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AMH Gen II ELISA A79765

CAUTION
Not for sale in U.S.A.

INTENDED USE
The Anti-Mullerian Hormone (AMH) Gen II enzyme linked immunosorbent 
assay (ELISA) kit provides materials for the quantitative measurement of AMH 
in human serum and lithium heparin plasma. This assay is intended for in vitro 
diagnostic use.

SUMMARY AND EXPLANATION
AMH is a glycoprotein dimer composed of two 72 kDa monomers linked by 
disulfide bridges.1,2,3,4,5,6,7,8 It belongs to the transforming growth factor- family. 
AMH performs various physiological functions. In males, AMH is secreted by the 
Sertoli cells. During embryonic development, AMH is responsible for Mullerian 
duct regression. AMH continues to be produced by the testicles until puberty and 
then decreases slowly to residual post-puberty values. In females, AMH is 
produced in small amounts by ovarian granulosa cells after birth until menopause, 
and then becomes undetectable.

PRINCIPLE OF THE TEST
The AMH Gen II ELISA is an enzymatically amplified two-site immunoassay. In 
the assay, calibrators, controls and samples are incubated in microtitration wells 
which have been coated with anti-AMH antibody. After incubation and washing, 
anti-AMH detection antibody labeled with biotin is added to each well. After a 
second incubation and washing step, streptavidin-horseradish peroxidase (HRP) 
is added to the wells. After a third incubation and washing step, the substrate 
tetramethylbenzidine (TMB) is added to the wells. Lastly, an acidic stopping 
solution is added. The degree of enzymatic turnover of the substrate is determined 
by dual wavelength absorbance measurement at 450 nm and between 600 and 
630 nm. The absorbance measured is directly proportional to the concentration of 
AMH in the samples. A set of AMH calibrators is used to plot a calibration curve 
of absorbance versus AMH concentration. The AMH concentrations in the 
samples can then be calculated from this calibration curve.

MATERIALS SUPPLIED

• One stripholder, containing 96 polystyrene microtitration wells with mouse 
monoclonal anti-AMH IgG immobilized to the inside wall of each well.

• Store at 2 to 8°C until expiration date in the resealable pouch with a 
desiccant to protect from moisture.

• One bottle, 13 mL, containing buffer with bovine serum albumin (BSA), 
< 0.5% ProClin* 300 and sodium azide.

• Store unopened at 2 to 8°C until the expiration date.

• Provided ready to use.
• One bottle, 13 mL, containing biotinylated anti-AMH antibody in buffer 

with protein (bovine, mouse), < 0.3% ProClin 300 and sodium azide.
• Store at 2 to 8°C until expiration date.

• Provided ready to use.
• One bottle, 13 mL, containing streptavidin-HRP in buffer with protein 

(mouse, fish) and < 10% methanol.
• Store at 2 to 8°C until expiration date.

• Two bottles, 13 mL, containing buffer with BSA, protein (bovine, mouse), 
< 0.3% ProClin 300 and sodium azide.

• Store at 2 to 8°C until expiration date.

• One bottle, 11 mL, containing a solution of TMB in citrate buffer with 
hydrogen peroxide.

• Store at 2 to 8°C until expiration date.

• One bottle, 100 mL, containing buffered saline with a nonionic detergent.
• Store at 2 to 8°C or room temperature (~25°C) until expiration date.
• Dilute 10-fold with deionized water prior to use.

• One bottle, 11 mL, containing 0.2 M sulfuric acid.
• Store at 2 to 8°C or room temperature (~25°C) until expiration date.

