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The preferred method for collecting whole saliva is by unstimulated passive 
drool.  Collection protocols are available on request.  Do not use Salivettes, 
the Salimetrics Oral Swab (SOS), Sorbettes, cotton, or polyester materials 
to collect samples.  False readings will result (11).  Do not add sodium azide to 
saliva samples as a preservative.  Samples visibly contaminated with blood 
should be recollected.  Avoid sample collection within 60 minutes after eating a 
major meal or within 12 hours after consuming alcohol.  Acidic or high sugar 
foods can compromise assay performance by lowering sample pH and 
influencing bacterial growth.  To minimize these factors, rinse mouth 
thoroughly with water 10 minutes before sample is collected.  Record the time 
and date of specimen collection.  After collection it is important to keep 
samples cold, in order to avoid bacterial growth in the specimen.  Refrigerate 
sample within 30 minutes, and freeze at or below -20ºC within 4 hours of 
collection.  (Samples may be stored at -20ºC or lower for long term storage.)    
 
Freezing saliva samples will precipitate the mucins.  On day of assay, thaw 
completely, vortex, and centrifuge at 1500 x g (@3000 rpm) for 15 minutes.  It 
is important to avoid additional freeze-thaw cycles.  However, if samples have 
been refrozen, centrifuge again prior to assaying.   Samples should be at room 
temperature before adding to assay plate.  Pipette clear sample into appropriate 
wells.  Particulate matter may interfere with antibody binding, leading to falsely 
elevated results.  
 
Procedure 
 
Bring all reagents to room temperature.  Note:  It is important to keep the zip-
lock pouch with the plate strips closed until warmed to room temperature as 
humidity may have an effect on the coated wells.  Mix all reagents before use.   
 
Step 1:  Determine your plate layout.  Here is a suggested layout. 
 

 1 2 3 4 5 6 7 8 9 10 11 12 

A 2430 
std 

2430 
std Ctrl H Ctrl H         

B 810 std 810 std Ctrl L Ctrl L         
C 270 std 270 std Unk-1 Unk-1         
D 90 std 90 std Unk-2 Unk-2         
E 30 std 30 std Unk-3 Unk-3         
F 10 std 10 std Unk-4 Unk-4         
G Zero Zero Unk-5 Unk-5         
H NSB NSB Unk-6 Unk-6         

 
Step 2:  Keep the desired number of strips in the strip holder and place the 
remaining strips back in the foil pouch.  If you choose to place non-specific 
binding wells in H-1, 2, remove strips 1 and 2 from the strip holder.  Break off 
the bottom wells in each strip.  Place the strips back into the strip holder leaving 
H-1, 2 blank.  Break off 2 NSB wells from the strip of NSBs included in the 
foil pouch.  Place in H-1, 2.  Alternatively, NSBs may be placed wherever you 
choose on the plate.  Reseal the zip-lock foil pouch with unused wells and 
desiccant.  Store at 2 - 8°C.   

Cautions:  1.  Extra NSB wells should not be used for determination of 
standards, controls, or unknowns. 

 2. Do not insert wells from one plate into a different plate.   
 
Step 3:  
• Label five polypropylene microcentrifuge tubes or other small tubes 2 

through 6. 
• Pipette 200 μL of assay diluent in tubes 2 through 6. 
• Serially dilute the standard 3X by adding 100 μL of the 2430 pg/mL 

standard (tube 1) to tube 2.  Mix well.  After changing pipette tips, 
remove 100 μL from tube 2 to tube 3.  Mix well.  Continue for tubes 4, 5, 
and 6.  The final concentrations of standards for tubes 1 through 6, 
respectively, pg/mL (values in nmol/L are 7.733, 2.576, 0.859, 0.286, 
0.095 and 0.032 nmol/L, respectively). 

• Pipette 18 mL of assay diluent into the disposable tube.  (Scale down 
proportionally if not using the entire plate.)  Set aside for Step 5. 

  
Step 4: 
• Pipette 50 µL of standards, controls, and unknowns into appropriate 

wells.  Standards, controls, and unknowns should be assayed in duplicate. 
• Pipette 50 µL of assay diluent into two wells to serve as the zero. 
• Pipette 50 µL of assay diluent into each NSB well. 
 
Step 5:  Dilute the enzyme conjugate 1:800 by adding 22.5 µL of the conjugate 
to the 18 mL of assay diluent prepared in Step 3.  (Scale down proportionally if  
 
 
 
 

not using the entire plate.)  If using 6 or fewer strips, 12.5 µL of conjugate to 10  
mL of assay diluent may be used.   Immediately mix the diluted conjugate 
solution and add 150 µL to each well using a multichannel pipette. 
 

Step 6:  Cover plate with adhesive cover provided. Rotate the plate 
continuously at 500 rpm for 1 hr at room temperature. 
 

