C-19

Establishment of serum Heparanase concentration measurement method
and its application to gynecologic cancer treatment

(AOKI YOICHI)

Heparanase ELISA

HPR1 ELISA

HPR 1
10 1,000nmol/I HPR1 ELISA

HPR1 ELISA

HPR1 ELISA

HPR1 1 100nmol/1
ELISA HPR1

HPR1 ELISA

To establish a measurement method of serum heparanase titer, we constructed
ELISA system using antiHPR1 antibody, synthesized peptide for heparanase, and biotin-labeled peptide.
The ELISA for heparanase measurement worked well in the reaction of the antibody and the synthesized
peptide between concentrations of 10 to 1,000 nmol/l of HPR1 peptide. The ELISA also worked well in
the measurement of serum heparanase between concentrations of 1 to 100nmol/l of HPR1 peptide. We
tried to measure the 22 serum samples from patients with cervical cancer, endometrial cancer and
ovarian cancer, and were able to get appropriate titers of heparanase concentration in each sample. These
data indicate that our ELISA system for the measurement of serum heparanase titer is applicable for a

clinical setting.
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1. ELISA
Heparanase (Anti HPR1) 3)HRP
ELISA HRP 10,20,30
Peptide Ab (7.11mg/mL) Anti HPR1, HRP
Peptide = NGSQKGEDFIQLH  HPRL1, Biotin 20

Peptide(Bio-NGSQKGEDFIQLH):Bio-HPR1,
Avidin HRP (Amersham) Av-HRP, Anti Rabbit 4)Bio- HPR
Immunoglublin Goat antibody Anti Rabbit Ig Bio-HPR1 1, 2.5, 10ng/ml

Microplate (NUNC)
PBST Bio-HRP1 2.5ng/ml

HPRL 20u L Bio-HPRL
50p L Anti HPR1 50p L




5)Anti HPR
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No. 9003 , 9005 , 9019 ,
No. A, B
1) 5 3, 10,
30nmol/L HPR1 peptide
9003 9005 9019 A B
3 89.3% | 1172% | 102.7% | 86.3% | 112.0%
10 98.1% | 1255% | 107.4% | 93.9% | 11264
30 97.1% | 1250% | 109.0% | 935% | 110.3%
94.8% | 1225% | 106.3% | 91.2% | 111.6%
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2)

A B [
1 3.29 11.82 95.63
2 3.08 9.32 96.66
3 3.79 12.79 91.69
4 3.66 11.91 93.62
5 4.34 1027 | 108.11
AVG 3.63 11.22 97.14
S.D. 0.49 1.40 6.42
CV4% | 1341% | 1245% | 6.61%
3) 3, 10 , 30nmol/L
6.61 13.41%
1)HPR1
ELISA
2)HPR1 1 100nmol/1
3) ELISA
4)HPR1
V. ELISA
HRP1
ELISA
HPR1
ELISA
22
22
(nmol/L)
0OD450 HPR 1 (nmol/L)
Sample 1 2 1 2 AVG
1 1.146 1.152 1.63 1.57 1.60
2 1161 | 1158 | 149 | 152 [ 1.51
3 1144 | 1114 | 165 | 197 [ 1.81
4 1101 | 1078 | 212 | 240 [ 2.26
5 1.150 1.156 1.59 1.54 1.57
6 1163 | 1174 | 147 | 137 [ 1.42
7 1079 | 1064 | 239 | 258 [ 2.49
8 1107 | 1003 | 205 | 222 [ 214
9 1163 | 1146 | 147 | 163 [ 1.55
10 1053 | 1042 | 272 | 287 [ 2.80
11 1.118 1.155 1.93 155 1.74
12 1.139 1.101 1.71 212 1.92
13 1126 | 1133 | 184 | 177 [ 1.81
14 1142 | 1165 | 167 | 145 [ 1.56
15 1096 | 1039 | 218 | 292 [ 2,65
16 1036 | 1069 | 296 | 251 [ 2.74
17 093 | 0988 | 462 | 369 | 4.16
18 1.145 1.188 1.64 124 1.44
19 1151 1.174 1.58 1.37 1.48
20 1151 | 1070 | 158 | 250 [ 2.04
2 1120 | 1076 [ 1901 [ 242 [ 2.7
22 1158 | 1063 | 152 | 259 [ 2.06

22

22
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