MATERIALS REQUIRED BUT NOT SUPPLIED 
1. AMH Gen II Calibrators and Controls A79766
2. Appropriate size tube (for sample premix)
3. Microtitration plate reader capable of absorbance measurement at 

450/405 nm and preferentially capable of dual wavelength (reference filter) 
at 600 to 630 nm

4. Deionized water
5. Precision pipette(s) to deliver 10–1000 µL
6. Microtitration plate shaker capable of 600–800 orbital revolutions per minute 

(rpm)
7. Microtitration plate washer
8. Vortex mixer
9. Absorbent materials for blotting the strips
10. Graph paper for manual data reduction

WARNINGS AND PRECAUTIONS
• For in vitro diagnostic use.
• Use good laboratory practices.9

• Samples and blood-derived products may be routinely processed with 
minimum risk using the procedure described. However, handle these products 
as potentially infectious according to universal precautions and good clinical 
laboratory practices, regardless of their origin, treatment or prior 
certification.10 Use an appropriate disinfectant for decontamination. Store and 
dispose of these materials and their containers in accordance with local 
regulations and guidelines.

• Sodium azide may react with lead and copper plumbing to form highly 
explosive metal azides. On disposal of liquids, flush with a large volume of 
water to prevent azide build-up.11

• Xi: Irritant: < 0.5% ProClin 300.

Anti-AMH Gen II Antibody Coated Microtitration strips:
A56025

AMH Gen II Sample Diluent:
A56026

AMH Gen II Antibody-Biotin Conjugate:
A56023

Streptavidin-Enzyme Conjugate:
A56024

AMH Gen II Assay Buffer:
A56021

TMB Chromogen Solution:
DSL-10-9755

Wash Concentrate I:
DSL-10-4030

Stopping Solution A:
DSL-10-9780

R 43: May cause sensitization by skin contact.
S 28-37: After contact with skin, wash immediately with 
plenty of soap and water. Wear suitable gloves.
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• Xn: Harmful: < 10% Methanol.

• The Material Safety Data Sheet (MSDS) is available upon request.

SAMPLE COLLECTION AND PREPARATION
• Serum and lithium heparin plasma are the recommended samples. 
• Observe the following recommendations for handling, processing and storing 

blood samples:12

a.) Collect all blood samples observing routine precautions for 
venipuncture.

b.) Allow serum samples to clot completely before centrifugation. 
c.) Keep tubes stoppered at all times.
d.) Within two hours after centrifugation, transfer at least 500 µL of cell-

free sample to a storage tube. Tightly stopper the tube immediately.
e.) Serum and lithium heparin plasma may be stored at 2 to 8°C for 48 

hours.
f.) If the assay will not be completed within 48 hours, or for shipment of 

samples, freeze at -20°C.
• Use the following guidelines when preparing samples:

a.) Ensure residual fibrin and cellular matter have been removed prior to 
analysis.

b.) Follow blood collection tube manufacturer’s recommendations for 
centrifugation.

• Each laboratory should determine the acceptability of its own blood collection 
tubes and serum separation products. Variations in these products may exist 
between manufacturers and, at times, from lot-to-lot.

• Avoid repeated freezing and thawing of samples.
• Avoid assaying lipemic or hemolyzed samples.

PROCEDURAL NOTES
• A thorough understanding of this package insert is necessary for successful 

use of the AMH Gen II ELISA.
• It is the responsibility of the customer to validate the assay for their use.
• Reliable results will only be obtained by using precise laboratory techniques 

and accurately following the package insert.
• A calibration curve must be included with each assay.
• Bring all kit reagents to room temperature (~25ºC) before use.
• Thoroughly mix the reagents before use by gentle inversion.
• Do not mix various lots of any kit component within an individual assay.
• Do not use any component beyond the expiration date shown on its label.
• 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 stopping solution into the wells in the 
same order and speed used to add the TMB chromogen solution.

• Avoid microbial contamination of reagents, especially of the conjugate and the 
assay buffer.

• Avoid contamination of the TMB chromogen solution with the conjugates.
• Use a clean disposable pipette tip for each reagent, calibrator, control or 

sample.
• For dispensing sulfuric acid and TMB chromogen solution, avoid pipettes 

with metal parts.
• The enzyme used as the label is inactivated by oxygen, and is highly sensitive 

to microbial contamination, sodium azide, hypochlorous acid and aromatic 
chlorohydrocarbons often found in laboratory water supplies.

