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Inhibin B ELISA
AL-107-i

INTENDED USE

The Inhibin B enzyme linked immunosorbent assay (ELISA) kit provides

materials for the quantitative measurement of Inhibin B in human serum and
other biological fluids. This assay is intended for in vitro diagnostic use.
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PRINCIPLE OF THE TEST ° () ) .

The Inhibin B ELISA is a quantitative three-step sandwich type |m|{un
In the first step Calibrators, Controls and unknown samples are ad
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have local paracrine actions in the gonads. Inhibi

in sertoli cell function (potential marker for sperm
function), ovarian reserve and granulosa cell tumors.

Inhibin B antibody coated microtiter wells and incubated. After the%

incubation and washing, the wells are incubated with biotinylated Inhibin
antibody. After the second incubation and washing, the wells are incubated
with streptavidin horseradish peroxidase conjugate (SHRP). After the third
incubation and washing step, the wells are incubated with substrate solution
(TMB). After TMB incubation, an acidic stopping solution is added. In principle,
the antibody-biotin conjugate binds to the solid phase antibody-antigen
complex which in turn binds to the streptavidin-enzyme conjugate. The
antibody-antigen-biotin conjugate-SHRP complex bound to the well is
detected by enzyme-substrate reaction. The degree of enzymatic turnover of
the substrate is determined by dual wavelength absorbance measurement at
450 nm as primary test filter and 630 nm as reference filter. The absorbance
measured is directly proportional to the concentration of Inhibin B in the
samples and calibrators.

MATERIALS SUPPLIED

CAL-107A - CAL-107F Inhibin B Calibrators A thru F (Lyophilized)
Six vials, labeled A-F, containing concentrations of approximately 0-1200
pg/mL Inhibin B in animal sera and a non-mercury preservative. Refer to

calibration card for exact concentrations. Store unopened at 2 to 8°C until
the expiration date. Reconstitute calibrators A-F with 1 mL deionized water.
Solubilize, mix well and use after reconstitution. Aliquot and freeze at -20°C or
colder for up to one year. Avoid repeated freeze thaws. Discard after 5 days, if
stored at 2 to 8°C.

CTR-107-1 & CTR-107-11
Two vials,

Inhibin B Controls | & Il (Lyophilized)
labeled Levels | and Il containing low and high Inhibin B
concentrations in animal sera and a non-mercury preservative. Refer to
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calibration card for exact control ranges. Store unopened at 2 to 8°C until the
expiration date. Reconstitute control Levels | and Il with 1 mL deionized water.
Solubilize, mix well and use after reconstitution. Aliquot and freeze at -20°C or
colder for up to one year. Avoid repeated freeze thaws. Discard after 5 days if
stored at 2 to 8°C.

PLT-107 Inhibin B Coated Microtitration Strips
One stripholder, containing 12 strips and 96 microtitration wells with Inhibin
B antibody immobilized to the inside wall of each well. Store at 2-8°C until
expiration date in the resealable pouch with a desiccant to protect from
moisture.

ASB-207A Inhibin B Assay Buffer A
One bottle, 8 mL, containing a protein-based (BSA)-buffer with a non-mercury
: preservative. Store at 2-8°C until expiration date.
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Inhibin B Assay Buffer B
tle 8 mL, containing a buffer solution with a non-mercury

@ ° preser@e. Store at 2-8°C until expiration date.

Inhibin B Biotin Conjugate Concentrate
taining detection antibody biotin in a protein-based buffer
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tawdwjﬁme Conjugate—Ready-to-Use (RTU)

h|b|
One bottle, 1 ontal aV|d|r? HRP (horseradish peroxidase) in a
protein-based b n a n ury preservative. Store undiluted at 2-
8°C until expiration

TMB-100 TMB Ch n Solut ?
One bottle, 12 mL, containi Iutlo tetramethylbenzidine (TMB) in

buffer with hydrogen peroxide qQre at 2 to 8°C until expiration date.

STP-100 Stopping Solution
One bottle, 12 mL, containing 0.2 M sulfuric acid. Store at 2 to 30°C until
expiration date.

