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Chart 1
ELISA Procedure for 17 X ~Hydroxyprogesterone (17-0OHP)

Direct Method Extraction Method
1. Dried Blood Disc (3 nm1¢) one Disc one or two
(Standard or Sample Disc) Saline , 500 Pl' R.T, 2 hrs
2. Assay Buffer (PBS-T) 100 pl, [Ethylether, 1 ml, Mix, 2 min.

Centrifuge, iOOO g, 5 min.

3. Anti~17-OHP-4~-CET Serum (x 50000) 50 Pl Ether layer
+

4. 17-OHP-4-CMT-HRP (x 3000) 50 Pl Evaporate
Assay bufferl 100 or 200 Pl
80 or 100 Pl

. Immune Reaction, 4°C, Overnight

5
6. Washing with PBS-T 3 x 300 Pl L
7. Dry by Tapping on Paper Towel
8. ABTS - H,0, (2.5 mM-10 mM) 200 p1
9. Stand at Room Temperature (2=hrs)
10. NaN4(0.1 $)solution 50 pl

11. Colorimetry (Titertek, Uniskan)
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Fig.l Histgrams of 17-OHP Preliminary Screening
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Fig.2 Correlation between ELISA (Y) and EIA (X)

using Dried Blood Spots
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Table 1 Specificities of Various Antibodies against 17-OHP

-EE::::::T_antibodY 3-CMO(15) 4-CET(10) 4-CET(10) 11-HS(1l) 7-Miles
steroid“’@ 3-CMO(3)  4-CMT(3)  3-CMO(3)  3-CMO(3) 3-CMO(3)
17-OH-Progesterone 100.0 100.0 100.0 100.0 100.0
17-OH-Pregnenolone 4.3 0.5 7.2 2.1 1.1
Progesterone 4.8 1.1 3.2 3.9 11.9
Pregnenolone 0.7 0.1 0.3 0.1 0.1
16-OH~Progesterone 0.1 0.1 0.8 3.2 1.8
16-0OH-Pregnenolone - 0.01 0.2 0.1 0.1
Cortisol 0.02 {0.01 0.3 1.3 0.7
2l-Deoxycortisol 2.5 <0.01 4.6 14.6 25.8
17-OH-PN-3-sulfate 10.0 5.5 49.6 52.1 19.7
Others <0.01 <08.01 £0.01 <0.01 {0.01
Affinity Constant 5.4 6.0 6.0 0.73 4.5
(x 10%)
() ; bilution , x 104
Table 2 Specificities of Various Antibody Clones against 17-OHP
—~ antibdy clone
steroid 57G6.1 138H8.1 4B2.2.1 4B2.2.3 7D7.2.3 9F8.9.1 101Bll.l
17-0OH-Progesterone 100.0 100.0 100.0 100.0 100.0 100.0 100.0
17~-OH-Pregnenolone 2.6 13.0 1.6 2.2 7.8 4.4 3.8
Progesterone 15.3 <1.5 <0.4 <0.7 1.3 <0.6 (0.8
Pregnenolone 2.3 1.5 £0.4 <0,7 <1l.3 <0.6 £0.9
l6~OH-Progesterone £ 0.5 <1l.5 0.4 <0.7 ¢1.3 £0Q.6 £0.8
16~0OH-Pregnenclone 1.0 <1l.5 <0.4 <0.7 £1.3 £0.6 {o0.8
Cortisol < 0.5 <1l.5 0.4 0.7 £1.3 £0.6 {0.8
21-Deoxycortisal 0.5 <1.5 <0.4 £0.7 (1.3 {0.6 {0.8
17-OH-PN-3-sulfate 90.9 85.0 7.5 9.6 184.6 269.6 90.0
Others <0.5 <1l.5 <0.4 £0.7 £1.3 £0.6 £0.8
Affinity Constant
3.0 1.5 >l0 210 210 >10 1.8

(x 107)
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