Step 7:  Wash the plate four times with 1X wash buffer.  A plate washer is 
recommended.  However, washing may be done by gently squirting wash 
buffer into each well with a squirt bottle, or by pipetting 300 μL of wash buffer 
into each well and then flipping the liquid into a sink.  After each wash, the 
plate should be thoroughly blotted on paper towels before turning upright.  If 
using a plate washer, blotting is still recommended after the last wash. 
 

Step 8:  Add 200 µL of TMB solution to each well with a multichannel pipette. 
 

Step 9:  Mix on a plate rotator for five minutes at 500 rpm and incubate the 
plate in the dark at room temperature for an additional 25 minutes. 
 

Step 10:  Add 50 µL of stop solution with a multichannel pipette. 
 

Step 11: 
 

• Mix on a plate rotator for three minutes at 500 rpm.  Be sure all wells 
have turned yellow.  If green color remains, continue mixing until green 
color turns to yellow.  Caution:  Do not mix at speeds over 500 rpm.   

• Wipe off bottom of plate with a water-moistened, lint-free cloth and wipe 
dry. 

• Read in a plate reader at 450 nm.  Read plate within 10 minutes of adding 
stop solution.  (Correction at 490 to 630 is desirable.) 

 

Calculations 
 
1. Compute the average optical density (OD) for all duplicate wells. 
2. Subtract the average OD for the NSB wells (if used) from the average OD 

of the zero, standards, controls, and unknowns. 
3. Calculate the percent bound (B/Bo) for each standard, control, and 

unknown by dividing the average OD (B) by the average OD for the zero 
(Bo). 

4. Determine the concentrations of the controls and unknowns by 
interpolation using software capable of logistics.  We recommend using a 
4-parameter sigmoid minus curve fit.  

 

Limitations 
 
• Samples with progesterone values greater than 2430 pg/mL should be 

further diluted with assay diluent and rerun for accurate results. To obtain 
the final progesterone concentration, multiply the concentration of the 
diluted sample by the dilution factor. 

• A pH value should be obtained on samples that appear yellow or purple 
after assay diluent is added and the plate is mixed.  Samples with pH values 
< 4.0 or > 9.0 should be recollected. 

• See “Specimen Collection” recommendations to insure proper collection of 
saliva specimens and to avoid interfering substances.   

• Samples collected with sodium azide are unsuitable for this assay. 
• Any quantitative results indicating abnormal progesterone levels should be 

followed by additional testing and evaluation. 
 
Quality Control 
 

The Salimetrics’ high and low salivary progesterone controls should be run 
with each assay.  The control ranges established at Salimetrics are to be used as 
a guide.  Each laboratory should establish its own range.  Variations between 
laboratories may be caused by differences in techniques and instrumentation. 
 

Typical Results      
 

The results shown below are for illustration only and should not be used to 
calculate results from another assay. 
 

Well Sample Average OD B B/Bo Progesterone 
pg/mL 

A1,A2 S1 0.155 0.152 0.134 2430 
B1,B2 S2 0.303 0.300 0.265 810 
C1,C2 S3 0.534 0.531 0.469 270 
D1,D2 S4 0.800 0.797 0.704 90 
E1,E2 S5 0.983 0.980 0.866 30 
F1,F2 S6 1.075 1.072 0.950 10 
G1,G2 Bo 1.135 1.132 NA  
H1,H2 NSB 0.003 NA NA  
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Must use IFU that is shipped with product.



Salivary Progesterone EIA Kit, Cat.# 1-2502, 1-2502-5 3  Revision Date: 12-5-10 

Example:   Progesterone 4-Parameter Sigmoid Minus Curve Fit 

 
 
 
Material Safety Data* 
 
Hazardous Ingredients 
Liquid stop solution is caustic; use with care.   Progesterone may cause cancer.  
Avoid inhalation, ingestion, and contact with skin.   
We recommend the procedures listed below for all kit reagents.  Specific kit 
component MSDS sheets are available from Salimetrics upon request. 
 

Handling 
Follow good laboratory procedures when handling kit reagents.  Laboratory 
coats, gloves, and safety goggles are recommended.  Wipe up spills using 
standard absorbent materials while wearing protective clothing.  Follow local 
regulations for disposal. 
 
Emergency Exposure Measures 
In case of contact, immediately wash skin or flush eyes with water for 15 
minutes.  Remove contaminated clothing.  If inhaled, remove individual to 
fresh air.  If individual experiences difficulty breathing, give oxygen and call a 
physician. 
 
*The above information is believed to be accurate but is not all-inclusive.  This 
information should only be used  as a guide.  Salimetrics will not be liable for 
accidents or damage resulting from contact with reagents. 
 
Performance Characteristics 
 
A.   Recovery: 
 

Six saliva samples containing different levels of endogenous progesterone were 
spiked with known quantities of progesterone and assayed. 
 