WSH-100
One bottle, 60 mL, containing phosphate buffer saline solution with a nonionic
detergent. Store at 2 to 30°C until expiration date. Dilute 25-fold with
deionized water prior to use.

Wash Concentrate A

MATERIALS REQUIRED BUT NOT PROVIDED

1.  Microplate reader capable of absorbance measurement at 450 nm,
405nm and 630 nm.
2. Microplate orbital shaker.
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Microplate washer.

Semi-automated/manual precision pipette to deliver 10-250 pL.
Vortex mixer.

Deionized water.

Disposable 12 x 75 mm culture tubes.

Tight fitting 12 x 75 mm tube racks.
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WARNINGS AND PRECAUTIONS ‘

For in vitro-diagnostic use.

The following precautions should be observed:

a)  Follow good laboratory practice.

b)  Use personal protective equipment. Wear lab coats and disposable
gloves when handling immunoassay materials.

c¢) Handle and dispose of all reagents and material in compliance with
applicable regulations.

WARNING: Potential Biohazardous Material

This reagent may contain some n source erlal (e.g., serum) or

materials used in conjunction man sour terlals Handle all
reagents and patient samples ata B|0 eI 2, as mended for any
potentially infectious aterl th or Disease

e
Control/National Institutes of manua ety in Mchc ical and
Biomedical Laboratories," 6% Ed| | / /
WARNING: Potential Chemical Hazard

Some reagents in this kit contain P@SOO an; Sgaiym azioﬁgfa

preservative. ProClin™ 300 and Sodium azi conce mount:
irritants to skin and mucous membranes. /
For further information regarding hazardous substange the kit, refer

to the MSDS, either at AnshLabs.com or by request.

SAMPLE COLLECTION AND PREPARATION

a)  Serum is the recommended sample type.

b)  Sample handling, processing, and storage requirements depend@he
brand of blood collection tube that you use. Please refere
manufacturer’s instructions for guidance. Each laboratory sho 6
determine the acceptability of its own blood collection tubes and serum
separation products.

c)  Samples may be stored at 4°C if assayed within 24 hours; otherwise,
samples must be stored at -20°C or -80°C to avoid loss of bioactivity and
contamination.

d)  Avoid assaying lipemic, hemolyzed or icteric samples.

e) Avoid repeated freezing and thawing of samples. Thaw samples no more
than 3 times.

f) For shipping, place specimens in leak proof containers in biohazard
specimen bags with appropriate specimen identification and test
requisition information in the outside pocket of the biohazard specimen
bag. Follow DOT and IATA requirements when shipping specimens.

PROCEDURAL NOTES

1. A thorough understanding of this package insert is necessary for

successful use of the Inhibin B ELISA assay. It is the user’s responsibility

to validate the assay for their purpose. Accurate results will only be

obtained by using precise laboratory techniques and following the
package insert.

A calibration curve must be included with each assay.

Bring all kit reagents to room temperature (23 + 2°C) before use.
Thoroughly mix the reagents before use by gentle inversion. Do not mix
various lots of any kit component and do not use any component beyond
the expiration date.

4.  Use a clean disposable pipette tip for each reagent, calibrator, control or
sample. Avoid microbial contamination of reagents, contamination of
the substrate solutions with the HRP conjugates. The enzyme used as the
label is inactivated by oxygen, and is highly sensitive to microbial
contamination, sodium azide, hypochlorous acid and aromatic

/’ 6@
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chlorohydrocarbons often found in laboratory water supplies. Use
deionized water.

5. Incomplete washing will adversely affect the outcome and assay
precision. To minimize potential assay drift due to variation in the
substrate incubation time, care should be taken to add the substrate
solution into the wells. Avoid exposure of the reagents to excessive heat
or direct sunlight during storage and incubation.

‘ PREPARATION OF REAGENTS

1. Inhibin B Calibrators A-F and Inhibin B Controls | & II: Tap and
reconstitute Inhibin B Calibrator A-F and Inhibin B Controls | & Il each
with 1 mL deionized water. Solubilize, mix well and use after

reconstitution.

2. Wash Solution: Dilute wash concentrate 25-fold with deionized water.
The wash solution is stable for one month at room temperature (23 +
2°C) when stored in a tightly sealed bottle.

