About Anti-Mullerian Hormone (AMH)

Anti-Mullerian hormone (AMH) is a member of the transforming growth factor beta superfamily, first discovered by Professor Alfred Jost. AMH is a diglycan protein composed of two identical 70×10³Da subunits connected by disulfide bonds, with a relative molecular mass of 140×10³Da; the human AMH coding gene is located on the short arm of chromosome 19, with a size of 2.4～2.8kb. Contains 5 exons. Anti-Mullerian Hormone (AMH) plays an important role in the development of gonadal organs and is one of the important markers of gonadal function in men and women. In males, AMH is mainly produced by testicular stromal cells, which starts from embryo formation and runs through life; in the development of male fetuses, AMH causes the degeneration of the Mullerian duct and forms a normally developed male reproductive duct.

In women, AMH is mainly produced by ovarian granulosa cells. Serum AMH maintains a lower level than that of men. From adolescence, the serum AMH level gradually decreases with time, and decreases to a level undetectable by ELISA in menopause.
The main application areas of anti-Mullerian hormones: 

Evaluation of ovarian reserve function (2) Polycystic ovary syndrome (PCOS) (3) Prediction in assisted reproductive technology (ART) (4) Premature ovarian failure (5) Cryptorchidism (6) Puberty precocious puberty

Inspection principle:

The kit uses a three-step sandwich enzyme-linked immunoassay for quantitative detection: In the first step, the standard, quality control and sample are added to the antibody-coated microwells and incubated. After the first incubation and washing, the biotin-labeled antibody is added to the microwells and incubated. After the second incubation and washing, the microwells were incubated with streptavidin-horseradish peroxidase conjugate (SHRP). After the third incubation and washing, add chromogenic solution (TMB) for incubation, and then add acidic stop solution to end the reaction. Theoretically, the antibody-biotin conjugate is combined with the solid-phase antibody-antigen complex and then combined with the streptavidin-horseradish peroxidase conjugate. In this way, the antibody-antigen-antibody biotin complex-SHRP is bound to the micropores and detected by the enzyme-substrate reaction. The degree of reaction between the enzyme and the substrate is determined by the dual wavelength with the dominant wavelength of 450nm and the reference wavelength of 630nm. The measured absorbance reflects the concentration of the detected substance in the sample and the calibrator, and is positively correlated, by establishing a logarithm-logarithm The standard curve equation is used to obtain the concentration of the hormone in the sample to be tested.

Product parameters:
	product name
	Anti-Mullerian Hormone (AMH) ELISA Quantitative Detection Kit

	Method


	Quantitative three-step sandwich immunoassay

	Incubation time


	90/30/30

	Range of test
	0.06-18ng/ml

	Sample size
	25μL

	Sample type
	serum

	Storage conditions
	2-8℃，Store away from light

	Valid period
	18 months

	Cross reaction
	N/A

	Precision


	Intra-assay coefficient of variation (CV) ≤10% Coefficient of variation between batches (CV) ≤15%

	Disturbing
	The interference of twice the physiological concentration of hemoglobin, triglyceride and bilirubin is within ±10%


Features introduction
独有的人源AMH特异性：只针对人源及灵长类AMH具有特异性，优化了检测特异性。
重组的人源AMH校准品：4个冻融周期保持稳定，预设浓度的校准品，避免由系列稀释引起的潜在误差
检测范围宽（0.06-18ng/ml）：避免样本重复试验。
三步夹心酶联免疫法：方法操作简单，适用于多数自动化平台。
长达18个月有效期：保证检测结果的一致性和保持高精密度。
6.  结果判读便捷：可使用各类计算软件进行结果的定量分析。 

1.Unique human-derived AMH specificity: It is only specific for human-derived and primate AMH, and the detection specificity is optimized.

2.Recombinant human source AMH calibrator: 4 freeze-thaw cycles remain stable, preset concentration of calibrator to avoid potential errors caused by serial dilution.

3.Wide detection range (0.06-18ng/ml): Avoid repeated tests on samples.

4.Three-step sandwich enzyme-linked immunoassay: The method is simple to operate and is suitable for most automated platforms.

5.Up to 18 months validity: to ensure the consistency of test results and maintain high precision.

6.Convenient interpretation of results: Various calculation software can be used for quantitative analysis of results.

Verification experiment:

 Comparison of the test results of 90 samples of LEHE quasi-TMAMH test reagent(in blue color) and a certain brand reagent(in gray color) .
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Analysis performance evaluation index:

Detection limit：

Three batches of finished kits tested 1 copy of the detection limit reference product (n=20), operate strictly in accordance with the product manual, analyze the statistical test results, calculate the average value M and standard deviation SD of the A value of 20 repeated detection results, Calculate the concentration value by M+2SD, the detection limit of this reagent is evaluated as follows, the detection limit is not higher than 0.06ng/mL:
	1
	2
	3

	M
	SD
	Detection limit
	M
	SD
	Detection limit
	M
	SD
	Detection limit

	0.0549
	0.0028
	0.04ng/mL
	0.0506
	0.0030
	0.03 ng/mL
	0.0472
	0.0032
	0.03 ng/mL


Linear：

Three batches of finished kits are used for re-testing 6 linear reference products (L1-L6) (n=2).