• Use deionized water.
• Avoid exposure of the reagents to excessive heat or direct sunlight during 

storage and incubation.

TEST PROCEDURE

Preparation of Reagents

1. Wash Solution: Dilute 1 part Wash Concentrate I with 9 parts deionized 
water. The resulting working strength wash solution is stable for one month 
at room temperature (~25°C) when stored in a tightly sealed bottle.

2. 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.

Assay Procedure

Allow all samples and reagents to reach room temperature (~25°C). Mix reagents 
thoroughly by gentle inversion before use. After reconstitution of reagents, mix 
thoroughly, avoiding foam. Calibrators, controls and samples should be assayed 
in duplicate.

NOTE: All samples reading higher than the highest calibrator should be 
thoroughly mixed and diluted in the AMH Gen II Sample Diluent 
prior to assay. For pediatric male samples: Dilute 1 part sample 
with 9 parts Sample Diluent before testing.

1. Before adding sample to the AMH Gen II ELISA microplate, you must 
prepare all calibrators, controls, and samples with the AMH Gen II Assay 
Buffer (REF A56021).
In a sample tube, prepare 1 part of each calibrator, control, or test sample 
respectively (including diluted pediatric male samples) with 5 parts AMH 
Gen II Assay Buffer (for example, 60 µL calibrator, control, or sample 
+ 300 µL AMH Gen II Assay Buffer). Mix thoroughly.
NOTE: This is a preparation of the AMH calibrators, controls and test 

samples with the AMH Gen II Assay Buffer. No dilution factor is 
required.

2. Mark the microtitration strips to be used.
3. Within 1 hour, pipet 120 L of the premixed calibrators, controls and 

samples to the appropriate wells using a precision pipette.
4. Incubate the wells, shaking at 600–800 rpm on an orbital microplate shaker, 

for one hour at room temperature (~25°C).
5. Prepare the wash solution as described under the “Preparation of Reagents” 

section of this package insert.
6. Aspirate and wash each well five times with the wash solution using an 

automatic microplate washer or manually using a precision pipette. Blot and 
dry by inverting plate on absorbent material.
NOTE: Use of an automatic microplate washer is strongly recommended. 

Incomplete washing will adversely affect assay precision. If a 
microplate washer is not available, follow these steps to wash the 
plate manually:
(a) Completely aspirate the liquid from each well 
(b) Dispense 400 µL of the wash solution into each well using a 

precision pipette
(c) Aspirate the liquid again
(d) Repeat steps (b) and (c) four times

7. Add 100 L of the antibody-biotin conjugate solution to each well using a 
precision pipette.

8. Incubate the wells, shaking at 600–800 rpm on an orbital microplate shaker, 
for one hour at room temperature (~25°C).

9. Aspirate and wash each well five times with the wash solution using an 
automatic microplate washer. Blot dry by inverting plate on absorbent material.

10. Add 100 µL of the streptavidin-enzyme conjugate to each well using a 
precision pipette.

11. Incubate the wells, shaking at 600–800 rpm on an orbital microplate shaker, 
for 30 minutes at room temperature (~25°C).

12. Aspirate and wash each well five times with the wash solution using an 
automatic microplate washer. Blot dry by inverting plate on absorbent material.

13. Add 100 L of the TMB chromogen solution to each well using a precision 
pipette.

 Avoid exposure to direct sunlight.
14. Incubate the wells, shaking at 600–800 rpm on an orbital microplate shaker, 

for 8–12 minutes at room temperature (~25°C).
NOTE: Be aware that the color may develop more quickly or more slowly 

than the recommended incubation time depending on the localized 
room temperature. Visually monitor the color development to 
optimize the incubation time.