3. Microtitration Wells: Select the number of coated wells required for the
assay. The remaining unused wells should be placed in the resealable
pouch with a desiccant. The pouch must be resealed to protect from
moisture.

4.  Inhibin B Antibody-Biotin Conjugate Solution: The Inhibin B Antibody-
Biotin Conjugate Concentrate should be diluted at a ratio of 1 part
conjugate to 50 parts of Inhibin B Conjugate Diluent, according to the
number of wells used. If an entire plate is to be used pipet exactly 220
uL of the Concentrate in to 11 mL of the diluent.

/) _| ASSAY PROCEDURE

Iow all specimens and reagents to reach room temperature (23 + 2°C) and

oughly by gentle inversion before use. Calibrators, controls, and

n s should be assayed in duplicate.
NOTE:@lLgerum samples reading higher than the highest calibrator should be
#d

ﬁd in the 0 pg/mL reconstituted Calibrator A prior to assay.

econstit &bln B Calibrator A-F and Inhibin B Controls | & Il each

O mL de &water Solubilize for 10 minutes, Mix well.
/ 2. Ldve microt strlps to be used.

@ Pipe?es pL of

rator, Controls and Unknowns to the

ppropr a
4. 50 p.L h|b|n Buffer A to each well using a repeater
@
5 Ad {/ﬂ the I Assaﬁr B to each well using a repeater
pipette. g
Note: Sam, are h®molyzed or contain catalases are susceptible

to foaming. Su ‘ing doe: mpact sample results. If such samples

are present, incu or 30 s without shaking at room
temperature (23 + 2°C¥fogfoaming

6. Incubate the plate, shaki a fast speed (600-800 rpm) on an orbital
microplate shaker, for 2 hours at room temperature (23 + 2°C).

7.  During the last 20-30 minutes of incubation, prepare the Inhibin B
Antibody-Biotin Conjugate Solution by diluting the Inhibin B Biotin
Conjugate Concentrate in Inhibin B Conjugate Diluent as described under
the Preparation of the Reagents section of this package insert.

8.  Aspirate and wash each strip 5 times with Wash Solution (350 uL/per
well) using an automatic microplate washer.

9.  Add 100 pL of the Antibody-Biotin Conjugate Solution to each well using
a repeater pipette.

10. Incubate the plate, shaking at a fast speed (600-800 rpm) on an orbital
microplate shaker, for 1 hour at room temperature (23 + 2°C).

11. Aspirate and wash each strip 5 times with the Wash Solution (350 pL/per
well) using an automatic microplate washer.

12. Add 100 pL of the Streptavidin-Enzyme Conjugate-RTU to each well

using a repeater pipette.
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13. Incubate the plate, shaking at a fast speed (600-800 rpm) on an orbital
microplate shaker, for 30 minutes at room temperature (23 + 2°C).

14. Aspirate and wash each strip 5 times with the Wash Solution (350 uL/per
well) using an automatic microplate washer.

15. Add 100 pL of the TMB chromogen solution to each well using a repeater
pipette. Avoid exposure to direct sunlight.

16. Incubate the wells, shaking at 600—-800 rpm on an orbital microplate
shaker, for 8-12 min at room temperature (23 + 2°C).

NOTE: Visually monitor the color development to optimize the incubation
time.

17. Add 100 pL of the Stopping solution to each well using a repeater
pipette. Read the absorbance of the solution in the wells within 20
minutes, using a microplate reader set to 450 nm.

NOTE: Zero calibrator should be programmed as “Blank” while reading
the optical density. If instrument has a wavelength correction, set the
instrument to dual wavelength measurement at 450 nm with
background wavelength correctﬁ' at 630 nm. A
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C1,C2 C 0.176 34

D1, D2 D 0.527 129
E1, E2 E 1.595 446
F1,F2 F 3.432 1390

CAUTION: The above data must not be employed in lieu of data obtained by
the user in the laboratory.

ANALYTICAL CHARACTERISTICS

Limit of Detection (LoD):

The Limit of detection in the assay as calculated by the interpolation of mean
plus two standard deviations of 24 replicates of calibrator A (0 pg/mL) and
calibrator B (12.7 pg/mL) is 1.6 pg/mL.

