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AccuDiag™
DHEA-S
ELISA Kit
Cat# 2055-17
L C%See external Labe!-c/ﬂ[ W 96 Tests
Test Dehydroepiandrosterone
Sulphate DHEA-S ELISA
Method Enzyme Linked
Immunosorbent Assay
. Competitive Enzyme
Principle |
mmunoassay
Detection Range 0-03 / 10 ug/mL
Sample 30 pL serum/plasma
Total Time ~75 min.
- 12 -14 Months from the
Sl i manufacturing date
Specificity 95 %
Sensitivity 0.03 pg/ml
INTENDED USE
The Diagnostic Automation Inc. DHEA-S ELISA kit iscompetitive

immunoenzymetic colorimetric method for quantitatigetermination of DHEA-S
concentration in human serum or plasma. DHEA-Shisnded for laboratory use
only.

SUMMARY AND EXPLANATION

Dehydroepiandrosterone sulfate (DHEA-S), is a redtsteroid hormone found atop
of the kidneys in the human body. DHEA-S derivaahfrenzymatic conversion of
DHEA in adrenal and extradrenal tissues. DHEA-&l$® produced in the gonads,
adipose tissue and the brain. It is the most amtritarmone in the human body and
it is precursor of all sex steroids.

As most DHEA-S is produced by the zona reticulefithe adrenal, it is argued that
there is a role in the immune and stress resp@tsEA-S may have more biologic
roles. Its production in the brain suggests thatds has a role as a neurosteroid.
Measurement of serum DHEA-S is a useful markerdoé@al androgen synthesis.
Abnormally low levels may occur in have been reprin hypoadrenalism, while
elevated levels occur in several conditions, eigliang adrenal adenoma and
carcinoma, 21-hydroxylase ang-Bydroxysteroid dehydrogenase deficiencies and
in some cases of female hirsutism. Women with paiiic ovary syndrome tend to
have normal or mildly elevated levels of DHEAS. Aery litle DHEA-S is
produced by the gonads, measurement of DHEA-Sdevial aid in the localization
of androgen source in virilizing conditions. DHEA4Svels show no diurnal
variation.

N
TEST PRINCIPLE

Dehydroepiandrosterone Sulphate (antigen) in thgpkacompetes with horseradish

peroxidase (HRP) for binding onto the limited numbeof anti-
dehydroepiandrosterone sulphate (antibody) siteshenmicroplates (solid phase).
After incubation, the bound/free separation is qrened by a simple solid-phase
washing. Then, the enzyme HRP in the bound-fracteacts with the Substrate
(H20;) and the TMB Substrate, and develops a blue dblatr changes into yellow
when the Stop Solution is added. The color intgrisiinversely proportional to the
dehydroepiandrosterone  sulphate concentration i tsample. DHEA-S
concentration in the sample is calculated throughlibration curve.

Reagent Preparation

1. Preparation of Standard ($,S.,$,%:,S., $)
The standard has the following concentration of BHE

S S S S S S
ng/ml 0 2 8 20 80 200

Stability: until the expiration date printed on tie

The standard concentration are 50 times lower tth&nvalues reported in the
reference range because in this method the sarapdesliluted 1/ 50 while the
standards are not diluted. The concentrations teriered in the instruments for
calculations are:

S S S S S
ug/ml 0 0.1 0.4 1.0 4.0
Once open the standards are stable for six month°a.

S
10.0

2. Preparation of Serum diluent

Dilute contents of 5X Serum diluent Conc. to 10@vith distilled or deionized water
in a suitable storage container. Store at roon82G-until expiration date printed on
label.

3. Preparation of the Sample

The determination of Dehydroepiandrosterone Sugphah be performed in plasma
as well as in serum of patients who have obserastl tore the sample at -20°C if
the determination is not performed on the sameofilye sample connection.
Immediately before use, dilute each sample 1:50 whitdiluted serum Diluent (i.e.
add to 980 uL of diluted Serum Diluent 20 uL of sarple). Mix well. The Control

is ready for use.

