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Instructions for Use 

 
 
 
 
 

SeraSpot® Anti-Parvovirus-6 IgG 
Spot immunoassay for the qualitative detection of IgG antibodies against  
6 Parvovirus B19 specific antigens in serum or plasma of human origin 

 

 SP-012-6 G-S6  48 

 SP-012-6 G-S12  96 

 In-vitro-diagnostic medical device  
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Intended Use 

SeraSpot® Anti-Parvovirus-6 IgG is an IVD test for the qualitative determination of antibodies of the IgG 
isotype against parvovirus B19 specific antigens NS-1, VP-2p, VP-2r, VP-1S, VP-C and VP-N in serum 
or plasma (citrate, EDTA, heparin) of human origin through manual and semi-automatic processing by 
a laboratory professional user.  

The test is used in combination with the device Seramun SpotSight® plate mono or Seramun SpotSight® 
well for image acquisition and the software Seramun SpotSight® scan for image analysis.  

It is intended to determine the immune status with respect to parvovirus B19 in samples from women 
during pregnancy and to aid in the diagnosis of patients with suspected parvovirus B19-associated 
disease. 

Principle of the Test 

SeraSpot® Anti-Parvovirus-6 IgG is a solid phase immunoassay (spot immunoassay) using recombinant 
purified antigens printed in array format (spot array) on the bottom of wells of 96-well microtiter plates. 
The antibodies will bind to the immobilized Parvovirus B19 antigens. After incubation and wash steps 
bound antibodies are detected by horseradish peroxidase (HRP)-labeled antibodies against human 
antibodies of IgG-type by substrate reaction with hydrogen peroxide and 3,3’,5,5’-tetramethylbenzidine 
(TMB). Blue spots indicate the formation of immune complexes. Spots range from pale to dark blue and 
are visible by eye. 

 
Detection of Specific Antibodies is Performed in 3 Steps: 

Step 1 
Incubation of 1 : 101 diluted samples for 30 min at room temperature in selected wells. After incubation 
samples are aspirated and unbound components are removed by 3 wash cycles with diluted wash 
buffer. 

Step 2 
Incubation of wells with the HRP-labeled anti-Human IgG for 30 min at room temperature. Removal of 
unbound conjugate antibodies by aspiration and 3 wash cycles with diluted wash buffer. 

Step 3 
Incubation of wells with substrate SeramunBlau® spot dark for 30 min at room temperature. The reaction 
is stopped by aspirating the substrate, followed by tapping the plate / strip dry onto lint-free absorbent 
paper. The developed arrays are to be stored light-protected until image analysis.  
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Test Components (Delivery Scope) 
 
 For 48  

Determinations 
For 96  
determinations  

1 

 

Microtiter plate  
(wells with arrays)  
Parvovirus B19-specific 
antigens and controls 
immobilized as spots in array 
layout  

6 single breakable 8-well strips 
in frame  
color coding: deep purple 
vacuum sealed with desiccant  

12 single breakable 8-well 
strips in frame  
color coding: deep purple 
vacuum sealed with desiccant  

2 
 

Wash buffer (10x)  
Seramun® Wash buffer A  
10x TRIS-based buffer  

100 mL  
concentrate  
for 1000 mL buffer  
colorless  
white cap  

100 mL  
concentrate  
for 1000 mL buffer  
colorless  
white cap  

3 
 

Sample diluent  
Seramun® Sample diluent B  

55 mL 
ready-to-use solution  
colored red  
black cap  

2 x 55 mL 
ready-to-use solution  
colored red  
black cap  

4 
 

Conjugate  
anti-Human IgG-HRP conjugate 
(Sheep)  

8,0 mL 
ready-to-use solution  
colored red  
red cap  

8,0 mL 
ready-to-use solution  
colored red  
red cap  

5 
 

 

Substrate  
SeramunBlau® spot dark  
3,3´,5,5´-Tetramethylbenzidine  

8,0 mL 
ready-to-use solution  
colorless  
blue cap  

8,0 mL 
ready-to-use solution  
colorless  
blue cap  

6 
 

Covering film  
 

2 pieces 2 pieces 

7 
 

Swab  
70 % (v/v) Isopropyl alcohol  

 

3 x 2 pieces 6 x 2 pieces 

8 CoA Certificate of Analysis  
 

1 piece  1 piece  

9 GAL Instructions for Use  1 piece  1 piece  

 