Limit of Quantitation (LoQ):

The estimated minimum Inhibin B dose achieved at 20% total imprecision is
4.6 pg/mL. The value was determined by processing seven samples in the

range of 2.95-364.12 pg/mL with seven runs in quadruplets (n=28).

Imprecision:

Reproducibility of the Inhibin B assay was determined in a study using two
serum pools and two kit controls. The study included a total of 20 assays, four
replicates of each per assay (n=76-80). Representative data were calculated
based on NCCLS EP5-A guidelines and are presented in the following table.

along
/mL a e

the y-axis versus log of the Inhibin B concentr s
x-axis, using a cubic regression curve-fit.
4.  Determine the Inhibin B concentrations of the Control

nkn @
from the calibration curve by matching their mean OD rea@u h the /

/)

S
o

corresponding Inhibin B concentrations.

5. Any sample reading higher than the highest Calibrator sho@
appropriately diluted with the 0 pg/mL (CAL A) and re-assayed. %

6. Any sample reading lower than the analytical sensitivity should be
reported as such.

7.  Multiply the value by a dilution factor, if required.

LIMITATIONS \

The reagents supplied in this kit are optimized to measure Inhibin B levels in
human serum and lithium heparin plasma. If there is evidence of microbial

contamination or excessive turbidity in a reagent, discard the vial. For assays
employing antibodies, the possibility exists for interference by heterophile
antibodies in the samples®.

QUALITY CONTROL

. Each laboratory should establish mean values and acceptable ranges to

ensure proper performance.

. Inhibin B ELISA controls or other commercial controls should fall within
established confidence limits.

. The confidence limits for Inhibin B controls are printed on the Calibration
card.

. A full calibration curve, low- and high-level controls, should be included
in each assay.

. TMB should be colorless. Development of any color may indicate reagent
contamination or instability.

ent recOv,

as cal

SUMMARY: Within run Between run Total
Mean
Sample n SD cv SD cv SD cv
P (pg/mL)
Control | 80 99.39 4.35 4.38% 3.42 3.44% 5.54 5.57%
6 Control Il 80 308.10 12.32 4.00% 9.39 3.05% 15.49 5.03%
& 76 68.69 2.66 3.87% 4.40 6.41% 5.14 7.49%
Poi ) 80 121.00 4.92 4.07% 5.27 4.36% 7.21 5.96%
K / mount ibin B were added to four serum samples containing
diffefe velg of nous Inhibin B. The concentration of Inhibin B was
ore an

¢ the addition of exogenous Inhibin B and the
c ate

/.
End:g? Conc. ?p Observed Conc. o1
R ﬁ/mu (pg/mL) e Recovery
/ 3 106.53 95
050.86 Cy 168.42 151.23 90
@ 19.530 209.90 9%
/ A W%n 127.75 100
2 66./0 1 f 180.78 99
7y 6 239.06 102
P 4 p 201.98¢ 190.5 94
3 144.88 O 340 235.8 93
* 30129 301.8 100
216.28 213.28 99
4 159.89 267.54 252.14 94
314.34 307.33 98
Linearity:

Based on NCCLS EP-6-P multiple dilutions of the three serum samples

containing various Inhibin B levels were diluted with calibrator A. The %

recovery on individual samples is represented in the following table.

REPRESENTATIVE CALIBRATION CURVE DATA Expected Observed
Dilution Conc. Conc. %
Well Number Well Contents Mean OD Conc (pg/mL) Sample Factor (pg/mL) (pg/mL) Recovery
Calibrators (Blank)
A1, A2 A 0.04 0
B1, B2 B 0.085 12.7
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Neat 1318.4 N/A N/A

1:2 659.2 674.6 102

1:4 329.6 310.8 94

! 1:8 164.8 173.3 105
1:16 82.4 84.5 103

1:32 41.2 47.1 114
Neat 319.8 N/A N/A

1:2 159.9 174.0 109

1:4 79.9 91.9 115

2 1:8 40.0 47.8 120
1:16 20.0 19.3 97

1:32 10.0 8.9 89

Neat 224.960 N/A N/A

1:2 112.480 122.580 109

3 1:4 56.240 60.080 107
1:8 28.120 30.970 110

1:16 14.060 12.110 86

Analytical Specificity:

