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AccuDiag™
Dihydro -Testosterone
ELISA Kit

Cat# 2042-6

(‘@@See external Labelc/ﬂ[ W 96 Tests

Test Dihydro-Testosterone ELISA
Method Enzyme Linked
Immunosorbent Assay
Principle Conlmpetltlve Enzyme
mmunoassay
Detection Range 0-2500 pg/ml
Sample 50 pL serum
Total Time ~75 min.
. 12-14 Months from the
Sl i manufacturing date
Specificity 100%
Sensitivity 6 pg/ml

INTENDED USE

The Diagnostic Automation Dihydro- Testosterone EAlkits is for the direct
quantitative determination of Dihydrotestosterong énzyme immunoassay in
human serum. For in vitro diagnostic use only.

TEST PRINCIPLE

The principle of the following enzyme immunoassagttfollows the typical

competitive binding scenario. Competition occuetween an unlabeled antigen
(present in standards, control and patient sampled)an enzyme-labelled antigen
(conjugate) for a limited number of antibody birglisites on the microwell plate.
The washing and decanting procedures remove unboonattrials. After the

washing step, the enzyme substrate is added. Ahenatic reaction is terminated
by addition of the stopping solution. The absod®ais measured on a microtiter
plate reader. The intensity of the color formednigersely proportional to the

concentration of DHT in the sample. A set of stamd is used to plot a standard
curve from which the amount of DHT in patient saespland controls can be

directly read

SPECIMEN COLLECTION AND PREPARATION

Approximately 0.2 ml of serum is required per doate determination. Collect 4-5
ml of blood into an appropriately labelled tube afidw it to clot. Centrifuge and
carefully remove the serum layer. Store @ 4or up to 24 hours or at -0 or
lower if the analyses are to be done at a later. d@bnsider all human specimens as

possible biohazardous materials and take appregiacautions when handling

SPECIMEN PRETREATMENT
This assay is a direct system; no specimen préntegd is necessary.
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MATERIALS AND COMPONENTS

Materials provided with the test kits

1. Rabbit Anti-DHT Antibody Coated Microwell Plate-Break Apart Wells -
Ready To Use. Contents: One 96 well (12x8) polyal antibody-coated
microwell plate in a resealable pouch with desmitc Storage: Refrigerate at 228
Stability: 12 months or as indicated on label.

2. Dihydrotestosterone-Horseradish Peroxidase (HRRonjugate Concentrate

- Requires Preparation. Contents: DHT-HRP conjugata protein-based buffer
with a non-mercury preservative. Volume: 20vial Storage: Refrigerate at
2-8C.

Stability: 12 months or as indicated on label.

Preparation: Dilute 1:100 in assay buffer befase (eg. 2Qul of HRP in 2 ml of
assay buffer). If the whole plate is to be usedtdill20ul of HRP in 12ml of assay
buffer. Discard any that is left over.

3. Dihydrotestosterone Calibrators - Ready To Use.

Contents: Six vials containing DHT in a proteirseéd buffer with a non-mercury
preservative. Prepared by spiking buffer with firgel quantity of DHT. *Listed
below are approximate concentrations, please ré&dewvial labels for exact
concentrations.

Calibrator Concentration Volume/ Vial
Calibrator A 0 pg/ml 2.0 ml
Calibrator B 25 pg/ml 0.6 ml
Calibrator C 100 pg/ml 0.6 ml
Calibrator D 500 pg/ml 0.6 ml
Calibrator E 1000 pg/ml 0.6 ml
Calibrator F 2500 pg/ml 0.6 ml

Storage: Refrigerate at 268

Stability: 12 months in unopened vials or as iathd on label. Once opened, the
standards should be used within 14 days or aliguated stored frozen. Avoid
multiple freezing and thawing cycles.

4. Control - Ready To Use.

Contents: Two vials containing DHT in a proteirsed buffer with a non-

mercury preservative. Prepared by spiking buffehvai defined quantity of DHT.
Refer to vial label for expected value and accdpteinge.

Volume: 0.6 mlivial Storage: Refrigerate a8°€ Stability: 12 months in
unopened vial or as indicated on label. Once aphetie control should be used
within 14 days or aliquoted and stored frozen. idvaultiple freezing and thawing
cycles.

5. Wash Buffer Concentrate - Requires Preparation.

Contents: One bottle containing buffer with a noni¢ detergent and a non-
mercury preservative. Volume: 50 ml/bottle Sterag Refrigerate at 228
Stability:12 months or as indicated on label. Prapan: Dilute 1:10 in distilled or
deionized water before use. If the whole plat®ise used dilute 50 ml of the wash
buffer concentrate in 450 ml of water.

6. Assay Buffer - Ready To Use.

Contents:  One vial containing a protein-baseffier with a non-mercury
preservative. Volume: 15 ml/vial Storage: Rgrate at 2-& Stability: 12
months or as indicated on label.