Used Antigens 
 

Nomenclature Description Origin 
NS-1 C-terminus of non-capsid protein NS-1  

(aa 403 - 671) 
recombinant 

VP-2p capsid protein VP2  
(aa 1 - 554) 

recombinant 

VP-2r capsid protein VP2  
(aa 1 - 554) 

recombinant 

VP-1S N-terminus of capsid protein VP1  
(aa 1 - 227) 

recombinant 

VP-C C-terminus of capsid protein VP2  
(aa 150 - 554) 

recombinant 

VP-N N-terminus of capsid protein VP1  
(aa 1 - 486) 

recombinant 
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Additional Materials and Aids Required for the Test Procedure 

Adjustable single-channel micro-pipettes • adjustable 8-channel micro-pipette or multi-pipette • reagent 
container for multi-channel micro-pipettes • measuring cylinder • test tubes for sample dilution • test tube 
rack • washer for 96-well microtiter plates • Seramun SpotSight® plate mono or SpotSight® well 
laboratory system with a connected PC and Seramun SpotSight® scan evaluation software • deionized 
water • lint-free absorbent paper • stop watch • collecting devices for infectious material • opaque cover 
(substrate reaction) 
 

Important Information  

This device is for in-vitro diagnostic use only. The kit may be performed by  
laboratory professionals only.  
Follow the instructions carefully. The shelf life specified must be observed. Do not use reagents from 
damaged packages or bottles. Do not use reagents from other manufacturers.  

Mixing of test kit components of different lots is only allowed for sample diluent, wash buffer 
and substrate. 

All serious incidents occurring in relation with SeraSpot® Anti-Parvovirus-6 IgG must be reported to the 
manufacturer and the competent authority of the EU member state in which user and / or patient are 
located. 

Information on Assay Procedure 
All reagents should be stored at 2…8 °C. Bring all components to room temperature before use. 
For larger sample series, pipetting reagents from liquid reservoirs using a multichannel pipette is 
recommended to avoid time delays.  

Avoid time delays when dispensing reagents.  

Substrate must be protected from direct light!  

Incorrect dilution of samples, incorrect washing of wells and incorrect timing may lead to erroneous 
results.  

Air bubbles generated by forceful pipetting of samples and/or reagents may cause uneven signal 
formation of arrays. These arrays cannot be evaluated.  

Damaged arrays, e.g. by scratching the bottom of the well with pipet tips or washer needles, are not 
suitable for evaluation. 

Before taking images of the wells make sure to remove particles or fibers which may adhere to the 
bottom side of the wells using the swab provided in the kit! 

Images of dried spots may appear more intense, which can lead to slight deviations of the measured 
values when scanned repeatedly. Assessment of the individual parameters is not changed. 

 
Workplace Requirements 
Processing spot immunoassays requires a clean workplace. Adhesion of fibers to the plastic surface 
of the wells must be avoided. Fibers may cause interferences when taking images of arrays and cause 
erroneous results. Workplace and kit components should not be exposed to direct sunlight. 
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Safety Instructions 
Reagents must not be swallowed. Contact with skin or mucous membranes should be avoided. Handle 
all components and patient samples as if potentially hazardous and infectious. 
Used wash buffer, other test kit components, and all materials that have come into contact with patient 
specimens and reagents should be collected in appropriate containers and disposed of according to 
local and national regulations. 
 
Information on hazardous ingredients, preservatives, and other ingredients of the individual 
components of the test kit can be found in the following table. 
 

Test component Hazard labeling and supplementary information on ingredients 

 
Contains material of animal origin. 

 
EUH208: Contains reaction mass of 5-chloro-2-methyl-2H-isothiazol-3-one and 
2-methyl-2H-isothiazol-3-one (3:1). May produce an allergic reaction. 

EUH210: Safety data sheet available on request. 

Preservatives: < 0.0015 % reaction mass of 5-chloro-2-methyl-2H-isothiazol-3-
one and 2-methyl-2H-isothiazol-3-one (3:1); < 0.1 % 5-bromo-5-nitro-1,3-
dioxane 

 
EUH208: Contains reaction mass of 5-chloro-2-methyl-2H-isothiazol-3-one and 
2-methyl-2H-isothiazol-3-one (3:1). May produce an allergic reaction. 

EUH210: Safety data sheet available on request. 

Preservatives: < 0.0015 % reaction mass of 5-chloro-2-methyl-2H-isothiazol-3-
one and 2-methyl-2H-isothiazol-3-one (3:1) 

Contains material of animal origin. 

 
Hazard components: N-methyl-2-pyrrolidone; 1-methyl-2-pyrrolidone 

Signal word: Danger 

  

H360D: May damage the unborn child. 

P201: Obtain special instructions before use. 

P280: Wear protective gloves/protective clothing/eye protection/face protection. 

P308+P313: IF exposed or concerned: Get medical advice/attention. 