This monoclonal antibody pair usedfi e assay@ts Inhibin B. Other
related molecules at the concentratio

i }\able b@did not show any
ficity o@mr spec{‘h not been

significant cross-reaction. a
determined. //
@ N pS
Sample Cross-reactant 4

1 Inhibin A :

2 Activin A /,

3 Activin B 50 ng/mL @

4 Activin AB 50 ng/mL ND 0

5 AMH 50 ng/mL O AP @

v

Interference:

When biotin, hemoglobin and triglycerides were added at a greater than t
folds of their physiological concentration to control sample, Inhibin B
concentration were within + 10% of the control as represented in the following
table. This study was based on NCCLS EP7-P.

Unspiked Spiked
Interferents Analyte Conc. Sample Value Sample Value % Difference
(pg/mL) (pg/mL)
L 245.0 259.5 5.9
Biotin 1200 ng/mL 148.6 153.6 33
. 133.99 124.83 -6.8
Hemoglobin 1.35 mg/mL
31.83 30.01 -5.7
. i 133.99 141.57 5.7
Triglycerides 5.0 mg/mL
31.83 32.48 2.0

Expected Value:

The expected ranges for Inhibin B were calculated using 95% non-parametric
estimation for Male Samples and 97.5% non-parametric estimation for Female
Samples using Analyse-It® for Microsoft Excel.

Males
Number of Median
Age Range . Conc. 95% Confidence Interval (pg/mL)
Specimens
(pg/mL)
<1 Month 24 159.0 133.0 to 196.0
1 month - <1 year 36 225.0 195.0 to 256.0
1-<10years 29 100.0 91.0 to 163.0
10 - <20 years 57 184.0 169.0 to 216.0

|

@ O’(r=0.9
2 /
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20 - <40 years 216 162.0 151.7 to 173.9
40 - <60 years 215 145.1 134.7 to 150.5
>60 years 139 140.2 126.5to 151.0
Females
Age Range NumPer of N‘I:z(:‘i:.n 97.5% Confidence Interval
Specimens (pg/ml) (pg/mL)
<1 Month 17 15.0 9.0to 31.0
1 month - <1 year 19 51.0 23.0t0 94.0
1-<10years 20 16.0 8.0t0 37.0
10 - <20 years 21 38.0 22.0to 85.0
20 - <40 years 64 33.0 21.0to 53.0
40 - <60 years 44 20.4 <510 33.0
>60 years 60 ND ND

ND = non-Detectable

Note: It is recommended that each laboratory should determine the reference
range(s) for its own patient population. The results of this assay should be used
in conjunction with other relevant and applicable clinical information.

Sample Type:

Forty matched serum and Lithium heparin plasma specimens were compared

in Ansh Inhibin B ELISA. Passing Bablok analysis of the results yielded the
llowing Regression:

PI@LM (serum)-0.23

.0001)

300

o’/ 1
2

*
*
Method Comparisor/o %{
The Inhibin B ELISA has beengoippared t ?’nercially available Inhibin B kit
(Method A) using 97 random nd female serum samples in the range of
10-174 pg/mL. *

Passing Bablok analysis of the results yielded the following Regression:

Inhibin B ELISA (AL-107) = 0.93 (Method A) + 1.08
(r=0.97; P<0.0001)
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Expected Value:
The expected ranges for Inhibin B were calculated in serum samples using well

Reference

characterized male samples (n=283 the range of 0-72 years and female
samples (n=2832) in the range of

N |an o
Age Range " ﬁi Iln:le:;valB
‘ (we/mu) Ay 20 Ansh Lab bl being shipped with English
/‘ Pg ' ¥ Jipg/mL) nsh Labs consumables are being shipped with Englis
‘
<15 Days 3 Days x 158.0 ,/,/68—373 Instructions for Use (IFUs). You may contact your local Ansh Labs sales
15-180 Days 31 /a Days ()38.0 16 representative or technical support organization to obtain translated IFUs.
Males 0.6-7 Years 31 f}grs 1% »ﬂ; o . '
830 Years 98 20 (ea M’ 47385 < Les consommables pour Ansh Labs sont livrés avec des instructions
31-72 Years 102 39 Yeab; 137.0\]’q19_ 357 /, d'utilisation en anglais. N'hésitez pas a contacter votre société d'assistance