R 20/21/22: Harmful by inhalation, in contact with skin 
and if swallowed.
R 68/20/21/22: Harmful: possible risk of irreversible 
effects through inhalation, in contact with skin and if 
swallowed.
S 36/37: Wear suitable protective clothing and gloves.
S 45: In case of accident or if you feel unwell, seek medical 
advice immediately (show the label where possible).
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15. Add 100 µL of the stopping solution to each well using a precision pipette.
16. Read the absorbance of the solution in the wells within 30 minutes, using a 

microplate reader set to 450 nm. 
NOTE: 1) While reading the absorbance of the microtitration well, it is 

necessary to program the zero calibrator as a “Blank”. 
2) If wavelength correction is available, set the instrument to dual 
wavelength measurement at 450 nm with background wavelength 
correction set between 600 and 630 nm.

RESULTS
1. Calculate the mean absorbance for each calibrator, control or sample.
2. Plot the log of the mean absorbance readings for each of the calibrators along 

the y-axis versus log of the AMH concentrations in ng/mL along the x-axis, 
using a cubic regression curve-fit. Use of curve fits other than recommended 
may cause results to vary.

3. Determine the AMH concentrations of the controls and samples from the 
calibration curve by matching their mean absorbance readings with the 
corresponding AMH concentrations.

4. Any sample reading higher than the highest calibrator should be 
appropriately diluted using sample diluent and reassayed. For pediatric male 
samples: Dilute 1 part sample with 9 parts Sample Diluent before testing.

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

6. Multiply the value by a dilution factor, if required.
NOTE: If the absorbance readings exceed the limitations of the plate reader, 

a second reading at 405 nm is needed (reference filter between 600 
and 630 nm if available). In this case, proceed to construct a second 
calibration curve as above with the absorbance readings of all 
calibrators at 405 nm. The concentration of the off-scale samples at 
450 nm is then read from the new calibration curve. The readings at 
405 nm should not replace the on-scale readings at 450 nm.

LIMITATIONS
• The reagents supplied in this kit are optimized to measure AMH levels in 

serum and lithium heparin plasma.
• For assays employing antibodies, the possibility exists for interference by 

heterophile antibodies in the sample. Samples from individuals which have 
been regularly exposed to animals or have received immunotherapy or 
diagnostic procedures utilizing immunoglobulins or immunoglobulin 
fragments may produce antibodies, e.g. HAMA, that interfere with 
immunoassays. Additionally, other heterophile antibodies such as human anti-
goat antibodies may be present in samples.13,14

• If there is evidence of microbial contamination or excessive turbidity in a 
reagent, discard the vial.

QUALITY CONTROL
• Each laboratory should establish mean values and acceptable ranges to assure 

proper performance.
• AMH Gen II ELISA controls or other commercial controls should fall within 

established confidence limits.
• The confidence limits for AMH Gen II ELISA controls are provided with the 

AMH Gen II Calibrator and Control kit.
• A full calibration curve, plus low and high level controls, should be included 

in each assay.
• The TMB chromogen solution should be colorless to very light yellow. 

Development of a blue color may indicate reagent contamination or instability.

EXPECTED VALUES
1. Each laboratory should establish its own reference ranges to assure proper 

representation of specific populations.

†Non parametric reference at 90% limit. 
ND = Non-Detectable

TYPICAL CALIBRATION CURVE

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

SPECIFIC PERFORMANCE CHARACTERISTICS
All analytical characteristics are stated in ng/mL. To convert to SI units 
(International System of Units):

1 ng/mL = 7.14 pM

Method Comparison

The AMH Gen II ELISA has been compared to another commercially available 
AMH kit (Method X). One hundred nineteen male and female serum and lithium 
heparin plasma samples, ranging in age from 20-50 years were assayed and linear 
regression analysis of the results yielded the following:
Regression:
A. AMH SERUM =1.0 (Method X) 
(r = 0.98; 97.5% CI = 0.95-0.98, P <0.0001)