MATERIALS AND COMPONENTS

Materials provided with the test kits
Reactive Reagents

1. DHEA-S Standardéx (1 vial =1 mL)
STDy DAS0/2055-17
STD, DAS1/2055-17
STD, DAS2/2055-17
STD; DAS3/2055-17
STDs DAS4/2055-17
STDs DAS5/2055-17

1. Serum diluent Con&X (1 bottle) 20 mL

HEPES 187 mM pH 7.5; BSA 0.5 g/L DA-D/2055-17

2. Conjugatgl bottle) 12 ml
DHEA-S-HRP conjugate

DA-C/2055-17

3. Coated Microplatél microplate breakable)
Anti-Dehydroepiandrosterone Sulphate 1gG adsorlredhicroplate

DA-P/2055-17
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4. TMB-substratg1 bottle) 15 ml
H.0, TMB 0.26 g/L
(avoid any skin contac DA-T/2055-17

5.  Stop solution(1 bottle) 15 ml
Sulphuric acid 0.15 mol/L
(avoid any skin contac DA-S/2055-17

7. DHEA-S Contro(1 bottle) 1 mL
Concentration of the Control is Lot-Specific dadndicated on the Certificate of
AnalysisREF DA-Cont/2055-17

Materials required but not provided
1. Distilled water.

2. Automatic dispenser.

3. Microplates reader

Notes
Store all reagents betweer 8C°in the dark.
Open the bag of reagent 3 (Antibody) only whers iati room temperature and
close immediately after use. Do not remove the sidbesheets on the unused
strips.

ASSAY PROCEDURE

As it is necessary to perform the determinatiomuplicate, prepare two wells for
each of the five points of the standard curveSp, two for each sample, one for
Blank.

Reagent Standard = Sample Blank
Standard §Ss 30 pL
Diluted sample/Control 30 pL
Conjugate 100 pL 100 pL

Incubate at 37°C fat hour.
Remove the contents from each well; wash the weills 300 uL of distilled
water. Repeat the washing procedure by drainingviiter completely.

TMB substrate 100 pL 100 pL 100 pL
Incubate at room temperature £28°C) for 15 minutes in the dark.
Stop solution 100 pL 100 pL 100 pL

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

S T 1

NSO

RESULTS

1. Mean Absorbance
Calculate the mean of the absorbances (Em) for paictt of the standard curvesS
S5) and of each sample.

2. Standard Curve
Plot the values of absorbance of the standardsstgaincentration.
Draw the best-fit curve through the plotted pofi@s: Four Parameter Logistic).
The concentrations to be entered in the instrunfentsalculations are:
S S S S S S
pg/ml 0 0.1 0.4 1.0 4.0 10.0

3. Calculation of Results
Interpolate the values of the samples on the stdndairve to obtain the
corresponding values of the concentrations expaesgey/mL.

REFERENCE VALUE

The serum or plasma Dehydroepiandrosterone Sulpéfgieence values are:
WOMAN pg/mL MAN pg/mL

Newborns 09- 18 09-1.8

Before puberty 0.25-1.0 0.25-1.0

Adults 0.9-3.6 09-36

After menopause <0.25-1.0

Pregnancy 0.25-1.8

QUALITY CONTROL

Each laboratory should assay controls at normajh tand low levels range of

DHEA-S for monitoring assay performance. These radtshould be treated as
unknowns and values determined in every test proeeperformed. Quality control

charts should be maintained to follow the perforogaf the supplied reagents.
Pertinent statistical methods should be employeaist®rtain trends. The individual
laboratory should set acceptable assay performémits. Other parameters that
should be monitored include the 80, 50 and 20%dsetsts of the standard curve for
run-to-run reproducibility. In addition, maximum ssbance should be consistent
with past experience. Significant deviation fromtabfished performance can
indicate unnoticed change in experimental conditiondegradation of kit reagents.
Fresh reagents should be used to determine thenréarsthe variations.

PERFORMANCE CHARACTERISTICS

Precision

1. Intra-Assay Variation
Within run variation was determined by replicateedmination of four different
control sera in one assay. The within assay vditiais <5.7%.

2. Inter-Assay Variation
Between run variation was determined by replichéx) the measurements of three
different control sera in 2 different lots. Theweén assay variability is <9.6%.