EUH208: Contains reaction mass of 5-chloro-2-methyl-2H-isothiazol-3-one and 
2-methyl-2H-isothiazol-3-one (3:1). May produce an allergic reaction. 

Restricted to professional users. 

Preservatives: < 0.0015 % reaction mass of 5-chloro-2-methyl-2H-isothiazol-3-
one and 2-methyl-2H-isothiazol-3-one (3:1); < 0.1 % 5-bromo-5-nitro-1,3-
dioxane 

Contains material of animal origin. 

 
Preservatives: < 0.00015 % reaction mass of 5-chloro-2-methyl-2H-isothiazol-
3-one and 2-methyl-2H-isothiazol-3-one (3:1) 

 
— 
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Limitations of the Procedure 
Result interpretation should always consider clinical findings. Individual cases may require repeated 
investigations of samples taken at intervals of several weeks. In an early stage of infection antibodies 
may not be present yet or below detection limit.  

Impurities and cross contamination of reagents or samples by fungi or bacteria can lead to false positive 
as well as false negative results. 

Interference 
In rare cases, specimens may contain antibodies to BSA (bovine serum albumin) and / or AGE 
(advanced glycation end products), which may cause nonspecific reactions, so that the test result is 
read as "not available" ("n.a.") by the Seramun SpotSight® scan software. 
 

Sample Treatment 

Sample Collection 
Collect serum or plasma (citrate, EDTA, heparin) of human origin in suitable sampling container. 

Sample Shelf Life and Storage 
Samples can be stored at 2...8 °C for a maximum of 7 days. For longer periods samples have to be 
stored at < -15 °C. Repeated freezing and thawing of samples should be avoided!  

Sample Preparation 
Bring samples to room temperature before use. Homogeneity should be ensured by shaking 
components briefly.  
Samples have to be diluted 1 : 101 (v/v) with sample diluent. 
Example: 10 μL sample and 1000 μL sample diluent.  
 

Reagent Treatment 

Reagent Shelf Life and Storage 
The complete test kit with sealed reagent bottles and microtitration strips is stable until the printed 
expiration date when stored at 2...8 °C. All opened test kit components are stable for up to 2 months 
when stored properly at 2...8 °C. The diluted wash buffer can be stored at 2...8 °C for up to 1 month. 

Reagent Preparation 
Allow all components to reach room temperature prior to use. The microtiter plate is vacuum sealed 
with desiccant. The plate consists of a frame and strips with breakable wells. Allow the sealed plate to 
reach room temperature before opening. Unused wells should be stored at 2…8 °C and protected from 
moisture in the original cover carefully resealed.  

Dilute wash buffer (10x) 1 : 10 with deionized water.  
Example: 10 mL Wash buffer (10x) + 90 mL deionized water. The diluted wash buffer must be thoroughly 
mixed before use. 

The substrate must be protected from direct light. The test should not be performed with a substrate 
solution that is colored dark or contains colored precipitates. 
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Assay Procedure 

Performance at room temperature (RT, 18...25 °C). Bring all ready-to-use test reagents, diluted wash 
buffer and microplate to room temperature. Mix all reagents before use by gently shaking, avoid 
foaming. 

The aspiration and washing steps can be carried out manually or with the aid of a microtiter plate 
washer. 

Important Notes on Test Procedure: 
Avoid mechanical contact (scratching) on the bottom of the wells with pipette tips or 
washer needles. This will irreparably damage the array! 

All liquid reagents (sample, conjugate, and substrate) have to be pipetted without causing 
air bubbles into the wells! 

 

1. Provide the required number of                 according to the number of samples. 

2. Preparation of working dilution of the sample: 1 : 101 dilution  

e.g. 10 µL sample to 1000 µL sample diluent             . 

3. Pipette 100 µL diluted sample per well. 

4. Cover plate with covering film                    and incubate for 30 min at RT.  

5. Remove liquid, then wash wells 3x using 400 µL diluted wash buffer per well,  

Tap plate dry onto lint-free absorbent paper. 

6. Add 50 µL of the conjugate                             (anti-Human IgG-HRP) to each well. 

7. Cover plate with covering film                    and incubate for 30 min at RT.  

8. Remove liquid, then wash wells 3x using 400 µL diluted wash buffer per well,  

Tap plate dry onto lint-free absorbent paper. 

9. Add 50 µL of the substrate                     to each well.  

10. Cover plate and protect from light. Incubate for 30 min at RT.  

11. Remove liquid. Tap plate dry onto lint-free absorbent paper. 
12. Clean bottom of wells with swab                    shortly before scanning the images. 