B. AMH PLASMA =0.967 (Method X) 
(r = 0.98; 97.5% CI = 0.95-0.98, P <0.0001)

SAMPLES
MEDIAN

AGE
(yrs)

MEDIAN IN
(ng/mL)

2.5–97.5TH 
PERCENTILE IN

(ng/mL)

Random Males (N=136)
Random Females (N=95)

38
30

5.7
2.4

1.3-14.8
ND-12.6

Males fertility clinic (N=100)
Females 3rd day of cycle (N=106)

37
-

5.3
1.5

0.8-14.6
ND-10.6

Post Menopausal Females (N=45)†

Boys (N=36)†

Girls (N=36)†

71
4.8
5.0

ND
56.3
1.3

ND
3.8-159.8
ND-8.9

WELL NO. WELL CONTENTS MEAN 
ABSORBANCE

CONC.
(ng/mL)

CALIBRATORS

A1, A2 A (Blank) 0

B1, B2 B 0.019 0.16

C1, C2 C 0.053 0.4

D1, D2 D 0.17 1.2

E1, E2 E 0.57 4.0

F1, F2 F 1.47 10.0

G1, G2 G 3.11 22.5

y = 1.0018x
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Dilution Recovery (Linearity)
Multiple dilutions of four samples containing various AMH levels with AMH 
Gen II sample diluent (zero) resulted in the following data.16  

Spiking Recovery

Addition of three different levels of AMH to four patient samples with low AMH 
resulted in the following data:

Imprecision:

Reproducibility of the AMH Gen II assay was determined in a study using two in-
house serum pool based controls (Q1, Q2) and two kit controls (C1, C2) with two 
lots of reagents. The study included a total of 40 assays, four replicates per 
assay.15

Analytical Specificity

The antibodies used in the assay bind to the mature region of AMH, which is 
more stable against proteolysis compared to pro-hormone region.  This highly 
characterized dual monoclonal antibody pair is specific to AMH and does not 
detect inhibin A, activin A, FSH and LH at 2 times their physiological 
concentrations.

Interference

When potential interferents (hemoglobin, triglycerides and bilirubin), were added 
at least at two times their physiological concentration, AMH concentrations were 
within ±10% of the control as represented in the following table.17

Limit of Detection (LoD): 

The lowest amount of AMH in a sample that can be detected with a 95% 
probability is 0.08 ng/mL. The value was determined by processing a complete 
seven point calibration curve, controls and seven serum samples in the range of 
zero to 1.5 ng/mL.18 Two assay runs per day were performed over 10 days with all 
samples run in duplicate per run. 

Limit of Quantitation (LoQ): 

The estimated minimum dose achieved at 20% total imprecision is 0.16 ng/mL. 
The value was determined by processing a complete seven point calibration 
curve, controls and eight human serum samples with at least two samples that 
were less than the median of normal and minimum of three samples that were 
greater than the median of normal over 20 runs and 10 days in duplicates.18 
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SAMPLE DILUTION 
FACTOR (1:X)

EXPECTED VALUE 
IN (ng/mL)

OBSERVED VALUE 
IN (ng/mL)

%
RECOVERY

1

Neat value
2
4
8

16

4.94
2.47
1.24
0.62
0.31

N/A
2.66
1.37
0.63
0.26

N/A
108
110
102
84

2

Neat value
2
4
8

16

6.47
3.24
1.62
0.81
0.41

N/A
3.46
1.77
0.88
0.37

N/A
107
109
109
90

3

Neat value
2
4
8

16

10.34
5.17
2.58
1.29
0.65

N/A
5.23
2.59
1.34
0.59

N/A
101
100
104
91

4

Neat value
2
4
8

16

12.86
6.43
3.22
1.61
0.80

N/A
6.36
3.11
1.58
0.68

N/A
99
97
98
85

SAMPLE ENDOGENOUS 
CONC. (ng/mL)