Operate strictly in accordance with the product instruction manual, analyze the statistical test results, and evaluate the linearity of the kit measurement system as follows:
	Sample
	Dilution factor
	1
	2
	3

	
	
	Test results (ng/ml)
	Correlation coefficient (r)
	Test results (ng/ml)
	Correlation coefficient (r)
	Test results (ng/ml)
	Correlation coefficient (r)

	L1
	1
	13.45 
	0.9990
	13.53 
	0.9980
	13.36 
	0.9980

	L2
	1/2
	6.70 
	
	6.63 
	
	6.42 
	

	L3
	1/6
	2.20 
	
	2.21 
	
	2.17 
	

	L4
	1/18
	0.69 
	
	0.72 
	
	0.74 
	

	L5
	1/72
	0.18 
	
	0.17 
	
	0.15 
	

	L6
	1/288
	0.04 
	
	0.04 
	
	0.05 
	


Accuracy 

Three batches of finished kits perform re-testing of 2 accuracy reference products (A1, A2) (n=3), Operate strictly in accordance with the product instruction manual, analyze the statistical test results, and evaluate the accuracy as follows:
	Sample
	Theoretical concentration（ng/ml）
	1
	2
	3

	
	
	Detection concentration（ng/ml）
	Concentration deviation
	Detection concentration（ng/ml）
	Concentration deviation
	Detection concentration（ng/ml）
	Concentration deviation

	A1
	5.0
	5.01 
	0.18%
	5.03 
	0.66%
	4.92
	-1.50 %

	A2
	1.0
	1.00 
	0%
	0.99 
	-1.01%
	0.99
	-0.72 %


Precision
Three batches of finished kits are used to test 2 precision reference products in duplicate (n=10), operate strictly in accordance with the product instruction manual, analyze the statistical test results, the repeatability and inter-batch difference evaluation of this kit is as follows:

Three batches of product in-batch middle and low value repeatability testing
	 Lot No.
	Sample
	standard deviation
	mean value
	CV
	Intra-run repeatability

	1
	Rm
	0.064
	2.998
	2.15%
	Highly consistent

	
	Rl
	0.028
	0.500
	5.66%
	Highly consistent

	2
	Rm
	0.082
	2.974
	2.76%
	Highly consistent

	
	Rl
	0.021
	0.507
	4.24%
	Highly consistent

	3
	Rm
	0.051
	2.959
	1.72%
	Highly consistent

	
	Rl
	0.020
	0.512
	4.00%
	Highly consistent


Three batches of product batch-to-batch detection

	 Sample
	Lot No.
	standard deviation
	mean value
	CV
	Intra-run repeatability

	Rm
	1
	0.072
	2.938
	2.44%
	Highly consistent

Highly consistent

Highly consistent

	
	2
	
	
	
	

	
	3
	
	
	
	

	Rl
	1
	0.020
	0.514
	4.00%
	Highly consistent

	
	2
	
	
	
	

	
	3
	
	
	
	


5.  Specificity (Cross reaction)
 Three batches of finished kits are used to test high concentrations of inhibin A, inhibin B, activin A, activin B, and activin AB solutions (n=2), strictly operate in accordance with the product instruction manual, analyze the statistical test results, and evaluate the specificity of the test kit as follows:
	Cross reactant
	concentration
	Cross-reactivity（%）

	Inhibin A
	100ng/mL
	Not detected

	Inhibin B
	100ng/mL
	Not detected

	Activin A
	50ng/mL
	Not detected

	Activin B
	50ng/mL
	Not detected

	Activin AB
	50ng/mL
	Not detected


6.  Interference 
Hemoglobin, triglycerides, and bilirubin were added to the quality control serum in an amount more than twice the physiological concentration. The concentration of AMH was within ±10% of the quality control concentration. The results are as follows: 

	Interfering substances 
	Detection concentration(mg/mL) 
	Sample concentration when not added (ng/mL) 
	Sample detection concentration after adding (ng/mL) 
	Degree of difference （%）

	Hemoglobin
	1.5
	2.5 ； 1.0
	2.449 ； 0.957
	-2.0 ； -4.3

	Triglycerides
	5.0
	2.5 ； 1.0
	2.478 ； 0.933
	-0.9 ； -6.7

	Bilirubin
	0.5
	2.5 ； 1.0
	2.466 ； 0.954
	-1.4 ； -4.6


