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Multiplexed Fertility Marker Assays:
LH, FSH and Progesterone
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Assay Protocol

Assay Components: 

•  Plate: MULTI-SPOT® 4-spot 96-well plate, pre-coated with all three capture antibodies 
•  Calibration: 8-level multi-analyte calibrator set (serum-based matrix)
•  Detection Antibodies:  solution containing 3 labeled reagents (two labeled antibodies and labeled progesterone) 

    and additives such as HAMA blockers

Protocol: 

1  Add 25 µL of labeled antibody solution to each well. 
2  Add 25 µL of serum sample or calibrators to each well. 
3  Incubate with shaking for 60 minutes. 
4  Wash 3X with PBS.
5  Add MSD Read Buffer T. 
6  Read plate on SECTORTM Imager 6000. 
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FSH and LH Assay Performance
EC

L

FSH Concentration (mlU/mL)

FSH Calibration Curve

1.E-01 1.E+011.E+00 1.E+02 1.E+03
10

10,000

100

1,000

100,000

1,000,000

Sensitivity:             0.13 mIU/mL
Dynamic Range:        0.13 to 200 mIU/mL
Variability:             5% CV 

Sensitivity:             0.02 mIU/mL 
Dynamic Range:        0.02 to 200 mIU/mL
Variability:             5% CV 
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Progesterone Assay Performance

Sensitivity:              0.1 ng/mL 
Dynamic Range:         0.1 to 70 ng/mL
Variability:              5% CV 
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Cross Reactivity

• Inter-assay cross reactivity was evaluated by testing calibrators spiked with FSH (42 mIU/mL), LH (25 mIU/mL) 
   and/or progesterone (12 ng/mL). 

• Only a slight cross-reactivity between LH and FSH was noted at the tested concentrations. 

• The progesterone assay was unaffected by the tested levels of FSH and LH, and elevated progesterone levels 
   had no measurable effect on the other immunoassays.
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Performance Summary

Assay

Analytical sensitivity = 2.5 SD above background

Clinical Range:              FSH:               1 - 110 mIU/mL
                           LH:               1 - 100 mIU/mL
                  Progesterone:              0.1 - 255 ng/mL

MSD Multiplexed Assay Roche Elecsys

FSH
LH

Progesterone

0.1 mIU/mL
0.02 mIU/mL
0.1 ng/mL

Analytical
Sensitivity

Range RangeAnalytical
Sensitivity

 200 mIU/mL
200 mIU/mL
70 ng/mL

200 mIU/mL
200 mIU/mL
100 ng/mL

0.1 mIU/mL
0.1 mIU/mL
0.15 ng/mL