EXPECTED 
CONC. (ng/mL)

OBSERVED 
CONC. (ng/mL)

%
RECOVERY

1 0.67
1.97
3.16
4.24

1.96
3.20
4.45

99
101
105

2 1.16
2.44
3.60
4.66

2.53
3.81
5.01

104
106
107

3 2.21
3.44
4.55
5.57

3.86
4.48
5.69

112
98

102

4 1.47
2.73
3.88
4.93

2.77
3.87
5.07

101
100
103
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SAMPLE 
MEAN CONC. WITHIN RUN BETWEEN RUN TOTAL

(ng/mL) % CV % CV % CV

Q1 4.42 5.4 5.6 7.7

Q2 14.03 3.6 4.5 5.8

C1 3.82 3.7 4.4 5.7

C2 16.45 3.4 4.0 5.3

INTERFERENTS ANALYTE 
CONC.

UNSPIKED 
SAMPLE
(ng/mL)

SPIKED 
SAMPLE
(ng/mL)

% DIFFERENCE 
TO REFERENCE

HEMOGLOBIN 2 mg/mL 2.85 2.96 3.9

TRIGLYCERIDES 20 mg/mL 2.48 2.31 -6.9

BILIRUBIN 0.6 mg/mL 2.5 2.51 0.4
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Beckman Coulter sales representative.

Les traductions des modes d'emploi sont disponibles à l'adresse 
www.beckmancoulter.com ou auprès de votre représentant commercial de 
Beckman Coulter.

Las Instrucciones de uso traducidas pueden obtenerse en www.beckmancoulter.com o a 
través de su representante de ventas de Beckman Coulter.

Le IFU tradotte sono disponibili all'indirizzo www.beckmancoulter.com o presso il 
rappresentante delle vendite Beckman Coulter.

Übersetzungen der Gebrauchsanweisungen (IFUs) erhalten Sie über 
www.beckmancoulter.com oder von Ihrem Beckman Coulter-Vertriebsmitarbeiter.

As IFUs traduzidas estão disponíveis em www.beckmancoulter.com, ou num representante 
de vendas da Beckman Coulter.

Översatta bruksanvisningar finns att få på www.beckmancoulter.com och hos din Beckman 
Coulter säljrepresentant.

Du kan få IFU'er på www.beckmancoulter.com eller hos din Beckman Coulter-
salgsrepræsentant.

Οι μεταφρασμένες Οδηγίες χρήσης (IFU) διατίθενται στον ιστότοπο 
www.beckmancoulter.com ή από τον αντιπρόσωπο πωλήσεων Beckman Coulter σας.

Přeložené návody k použití jsou k dispozici na webových stránkách 
www.beckmancoulter.com nebo u místního zástupce společnosti Beckman Coulter.

A magyar nyelvű használati útmutatók a www.beckmancoulter.com címen, valamint a 
Beckman Coulter értékesítőknél érhetők el.

Tercüme edilen IFU’lar www.beckmancoulter.com adresinden veya Beckman Coulter satış 
temsilcinizden alınabilir.

Переведенные инструкции по применению можно найти на веб-сайте 
www.beckmancoulter.com или получить от местного представителя компании Beckman 
Coulter.

Oversatte bruksanvisninger finnes på www.beckmancoulter.com eller fra din Beckman 
Coulter-salgsrepresentant.

Preložený návod na použitie je k dispozícii na webovej stránke www.beckmancoulter.com 
alebo ho môžete získat od svojho zástupcu spoločnosti Beckman Coulter.

Manufactured by:
Beckman Coulter, Inc.
250 S. Kraemer Blvd.
Brea, CA 92821 U.S.A.

Beckman Coulter Ireland Inc.
Mervue Business Park,
Mervue, Galway,
Ireland 353 91 774068


	FSN_Beckman_5 07 2013.pdf
	FSN-2.pdf
	FSN_3.pdf