7. TMB Substrate - Ready To Use.

Contents:  One bottle containing tetramethyliine and hydrogen peroxide in a
non-DMF or DMSO containing buffer. Volume: 16 mitde Storage:
Refrigerate at 2°€. Stability: 12 months or as indicated on label.

8. Stopping Solution - Ready To Use.

Contents: One vial containing 1M sulfuric aciblume: 6 ml/vial Storage:
Refrigerate at 2°€. Stability: 12 months or as indicated on label.

Materials required but not provided

1. Precision pipettes to dispense 50, 100, 15(Ba0d!

2. Disposable pipette tips

3. Distilled or deionized water

4. Plate shaker

5. Microwell plate reader with a filter set at 480@and an upper OD limit of 3.0 or
greater* (see assay procedure step 10).
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PROCEDURAL CAUTIONS AND WARNINGS

1. Users should have a thorough understanding opti®col for the successful
use of this kit. Reliable performance will only &itained by strict and careful
adherence to the instructions provided.

2. Control materials or serum pools should be incluideevery run at a high and
low level for assessing the reliability of results.

3. When the use of water is specified for dilutiorr@constitution, use deionized
or distilled water.

4. In order to reduce exposure to potentially harnsfubbstances, gloves should
be worn when handling kit reagents and human spgemm

5. All kit reagents and specimens should be broughtotim temperature and
mixed gently but thoroughly before use. Avoid r&eel freezing and thawing
of reagents and specimens.

6. A calibrator curve must be established for every ru

7. The control should be included in every run and fathin established
confidence limits.

8. Improper procedural techniques, imprecise pipettingomplete washing as
well as improper reagent storage may be indicateenvassay values for the
control do not reflect established ranges.

9. When reading the microplate, the presence of bshblehe microwells will
affect the optical densities (ODs). Carefully remoany bubbles before
performing the reading step.

10. The substrate solution (TMB) is sensitive to lightl should remain colourless
if properly stored. Instability or contaminationayn be indicated by the
development of a blue colour, in which case it $thowt be used.

11. When dispensing the substrate and stopping solutiomot use pipettes in
which these liquids will come into contact with amgtal parts.

12. To prevent contamination of reagents, use a nepodable pipette tip for
dispensing each reagent, sample, standard andktontr

13. Do not mix various lot numbers of kit componentshini a test and do not use
any component beyond the expiration date printetherabel.

14. Kit reagents must be regarded as hazardous wastdisposed of according to

national regulations.

TEST PROCEDURE

Specimen Pretreatment:
None.

All reagents must reach room temperature before @sdibrators, controls and
specimen samples should be assayed in duplicatece €he procedure has bee
started, all steps should be completed withoutriapgion.

1. Prepare working solutions of the DHT-HRP conjugatd wash buffer.

2. Remove the required number of microwell strips sé¢the bag and return
any unused strips to the refrigerator.

3. Pipette 5Qul of each calibrator, control and specimen samptie i
correspondingly labelled wells in duplicate.

4. Pipette 10Qu of the conjugate working solution into each w#glle
recommend using a multichannel pipette).

5. Incubate on a plate shaker (approximately 200rmm}. fhour at room
temperature.

6. Wash the wells 3 times with 3Q0 of diluted wash buffer per well and tap
the plate firmly against absorbent paper to enthatit is dry (The use of a
washer is recommended).

7. Pipette 15Q: of TMB substrate into each well at timed inteszal

8. Incubate on a plate shaker for 10-15 minutes ahremnperature (or until
calibrator A attains dark blue color for desiredOD

9. Pipette 50pl of stopping solution into each well at the samérhed
intervals as in step 7.

10. Read the plate on a microwell plate reader at 45@ithin 20 minutes after

addition of the stopping solution.
* |f the OD exceeds the upper limit of detection ibra 450nm filter is
unavailable, a 405 or 415nm filter may be sub&dutThe optical densities will
be lower, however, this will not affect the resudfgatient/control samples.
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RESULTS

Calculate the mean optical density of each calivrdtiplicate.

Draw a calibrator curve on semi-log paper with ingan optical densities on
the Y-axis and the calibrator concentrations on Xhaxis. If immunoassay
software is being used, a 4-parameter curve iswewnded.

Calculate the mean optical density of each unknduplicate.

Read the values of the unknowns directly off thidcator curve.

If a sample reads more than 2500 pg/ml then dilutgth calibrator A at a

dilution of no more than 1:8. The result obtairséduld be multiplied by the
dilution factor.

ar®

TYPICAL TABULATED DATA

Calibrator oD 1 OD 2 Mean OD Value
(pg/ml)
A 2.320 2.279 2.300 0
B 1.976 1.928 1.952 25
C 1.058 1.077 1.068 100
D 0.359 0.354 0.357 500
E 0.222 0.205 0.214 1000
F 0.131 0.128 0.130 2500
Unknown 0.515 0.507 0.511 300

TYPICAL CALIBRATOR CURVE

Sample curve only. Do not use to calculate results

25

154

OD 450nm

0.5+

25 100 500 1000 2500

DHT (pg/ml)

n

PERFORMANCE CHARACTERISTICS
SENSITIVITY

The lower detection limit is calculated from tharsfard curve by determining the
resulting concentration of the mean OD of Calibrato(based on 10 replicate
analyses) minus 2 SD. Therefore, the sensitiviithhe Dihydrotestosterone ELISA
kit is 6.0 pg/ml.

