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Please use only the valid version of the package insert provided with the kit.

INTENDED USE

Competitive immunoenzymatic colorimetric method for determination of Total Estriol concentration in human
serum or plasma.

PRINCIPLE

Total Estriol (antigen) in the sample competes with horseradish-peroxidase Estriol (enzyme-labelled-antigen) for
binding onto the limited number of anti Estriol (antibody) sites on the microplates (solid phase).

After incubation, the bound/total separation is performed by a simple solid-phase washing,

The enzyme substrate (H,0,) and the TMB-Sustrate (TMB) are added. After an appropriate time has elapsed for
maximum colour development, the enzyme reaction is stopped and the absorbances are determined.

Total Estriol concentration in the sample is calculated based on a series of standard.

The colour intensity is inversely proportional to the Total Estriol concentration in the sample.

REAGENT, MATERIAL AND INSTRUMENTATION

Reagent and material supplied in the kit
1. Total Estriol Standards S1 — S4, 4x (1 vial=1mL)

2. Incubation Buffer (1 bottle) 30 mL
Phosphate buffer 50 mM pH 7.5; BSA 1 g/L, stabiliser

3. Enzyme Conjugate (1 bottle) 0.4 mL
Estriol-HRP conjugate

4. Coated Microplate (1 microplate breakable)
Anti-Estriol IgG adsorbed on microplate

5. TMB Substrate Solution (1 bottle) 12 mL
H,0,.TMB 0.26 g/L, (avoid any skin contact)

6. Stop Solution (1 bottle) 12 mL
Sulphuric acid 0.15 mol/L, (avoid any skin contact)

Reagents necessary not supplied
Distilled water.

Auxiliary materials and instrumentation
Automatic dispenser.
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Microplates reader

Note

Store all reagents between +2°C — 8°C in the dark.

Open the bag of the Coated Microplate only when it is at room temperature and close immediately after use.
Do not remove the adhesive sheet from the unused strips.

PRECAUTIONS

— The reagent contain Proclin 300 as preservative.

— Avoid the exposure of reagent TMB/H,0, to directed sunlight, metals or oxidants.

— Maximum precision is required for reconstitution and dispensation of the reagents.

— Do not use different lots of reagents.

— Do not use heavily hemolized samples.

— This method allows the determination of Total Estriol from 2 ng/mL to 200.0 ng/mL.

— The clinical significance of Estriol determination can be invalidated if the donor was treated with natural or
syntetic steroids.

PROCEDURE

Preparation of the Standard (S1,5,,53,54)

Before use, mix for 2 min. with rotating mixer.
The standards have the following concentration of Estriol:
S1 Sz S3 S4
ng/mL 2.0 20.0 80.0 200.0
Stable until the expiration date of the kit
Once open stable for six months at +4°C.

Preparation of diluted Conjugate

Prepare immediately before use.
Add 10 pL Conjugate (reagent 3) to 2.0 mL of Incubation Buffer (reagent 2).
Mix gently for 5 minutes, with rotating mixer. Stable for 3 hours at room temperature (22°C - 28°C).

Preparation of Sample

The determination of Total Estriol should be performed in human serum or plasma
Store samples at -20°C if the determination is not performed on the same day of sample collection.
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Procedure

As it is necessary to perform the determination in duplicate, prepare two wells for each of the four points of the
standard curve (S;-S,), two for B, and for each sample, one for Blank.

Pipette:

By Standard Sample Blank
Incubation Buffer 20 uL - - -
Sample - - 20 uL -
Standards S; -S4 --- 20 uL --- -—-
Diluted Conjugate 200 pLL 200 pLL 200 pLL -

Incubate at 37°C for 1 hour
Remove the contents from each well; wash the wells with 300 pL of distilled water. Repeat the washing
procedure again for a total of two washing steps by draining the water completely.

Pipette:

B, Standard Sample Blank
TMB Substrate 100 puL 100 pL 100 puL 100 pL

Incubate at 22°C -28°C for 15 minutes in the dark.

Pipette:

B, Standard Sample Blank
Stop solution 100 pL 100 uL 100 pL 100 uL

Read the absorbance (E) at 450 nm against Blank.

RESULTS

Mean Absorbance
Calculate the mean of the absorbance (Em) for each point of the standard curve and of each sample

Standard Curve

Plot the values of absorbance of the standards against concentration. Draw the best-fit curve through the plotted
points (e.g: Four Parameter Logistic).

Calculation of Results

Interpolate the values of the samples on the standard curve to obtain the corresponding values of the concentrations
expressed in ng/mL.

DRG International Inc., USA  Fax: (908) 233 0758 e-mail: corp@drg-international.com




DRE
(€

DRG?"® Total Estriol (EIA-3717)

Revised 29 Sept. 2010 rm (Vers. 3.1)

BIBLIOGRAPHY

Fischer-Rasmussen, W., et al Acta Obstet Gynecol. Scand. 60-417 - 420 (1981)
Truran, P.L., et al Clin. Chem. 28/12, 2393 (1982)

Vining, R. F., et al J. Clin. Endoc. Metab. 56, 454 (1983)

Bagger, P.V, et al Acta Obstet Gynecol Scand 60, 187 (1981)

Osterman, T.M, et al Clin. Chem. 25(5) 716 (1979)

Wisdom, G.B. Clin. Chem. 22 (8) 1243-1255 (1976)

DRG International Inc., USA  Fax: (908) 233 0758 e-mail: corp@drg-international.com

USA:

RUO




