresponding to CP control; A—A: Corresponding to 50 mg/kg;
m—u: Corresponding to 100 mg/kg; o—o: Corresponding to negative

control.

22 ZXBAMMAREIL

Y CHO-TMS5 41 Jf 40 A4 550U 5 vy (L V75 P A4 2%
Mo 5x1075) 1) G fe /N U4 i 5 SP2/0 i % 41 i
HHATREb G, RELE 5~7 RIEWEE, B B4
WA AT A A, AR 100%. P IR [A #2
7% ELISA % i CHO-TM5* CHO- FH 11 2% A2 7 4
. R SR AT PR AR R v B AT 5% B M 2 A T
L, AT 3 IR ek S, f R 5 ARBIPE ARSI
g B BE, 4 9 4 A 1B1. 2F7. 3F6. 3A2 fll
3A6. 3 T hTM mAb fg 15 218 4 (I AR N
7 OO AT — Mtk A I SR e 2, T
S A TRENLPRIE 2228 R AN Uik 2F7 AT 3E— 20 11T
9¥, 2FT ARANELERE TR 6 A AR W BTk,
2.3 mAb — AR AYRE

¥ 2F7 ZAS M K1 9% )5 % BALB/c /R
AT IE I ES, 75257 4250 hTM mAb 1K,
5~ 10 RJGHUIEK, WK™ HA 4~6ml/ 2. JI§
JKLHE 1) G Sepharose-4B #:25 Al Z M il f5 b4 T
TR I, K B B A
19.56 g/L, mAb [FJEHE R /MR 1gG1 B, mAb
AR 11075 B KA 25 BH T 72 A0 900 2% A2 997 41 i Ak
2F7 GRS HIME A 98.
24 mAbHFRMEETE

i) $2: ELISA Fr il 25 R &L, 0.2 mg/L 1
mAb 2F7 5 k€ w61k hTM ) CHO-TMS5 41 il LA
JJEARER F: 10 HUVEC SamPBHYE N, 175 CHO
SR AS B G A B AR AR R FE AT 2 mAD 2F7
(1 wg/1x10° 41 i) 5 CHO-TM5 2 HUVEC 2455
PGS o, H A 455 %00 0 h 88.92% 5 92.13%,
X F mAb NH-1 24 81.90% 1 88.50%, 1fi 5 CHO
SRATE SN (K 2), 2F7 FLAT R (0 40 s S
ABC Rl U0 2R AR A E L LR 00 1 b A 25
RN, 1 mg/L (1) mAb 2F7 [ 5 % 00 & -1 UL 4n
WA RS X N AL, S B BRI, §
SR B L W R i S F A 2 21 2 B M I
N, AR5 &2 S P R 40 Mo 35 5 B A8 BH A R,
(Kl 3), 2F7 H AT B U 41 2155 = . Western
blotting ¥ I [FFE B 7%, 0.2 mg/L (] mAb 2F7 ] 4%
SRS CHO-TMS5 M2 HUVEC 4 it 24 i 0 5 4%
PER 2 FIREZ N 105 ku EAMEARZIK, 5
hTM i PR g i (1) 2 11 50 JRL 451 T 1R 38 FUA(E
FHFF(E 4).
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Fig. 2

Detection of hTM expression on cell membranes by flow cytometry with 2F7

(a), (b) and (c) Cells treated with mAb 2F7. (d), (e) and (f) Cells treated with mAb NH-1 as a positive control. (a) and (d) CHO cells, (b) and (e)
CHO-TMS cells, (¢) and (f) HUVECs.

Fig. 3 Detection of hTM expression in human normal tissues by immunohistochemical ABC staining with 2F7

(a) Small intestine. (b) Uterus. (c) Spleen. (d) Ovary. (e) Liver. (f) Oviduct. (g) Cholecyst. (h) Thymus. (i) Stomach. (j) Thyroid gland. (k) Lung.
(1) Bladder. Oviduct was stained weakly, and the other tissues was not stained. The original magnification was 100x.