SPECIFICITY (CROSS REACTIVITY)
The following compounds were tested for cross-iedgt with the
Dihydrotestosterone ELISA kit with dihydrotestostee cross-reacting at 100%.

Steroid %Cross Reactivity
Dihydrotestosterone 100
Testosterone 8.7
5@ Dihydrotestosterone 2.0
Androstenedione 0.2

The following steroids were tested but cross-rehctd less than 0.01%:
Dehydroepiandrosterone Sulfate,fiHstradiol, Estriol, Estrone, Progesterone, 17-
OH Progesterone, Cortisol, and Pregnenolone.
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INTRA-ASSAY PRECISION

Three samples were assayed ten times each on thensacalibrator curve. The
results (in pg/ml) are tabulated below:

Sample Mean SD CV%
1 236.74 26.89 11.4
2 869.03 47.41 5.46
3 1008.14 39.36 3.90

INTRA-ASSAY PRECISION
Three samples were assayed ten times over a pafriodr weeks. The results (in
pg/ml) are tabulated below:

Sample Mean SD CV%
1 280.88 34.07 121
2 721.40 54.20 7.5
3 1025.41 60.45 5.9
RECOVERY

Spiked samples were prepared by adding defined mimaf DHT to three patient
serum samples. The results (in pg/ml) are tabdlagdow:

Sample Obs.Result Exp.Result Recovery%
1 Unspiked 290.54 - -
+117.53 361.51 408.07 88.6
+235.06 501.66 525.60 95.4
+470.13 744.81 760.67 97.9
2 Unspiked 324.75 - -
+117.53 389.43 442.29 88.0
+235.06 505.23 559.81 90.3
+470.13 712.44 794.88 89.6
3 Unspiked 720.11 - -
+117.53 758.13 837.64 90.5
+235.06 856.46 955.17 89.7
+470.13 1013.61 1190.24 85.1
LINEARITY

Three patient serum samples were diluted with ratiils A. The results (in pg/ml)
are tabulated below:

Sample Obs.Result Exp.Result Recovery%

1 340.67 - -

1:2 165.35 170.34 97.1
1:4 95.39 85.17 112.0
1:8 48.47 42.58 113.8
2 1086.01 - -

1:2 508.58 543.00 93.7
1:4 232.11 271.50 85.5
1:8 114.95 135.75 84.7
3 1313.21 - -

1:2 612.98 656.61 93.4
1:4 318.63 328.30 97.1
1:8 134.98 164.15 82.2

COMPARATIVE STUDIES

The Dihydrotestosterone ELISA kit (Kit A) was comea with a competitors coated tube 4

RIA kit (Kit B).
The results (in pg/ml) are tabulated below:

Group N Kit A Mean Kit B Mean
Females 10 95.5 99.0
Males 10 280.0 252.0

I A G N O 8 T
EXPECTED NORMAL VALUES

As for all clinical assays each laboratory shoutlect data and establish their own
range of expected normal values.

Group Range (pg/ml)
Females:
Premenopausal 24-368
Postmenopausal 10-181
Males 250-990

LIMITATIONS OF PROCEDURE

1. All the reagents within the kit are calibrated floe direct determination
of DHT in human serum. The kit is not calibratedtfte determination
of DHT in saliva, plasma or other specimens of humaanimal origin.

2. Do not use grossly hemolyzed, grossly lipemic ricter improperly
stored serum.

3. Any samples or control sera containing azide om#émbsal are not
compatible with this kit, as they may lead to faissults.

4. Only calibrator A may be used to dilute any highuse samples. The
use of any other reagent may lead to false results.

5. The results obtained with this kit should neverused as the sole basis
for a clinical diagnosis. For example, the occucee of heterophilic
antibodies in patients regularly exposed to aninoalsinimal products
has the potential of causing interferences in imolagical tests.
Consequently, the clinical diagnosis should include aspects of a
patient's background including the frequency of asyre to
animals/products if false results are suspected

PRECAUTIONS

Human serum that may be used in the preparatidheotandards and control has
been tested and found to be non-reactive for Hep&tisurface antigen and has also
been tested for the presence of antibodies to H&@Y/ Human Immunodeficiency
Virus (HIV) and found to be negative. However psttmethod can offer complete
assurance that HIV, HCV and Hepatitis B virus oy arfectious agents are absent.
The reagents should be considered a potential béotiaand handled with the same
precautions as applied to any blood specimen.

CHEMICAL HAZARDS

Avoid contact with reagents containing TMB, hydrogeeroxide and sulphuric
acid. If contacted with any of these reagents, waith plenty of water. TMB is a
suspected carcinogen.
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