1-Day-12 Years 65 0.6 Years ¢ 25 "’ﬁ—lsz /! technique ou votre représentant Ansh Labs local pour obtenir des instructions
13-41 Years** 162 | 27.8vears | (gdp o

@aduites.
42-51 Years ** 35 47 Years %3 x’ 1 —ICO

Females & iali i i
14-47 Years *** 1883 8.5 Years 1037 6- N D auchsmaterialien von Ansh Labs werden mit englischer

14-42 Years **** 631 26.6 Years 103.2 D- 266 /’ Gebra nw<.eisung (IFU) geliefert. Wenden Sie sich gegebenenfz?lls an
5176 Years" 6 62 Years 1.0 Ihren en Vertreter von Ansh Labs oder den technischen
*98th Percentile, ** Regular Cycle (Follicular Phase), *** Oligomenorrhea, **** . @ldendi Gbersetne Gebrauchsanweisungen zu erhalten.
Amenorrhea, *Post-Menopausal '\
Los flbles p Labs se entregan con las instrucciones de uso (IFU)
enlngle ién p erse en contacto con el representante local de
REFERENCES ‘ ntas de%abs oc esa de asistencia técnica para obtener las

1. HHS Publication, 6th ed., 2020. Biosafety in Microbiological and ducidas.O/

Biomedical Laboratories. Available
https://www.cdc.gov/labs/pdf/SF__19_308133-A_BMBL6_00-BOOK- O/’ .
WEB-final-3.pdf }/‘

2. DHHS (NIOSH) Publication No. 78-127, August 1976. Current Intelligence

Bulletin 13 - Explosive Azide Hazard. Available http:// Q/,

www.cdc.gov/niosh. / /‘
3. Clinical and Laboratory Standards Institute (CLSI). Procedures for the O /é
Handling and Processing of Blood Specimens for Common Laboratory O
Tests; Approved Guideline—Fourth Edition. CLSI document H18-A4. @
Wayne, PA: Clinical and Laboratory Standards Institute; 2010. ¢
4.  Kricka L. Interferences in immunoassays — still a threat. Clin Chem 2000;
46:1037-1038.
FOR EXPORT ONLY

This assay is intended for in vitro diagnostic use. Not for sale in the U.S.A.

The Ansh Labs logo is a trademark of Ansh Labs.

v

Manufactured by:
Ansh Labs
445 Medical Center Blvd.
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Symbols used with Ansh Labs Assays

Symbol

English

Deutsch

Frangais

Espafiol

Italiano

BH

Consult instructions
for use

Gebrauchsanweisung
beachten

Consulter les
instructions
d’utilisation

Consulte las
instrucciones de uso

Consultare le
istruzioni per I'uso

C€

European Conformity

CE-Konfirmitats-
kennzeichnung

Conformité aux
normes européennes

Conformidad europea

Conformita europea

IVD

In vitro diagnostic

In-vitro-Diagnostikum

Usage Diagnostic

Para uso Diagndstico

Per uso Diagnostica in

device in vitro in vitro vitro
Catalogue number Katalog-Nr. Numéro de catalogue { Numero de catdlogo Numero di Catalogo
LOT Lot. No. / Batch code | Chargen-Nr. Numéro de lot Ndmero de lote Numero di lotto
Lagerungstemperatur Température de Temperatura de Temperatura di

&e Tempe%

conservation

conservacion

conservazione

Erd~<

\ Q ’Mindesthaltbarkeits— Date limite X X
Expi ﬁate R Fecha de caducidad Data di scadenza
/ @ g um d’utilisation
CAo D N .
:&al Manu Ctl? H@' Fabricant Fabricante Fabbricante
MOND e _ PN
[ 4
Content on% O Inhalt Q‘\ Conditionnement Contenido Contenuto
Volume/No. VOM lumen, Volume/Quantité Volumen/NUmero Volume/Quantita
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