Fig. 4 Western-blotting analysis of mAb 2F7
M: Protein marker; /: CHO; 2: CHO-TMS; 3: HUVEC.

2.5 mAb EFMNEE

N 19.56 g/L 1] mAb 10 15 86 5 #i B DL
(] 4%97: ELISA Rl &5 3 s, WG BE B A b d5e K
{E 50% N mAb 2F7 [{I# RS2 11 100 000( &l 5),
DRI IH A 39 B0 Ky~ 1.22x 107 mol/L.
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Fig. 5 Dissociation constant of mAb 2F7
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3 it it

H A mAb (194598 5 75 8 P 26 8 s IR
SNEE B AR e s, e S S sh . it
J7iE BRI Ze A, AR T — e 2 2 el 4 fifd
DRy S 2 T B A 7 V1 B D e A R A, e
PO AR TTRER. 1T BN 21 2R sl 4l i i3k
1T 9, B BT HURr e MU s 2 1) S 5 Y
e, BRI PUA K 2 2 X s S e JEU e PR i bt
. B, LAEiRi#RIiA hTM ) CHO-TMS5 41 g bk
HEAE R % 54 hTM mADb, 573 i TAERHR
KB 34, b R A2 B LA = A= i S
2T PR S MR AR BRI L T SR 4
CHO-TM5 40 Jfi Ji& ¢ 1l hTM 2> 11074, W 5 ik
AR TLPU IR 53 1 25 K R0 G 8 D 1, 3t AR e
Ih. AR AR IR gtk H R E PR DL
SERNWIRAIRAF EE DR, (R T AR REA
BERATHE S G IO N TREFE, 3 B A B 1 B 2 R0k
S (BB, R IA = WA E A i I i ol 4
(1) mAb HiA o Be AN RAREE 1, Frsk mAb IR
I3 FH DR S22 R

CP 45 MM ek mT it B8 DX il W9 b AH 3 4 2R
B3 1 mAb, ATk — SE45 ik 41 24T S AN 41 L bt
JEI M3 TR B, CP S Be Ml i 7E mAD
FERFIN, 5 TAEE P4t T — P 1 ig
12, Binf R Z i PR AT s, AR TIREF
PURM G2 ks BT LI S AR AT HTIR 59 Ha 92 J
PEBUR SR N, AR TR ORI P, b
TR TAERS. MR MEMTERE, CP Rk
TR PR FE A8 R LA A I DR AN g 5 4 4l
HPTAE H PR BT =, YA G AR
AT 51N B % RG A mmgl, i/ B
QR R MAET, FECRAEM RN, ALl
CP 50 mg/(kg* )FI AL T AN, 75 o7 %
PRS2 3 RASEAR,  CP 150 mg/(kge V%) 71541 1) 7]
B, /NRAET:, 1 CP 100 mg/(kge )7 & 41
FAT 5 U s B A S0 R ZE 4T X CHO 41 i 1) S v
P, BEHRLE S /N U CHO 41 is 5 CHO-TMS 4
W 3 [T IR A P A S e i 52 AR . DRI AT T3k
#£ CP 100 mg/(kg* {X) 7l & 41 1 4% J5 45 CHO-TM5
S, B9 B CHO-TMS 41 it 26 1 1 it
hTM [ 595 N2 K] hTM mAb.