Sample Endogenous 
(pg/mL) 

Added 
(pg/mL) 

Expected 
(pg/mL) 

Observed 
(pg/mL) 

Recovery 
(%) 

1 91.81 1000 1091.81 1188.34 108.8 
2 31.14 1000 1031.14 1042.59 101.1 
3 102.52 243 345.52 344.81 99.8 
4 18.86 243 261.86 251.83 96.2 
5 23.54 27 50.54 49.72 98.4 
6 2063.56 27 2090.56 1943.9 93.0 

 
 
B.   Precision: 
 
The intra-assay precision was determined from the mean of 12 replicates each. 
 

Sample N Mean 
(pg/mL) 

Standard Deviation 
(pg/mL) 

Coefficient of 
Variation (%) 

H 12 884.61 35.1 4.0 
L 12 39.23 3.3 8.4 

 
The inter-assay precision was determined from the mean of average duplicates 
for 12 separate runs. 
 

Sample N Mean 
(pg/mL) 

Standard Deviation 
(pg/mL) 

Coefficient of 
Variation (%) 

H 12 884.15 48.7 5.5 
L 12 28.04 2.7 9.6 

 
 
 
 
 

C.  Sensitivity: 
 
The lower limit of sensitivity was determined by interpolating the mean optical 
density minus 2 SDs of 20 replicates at the 0 pg/mL level.  The minimal 
concentration of progesterone that can be distinguished from 0 is 5 pg/mL.  
 
D.  Linearity of Dilution: 
 
Three saliva samples were diluted with assay diluent and assayed. 
 

Sample Dilution 
Factor 

Expected 
(pg/mL) 

Observed 
(pg/mL) Recovery (%) 

Sample 1   272.05  
 1:2 136.03 140.63 103.4 
 1:4 68.01 61.09 89.8 
 1:8 34.01 28.52 83.9 
 1:16 17.00 14.97 88.1 
Sample 2   282.90  
 1:2 141.45 131.74 93.1 
 1:4 70.73 65.08 92.0 
 1:8 35.36 36.72 103.8 
 1:16 17.68 16.37 92.6 
Sample 3   1188.34  
 1:2 594.17 581.16 97.8 
 1:4 297.09 268.12 90.2 
 1:8 148.54 134.85 90.8 
 1:16 74.27 56.89 76.6 

 
E.     Specificity 
 
The following compounds were tested at concentrations up to 1000 ng/mL for 
cross-reactivity: 
 

Compound 
Spiked  

Concentration 
(ng/mL) 

% Cross-reactivity 

Prednisolone 1000 0.0021 
Prednisone 1000 0.0038 
Cortisone 1000 0.0106 

11-Deoxycortisol 1000 0.0195 
21-Deoxycortisol 1000 0.0082 

17 α-Hydroxyprogesterone 1000 0.0723 
Dexamethasone 1000 0.0014 
Triamincinolone 1000 ND 
Corticosterone 500 0.1924 
Testosterone 1000 ND 

DHEA 1000 ND 
Cortisol 1000 ND 

Transferrin 1000 ND 
Aldosterone 1000 ND 

Estradiol 1000 ND 
Estrone 1000 ND 
Estriol 1000 ND 

 

ND = None detected (<0.004) 
 
F.  Correlation With Serum: 
 

The correlation between serum and saliva progesterone was determined by 
assaying  matched samples using the DSL serum progesterone EIA and the 
Salimetrics HS Salivary Progesterone EIA. 
 

The correlation between serum and saliva was highly significant, r (35) = 0.80 
(females, r (25) = 0.87, males, r (8) = 0.67), p < 0.001. 
 
G.  Salivary Progesterone Expected Normal Ranges: * 
 

Group Number Mean 
(pg/mL) 

Standard 
Deviation (pg/mL) 

Follicular phase 127 80.35 34.8 
Luteal phase 202 131.00 54.5 

Pre-menopausal, day 20 23 136.30 82.3 
Post-menopausal, day 

20 11 58.90 29.7 
 

*To be used as a guide only.  Each laboratory should establish its own range. 
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Seller’s Limited Warranty 
 
 “Seller warrants that all goods sold hereunder will be free from defects in 
material and workmanship.  Upon prompt notice by Buyer of any claimed 
defect, which notice must be sent within thirty (30) days from date such defect 
is first discovered and within three months from the date of shipment, Seller 
shall, at its option, either repair or replace the product that is proved to Seller’s 
satisfaction to be defective.  All claims should be submitted in written form.  
This warranty does not cover any damage due to accident, misuse, negligence, 
or abnormal use.  Liability, in all cases, will be limited to the purchased cost of 
the kit.   
 It is expressly agreed that this limited warranty shall be in lieu of all 
warranties of fitness and in lieu of the warranty of merchantability.  Seller 
shall not be liable for any incidental or consequential damages that arise 
out of the installation, use or operation of Seller’s product or out of the 
breach of any express or implied warranties.” 
 

“European Authorized Representative” 
Salimetrics Europe Ltd, Unit 7 Acorn Business Centre, 

Oaks Drive, Newmarket, CB8 7SY, UK 
(T) +44 (0) 1638782619 

 

EXAMPLE O
NLY

Must use IFU that is shipped with product.