3. Accuracy

The recovery of 5— 2.5 - 1.25 — u§/mL of DHEA-S added to sample gave an
average value (+SD) of 96.71% + 12.02% with refeeerto the original
concentrations. The dilution test performed onelsera diluted 2 — 4 — 8 times gave
an average value (+/-SD) of 98.19%+/- 5.70%.

4. Specificity
The cross reaction of the antibody calculated &6 Stcording to Abraham are
shown in the table:
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5. Sensitivity

)]! [AUNoStic aAttomation J ortes J]! lagnostics L.
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DHEA-S 90 % PRECAUTIONS
DHEA 100.0 % 1. The reagent contains Proclin 300 as preservative.

2. All reagents should be refrigerated at 2-8°C inirtibeiginal container. Any
Androsterone-S-Na 48 % exceptions are clearly indicated. The reagentstatde until the expiry date

when stored and handled as indicated.

U TR BT Ol A 3. Allow all kit components and specimens to reachnro@mperature (22-
Etiocolanone-S-Na 02 % 28°C) and mix well prior to use.

4. Avoid the exposure of reagent TMB/H202 to directedhlight, metals or
5-Androstendione 0.01 % oxidants

5. Maximum precision is required for reconstitutiondadispensation of the
Testosterone 0.01% reagents.

6. Do not use different lot reagent.
Progesterone 0.01 % 7.  This method allows the determination of Dehydroegiasterone Sulphate
17 OH Progesterone 0.01 % from 0.1pg/mL to

8. 10 pg/mL.
Estrone 0.01 % 9. The clinical significance of the determination Dedtgepiandrosterone

Sulphate can be invalidated if the patient wagéxkavith cortisone or natural

Cortisol 0.001 % or synthetic steroids.

Colesterolo 0.001 %
WASTE MANAGEMENT

Reagents must be disposed off in accordance wéti tegulations.

The lowest detectable concentration of Dhea-s ¢hat be distinguished from the
zero standard is 0.Q&y/ml at the 95 % confidence limit.

REFERENCES

6. Correlation with RIA
The DHEA-s ELISA was compared to another commeiciabailable DHEA-s 1. Abraham G.E., et al Obstet. Gynecol., 47 (45 @D76)
assay. Serum samples of 29 females and 20 malesamatyzed according in both 2. Granoff A.B. et al Obstet. Gynecol., 53 (1), 11279)

test systems.

3. Hopper B.R.et al J. Clinic. Endocrin. Metab.(3] 458 (1975)

The linear regression curve was calculated 4. Winter J.S.D, et al Clinic. Obstetic and Gynec2l (1), 67 (1978)
(DHEA-S)=0.94*DHEA-S RIA) — 0.01
2 =
=090 ISO 13485
ISO 9001
B
LIMITATIONS OF THE PROCEDURE 6

1. Assay Performance

Sample(s), which are contaminated microbiologicatijould not be used in the
assay. Highly lipemeic or haemolysed specimen(@llishsimilarly not be used. It is
important that the time of reaction in each wellhild constant for reproducible

“M Diagnostic Automation/Cortez Diagnostics,

results. Pipetting of samples should not extencdbbéyten minutes to avoid assay Inc. )

drift. If more than one plate is used, it is recoemaled to repeat the dose response 23961 Craftsman Road, Suite E/F,

curve. Addition of the substrate solution initiateskinetic reaction, which is Calabasas, California 91302 USA

terminated by the addition of the stop solution.efBfore, the addition of the

sgbs_trate and _the stoppi_ng solgtion sh(_)uld be addethe same sequence to Date Cat # 2055-17

eliminate any time deviation during reaction. Pletaders measure vertically. Do Adopted

not touch the bottom of the wells. Failure to rem@dhering solution adequately in P

the aspiration or decantation wash step(s) maytriespoor replication and spurious 2012-03-01 Accugﬁ‘gA '2([))]|-'|3EA‘S

results. -
CEpartner4U, Esdoornlaan 13,

2. Interpretation m 3951DB Maarn. The I\ietherlands.

If computer controlled data reduction is used towate the results of the test, it is . Www.cepartner4u.eu

imperative that the predicted values for the cafims fall within 10% of the Revision B Date: 11-8-2013

assigned concentrations.
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