N T D IRE I TAER, S mpuln f s =y
SEPUARIIIYES, ABFFTLL CHO 40 ik if 32 Jii 4

# /N, JKJETE 10 min, 24 h, 48 h 43 A N H
CP 100 mg/kg, it 2 5 ERES CHO 4115
CP SR A i 52 AR A ], 3 T ALK 7 11
I, PR 2 R R RS, DA sk
15 hTM [1) CHO-TMS 40 i $2 &5 F0 5 325 e s /1> Bl
PR % RGLEER H MPUE 7 1 hTM 1) e 3% Y
%o IR SR I P, e R AR e
mAb [ JL#%, AT L CHO-TMS A3 A K [ AR i
%, RAEPTAFHTESL, PR CHO 40 Mt AT B 1
X R Ak, RIS I By 2k (] 2 VL ELISA B ik
CHO-TM5* CHO- PH P 5 %, ELISA 45 R BT
CHO-TMS5 FHYE 3¢ B 34 /& CHO 41 i 1) BH 1 7 I
BAVILIRAT 5 PRBHI: A dn ok, b LBk IE
(K 2F7 RasE PRSI, RSN SE 6 A AN bR dasE
43U mAb. B 5 IRATR mAb 2F7 HE4T T b
(PRSI B R S e i 2, O FLdE— 2B I R Y FH A 5T
PO T+ E DM RIERE. mAb 2F7 BRAEHERTIN
%] HUVEC 5 CHO-TMS £IA) hTM 4b, 2N
EEA A 23 NI IS N S 40 A e B, AN 5 1
1S =g 7R S N e AT AT Y g A 1] S
A IRAT () 28 Bl Ak BT U Santa Cruz 2 & )
TM (D3)sc-13164 55 Jai Bk 44 5 FH % & K, AbD
Serotec A T ] MCA641T 5k 45538 X M,
Sigma-Aldrich 23 7] HPA002982 L5 i 45 % Fi 4] 414
AAFFREFE A X A4, 51X PR LA,
mAb 2F7 X hTM HtJslfe e . H 2F7 Mg &5
WA Ko 2490 1.22x10° mol/L, FL3EA1 /7T Daiichi
Fine Chemical Industries (Toyama, Japan) TM mAb
21-5D2, 21-4G3 F1 21-9HI121. [ B AT B U4
PE 5w SR M 0 mAb 2F7, FTLUHI T ELISA. ¥
XANMA . e 23Uk 2% GL 475 )2 Western blotting
R, XN, TR RN 5. FATAE
W5 2Rk — 2D S50 REAIF S8 hTM 4F 55 1 B bt
mAb 2F7 76 HoAh FE 26k g FAL T E AN I hTM
mAb, AT HAT— i AT

A S0 AT BRI UE T G 5 MY T 4% mAD I
FR T, 5 ILAh ke U5 R X 1) £ 11 TUAH Y. mADb )
Wil %, BATMSAER. AT H & mrE w1
hTM mAb [} 5C5E, 7T T A SO I 1R 1)
AR A, S hTMmAD M5, % ARH A AL
J7% A : a. CHO 41/fu% 1x107 #k; b. CP jl&
100 mg/(kg*¥X); c. CP % Zjifa]J&45 T CHO 41y
M 5% J5 5 10 min, 24 h, 48 h; e. [HfE 2 FEE
CHO 41l i % 3% ) % F1 CP 175 5 4 5 i 52 o 72 5
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£ e ivs S i 32 Jn 2 FREEAT R B CHO-
TMSA e, T EARHIE, AR T
PUSTEA FrZE]. ARSI e ER A& AE N T
FLAth SRR R A 1) B T mAD 4, G IR RERR
SO0 BRI IR, AR SR A R
IR E P FSE CP 5 54 25N W), CP & K
%, AVETM 2 8% 3 A5, 1 CP jlE K
KIS, DNERURZET- RIS 0. 457 CP i3k
MRt 52 F14) i A T 1) 7 R S 0 T D e o2 2 1
/N B 5 A AR 0 G T 1K) 48 h
A RSN B AR 52 R, ok R
&, TR G RO CP 53 e e i 32 4K
B R RRA T TR], - B kA 40 1
SRS NI G D RE A B S Tl R I ], AT LB
AT A I G BT 52 N TR] 5 B v G 2 NI 1A
h.

