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ANA (Antinuclear Antibody) Elisa 
CAT NO DESCRIPTION PACK SIZE 

EIAANA1 ANA Elisa   96 Tests 

Intended Use: 
The Antinuclear antibody Elisa is intended for use in the detection of ANA 
antibody to the virus in human serum. 
 

Summary and Principle: 
ANA positive disease many, most in in lupus erythematosus, can be seen in 
the drugs cause lupus, overlap syndrome, mixed connective tissue disease, 
systemic scleroderma, dermatomyositis, drying syndrome (SS) rheumatoid 
arthritis, autoimmune hepatitis (lupus sample hepatitis) hashimoto’s 
thyroid inflammation (chronic thyroid inflammation) and myasthenia 
gravis, etc. 
Purified ANA antigen is coated on the surface of microwells. Patient serum 
is added to the wells, and the ANA antibody, if present, binds to the 
antigen during incubation. After washing the wells to remove unbound 
sample, antibody to HRP Conjugated Antibodies are added. Unbound 
conjugate is removed by a subsequent washing step. A solution of TMB 
Reagent is then added to the microwells. The enzyme conjugate catalytic 
reaction is stopped at a specific time. The intensity of the colour generated 
is proportional to the amount of ANA antibody in the sample 
Reagent Composition: 

COMPONENT SIZE DESCRIPTION 

Microwell 
Plate 

1x96 
wells 
(12x8 
well 
plate) 

Each microwell is coated with ANA antigen. The 
microwells can be broken and used separately. Place 
unused wells or strips in the provided plastic sealable 
bag together with the desiccant and store at 2-8oC. 
Once open the wells are stable for 2 months at 2-8oC. 

HRP Conjugate 1x6.5ml Rabbit human IgG conjugated with HRP. Ready to use 
and stable for 2 months when opened and stored 
without contamination at 2-8oC. 

Specimen 
Diluent 

1x11ml Tris Buffered Saline with a pH of 7.4. Ready to use 
and stable for 2 months when opened and stored 
without contamination at 2-8oC. 

Wash Buffer 
(40X) 

1x20ml Contains Tris Buffered saline with a detergent. 
Concentrated and should be diluted 40X. 780ml of 
Distilled water plus 20ml of the Wash Buffer 
concentrate. Once Diluted stable for 2 months at 
Room Temperature. 

Substrate A 1x7ml TMB Substrate reagent. Ready to use and stable for 2 
months when opened and stored without 
contamination at 2-8oC. 

Substrate B 1x4ml Hydrogen Peroxide reagent. Ready to use and stable 
for 2 months when opened and stored without 
contamination at 2-8oC.  

Stop Solution 1x6ml Contains diluted sulphuric acid. Ready to use and 
stable for 2 months when opened and stored without 
contamination at 2-8oC. 

Cut-off Control 1x2ml Cut off control for ANA. Ready to use and stable for 2 
months when opened and stored without 
contamination at 2-8oC. 

Positive 
Control 

1x2ml Human serum positive for ANA. Ready to use and 
stable for 2 months when opened and stored without 
contamination at 2-8oC. 

Plastic Sealable bag, IFU and Cardboard plate covers. 

Materials required but not provided: 

Distilled water, Vortex mixer, Micropipettes, Incubator, Microplate Reader and 
Microplate washer. 

Specimen Collection: 
Serum should be prepared from whole blood specimen obtained by acceptable 
medical techniques. The kit is for use with serum samples without additives only. 
Storage and Stability: 
The contents of the kit will remain stable up to expiry date when stored at 2-8oC. Do 
not freeze. Keep all components tightly capped and without any contamination. Place 
unused wells in zip-lock bag provided and return to 2-8oC, under which conditions the 
wells will remain stable for 2 months, or until the labelled expiry date, whichever is 
earlier. Seal and return all the other unused reagents to 2-8oC, under which 
conditions the stability will be retained for 2 months, or until the labelled expiry date, 
whichever is earlier. 
 

Procedure: 

Reagent preparation: 
1. All reagents should be allowed to reach room temperature for 

15 minutes before use. 
2. Prepare a 1:40 dilution of Wash Buffer to rinse Microwell Plate.  

 
 

 
STEP 1 

Preparation: Remove the number of wells required and number each well 
for the assay series. 

STEP 2 
Addition of Specimen dilution: Dispense 2 drops (100ul) of Specimen 
Diluent into the wells (don’t add to Negative and Positive well). 

STEP 3 
Addition of Sample and Controls: Dispense 5ul of Test Sample into 
appropriate wells. Drop 1 drop (50ul) of Cut-off Control, Positive Control 
into Cut-Off Control well and Positive Control well separately. 

STEP 4 
Incubation: Shake the microwell plate gently for 30 seconds and mix well. 
Incubate the plate at 37oC using an incubator for 20minutes. 

STEP 5 
Washing: At the end of the incubation period, remove and discard the 
plate cover. Wash each well 5 times with the diluted Wash Buffer 
(standing for20 seconds every time – Soak time of 20 seconds) and pat dry. 

STEP 6 
Addition of HRP Conjugate: Add one drop (50ul) of HRP Conjugate to each 
well.  

STEP 7 
Incubation: Cover the plate with the plate cover and incubate for 
20minutes at 37oC. 

STEP 8 
Washing: At the end of the incubation period, remove and discard the 
plate cover. Wash each well 5 times with the diluted Wash Buffer 
(standing for 20 seconds every time – Soak time of 20 seconds) and pat 
dry. 

STEP 9 
Addition of the Substrate: Add one drop (50ul) of Substrate A and 
Substrate B (30ul).  

STEP 10 
Incubation: Cover the plate with the plate cover. Incubate at 37oC using an 
incubator for 10 minutes.  

STEP 11 
Stopping the Reaction:  Add one drop (50ul) of Stop solution and read 
result with visual observation or a microwell reader. 

 
Interpretation of Results: 
 
The Cut-off control absorbance is used for classification of 
negative and positive samples. Absorbance of samples greater 
than cut off control absorbance are positive and those that are 
lower are negative. 
 

1. Visual Observation: No colour indicates a negative result. Blue 
colour indicates positive result. 

2. Colorimetry: Read O.D at 450 nm with a microwell reader. 
Positive:  Sample O.D ≥ Cut-off O.D. 
Negative: Sample O.D < Cut-off O.D. 
 

Precautions: 
1. Product of different lots should not be mixed to use together. 
2. Wash Buffer may crystallise in low temperatures. Bring to room 

temperature before use. 
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