AWFFERERE b TSI AEAL R AR B hTM ()
WIE, SCORER T U B Jst ik, [l It 8 ol 17
hTM S5 e A%, daisb 1 I 1) AL, 3R
7 PO BAT e AR e B A R A S
56 Ry 1 Bt hTM mAb. X — [ 3 BF & 19 8
mAb 2F7 EATBUFIIN TGS, & TRARTST
hTM (SR RTE Y2 Sh g, Bl 1 a6 i 7B
SRAFFEIA B AR TM PRI 3200 -7l KT 32065 1A B2 48 4
DI REI S0 S S RIMLH], e e R SR Y A
PR A IR 3T 2R L (TM) 5 AR A 5 2 28 R
TR RIR AR TR T Y TAEA.
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Preparation of Anti-hTM Monoclonal Antibody by
Using hTM Expression Cell Line”

GUO Zi-Fen", HE Shu-Ya?, ZHU Bing-Yang", LI Bin-Yuan?, LIAO Duan-Fang"™
(" Institute of Pharmacy and Pharmacology, University of South China, Hengyang 421001, China;
? Department of Biochemistry, University of South China, Hengyang 421001, China)

Abstract To produce monoclonal antibody (mAb) specifically against human thrombomodulin (hTM), an
immune-tolerizing procedure was employed to generate monoclonal antibodies specific to hTM. Female BALB/c
mice were first immunized with CHO cells following at 10 min, 24 h, 48 h by intraperitoneal injection of different
doses of cyclophosphamide (CP) 2 times at an interval of 2 weeks, thereby tolerizing the mice to common epitopes
shared between CHO and CHO-TMS5 cells. Subsequently the selected mice with the lowest titer of serum
polyclonal antibody by cellular enzyme-linked immunoabsorbent assay (CELISA) were immunized with
CHO-TMS cells, which have stable high level expression of hTM, to produce antibodies specific to hTM 3 times at
an interval of 2 weeks. On the third day after the third immunization, mouse with the highest titer of serum
polyclonal antibody was sacrificed and spleen cells were harvested to prepare hybridoma cells with SP2/0 cells at
the ratio of 10 to 1. Hybridoma cells were then cultured at 96 well plates for screening with CELISA. To improve
probability to obtain specific mAb, CELISA was applied twice. The first CELISA was done with polyethylene
ELISA plate with a monolayer of CHO-TMS5 cells. The positive clones from the first screen were then selected by
reacting with similar screening ELISA plate but having CHO cells monolayer instead. Only clones that were
positive for the first screening and negative for the second screening were kept, and called as CHO-TMS5*CHO-
hybridoma cells. BALB/c mice were intraperitoneally injected with the selected hybridoma cells. Ascites were
collected and monoclonal antibodies were purified using FPLC, and its Ig class, subclass, and titer were then
determined respectively. The specificity of the yielded mAb was identified with CELISA, flow cytometry, ABC
immunohistochemistry and immunoblotting. Detection of CELISA showed that 100 mg/kg dose of CP could
tolerize the mouse to common epitopes shared between CHO and CHO-TMS cells. And CELISA also discovered
that all hybridomas positive for CHO-TMS cells were negative for CHO cells. Five lines of positive hybridoma
cells had been obtained altogether and 2F7 was selected randomly for next investigation. The Ig subclass of the
mADb 2F7 was IgG1 and the titer of ascitic mAb was 1x107. Furthermore, the content of ascitic mAb was 19.56 g/L
and chromosome numbers is 98. Flow cytometry, CELISA and Western blotting assays demonstrated that mAb 2F7
could specifically recognize hTM expressed on CHO-TMS5 and human umbilical vascular endothelial cells
(HUVEC). Meanwhile, the tissue specificity of mAb 2F7 was also identified by immunohistochemical ABC
staining. On the other hand, Western blotting assays indicated that mAb 2F7 could recognize the antigen protein
with 105 ku molecular mass under reduction condition. Moreover, the dissociation constant of mAb 2F7, 1.22x
10~ mol/L, indicated the affinity higher than some others. The results suggest that the immunotolerizing protocol
provides a convenient general method for producing antibodies specific to desired protein isoforms. mAb 2F7 can
specifically recognize the natural hTM expressed mainly on vascular endothelial cells, which will potentially useful
for investigating the functions and clinic values of hTM.
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