13. Image the wells using the Seramun SpotSight® plate mono or SpotSight® well laboratory 

system with the Seramun SpotSight® scan analysis software. 

If imaging is performed with the SpotSight® well scanner, remove the microtiter plate wells from 
the plate frame and insert them into the scanner’s well holders. 

After aspiration of the substrate the color of developed spots is stable for 24 h when the plate is stored 
protected from light. 
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Evaluation of Results 

Arraylayout Antigens  Controls 

 

04 NS-1  01 Positive control (PC) 

05 VP-2p  02 Cut-off control (CO) 

06 VP-2r  03 Negative control (NC) 

07 VP-1S  10 IgG conjugate control (GC) 

08 VP-C  11 Serum control (SC) 

09 VP-N    

     

   P Well position marker 

Qualitative Evaluation 

Validity Criteria for the Test 

SeraSpot® Anti-Parvovirus-6 IgG test includes the following control spots: 

1. Positive control (PC). Intense spot, stained darker than cut-off control. Always stained. 

2. Cut-off control (CO). Weakly stained spot. Used for result evaluation of parameter specific signals. 

3. Negative control (NC). Pale spot with intensity lower than cut-off control  

4. Serum control (SC). Intense spot, always stained in presence of sample. Absence of spot indicates 
absence of sample. 

5. IgG conjugate control (GC). Intense spot. Serves as antibody isotype control. 

The test cannot be evaluated if one of the validity criteria listed in points 1 to 5 is not met. 

If the above-mentioned validity criteria are not met, test should be repeated strictly following the test 
procedure (incubation times and temperatures, sample and wash buffer dilution, wash steps, etc.). In 
case of repeated failure of the validity criteria contact the manufacturer. 
 

Interpretation of Results 

Test evaluation is performed using the Seramun SpotSight® plate mono or SpotSight® well laboratory 
system in combination with the Seramun SpotSight® scan software.  

The results are interpreted as follows: 

Evaluation Conditions* 

Positive 
Color intensity of VP-2p > cut-off control 
or 
Color intensity of at least two antigen spots > cut-off control 

Borderline Color intensity of VP-N or VP-2r or VP-C > cut-off control 

Negative 

Color intensity of antigen spots ≤ cut-off control 
or 
Color intensity of VP-1S > cut-off control 

* The parameter NS-1 is not evaluated.  
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Performance Characteristics 

Precision 
Samples with known antibody reactivity were examined in SeraSpot® Anti-Parvovirus-6 IgG, color 
intensities determined, and ratios calculated. These values were then used to determine the coefficients 
of variation (CV) as a measure of the precision within a test run (intra-assay CV), between different test 
runs (inter-assay CV) and between different test lots (lot-to-lot CV). 
 

Antigen Intra-assay coefficient 
of variation 

Inter-assay coefficient 
of variation 

Lot-to-lot coefficient of 
variation 

Ratio 
n=48 

CV [%] Ratio 
n=80 

CV [%] Ratio 
n=240 

CV [%] 

NS-1 1.67 8.00 1.70 7.38 1.71 10.82 

VP-2p 1.37 4.45 1.30 7.54 1.31 9.80 

VP-2r 1.52 4.88 1.53 8.72 1.54 7.22 

VP-1S 1.23 6.31 1.33 8.92 1.29 9.70 

VP-C 1.36 6.14 1.37 7.37 1.37 7.11 

VP-N 1.53 8.05 1.58 8.68 1.55 8.10 

Procedure  1 operator 
48 determinations 

1 batch 

5 operators 
2 determinations 
2 testings per day 

20 days 
1 batch 

5 operators 
2 determinations 
2 testings per day 

20 days 
3 batches 

 
Determination of the Cut-off Value 
The cut-off range is determined specifically for each test. 
 
Interfering Substances 
All tested substances do not have a significant impact on the test results even if present in elevated 
concentrations in the serum: 20 mg/dL bilirubin C and F each (simulation of icteric samples), 500 mg/dL 
hemoglobin (simulation of hemolytic samples), 1000 mg/dL lipids (triglycerides) (simulation of lipemic 
samples) and 500 IU/mL rheumatoid factor.  
 
Sensitivity 
Pre-characterized positive patient samples (n=111) were analyzed to determine the sensitivity and 
specificity in comparison to a reference test.  
 

IgG 
Reference test 

positive negative 

SeraSpot® 
positive* 60 0 

negative 2 49 

Samples total 62 49 

Sensitivity: 96.8 %  
Specificity: 100 %  

*Borderline samples were considered positive. 
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Determination of sensitivity using WHO standard 
SeraSpot® Anti-Parvovirus-6 IgG was compared to a reference test (IgG detection) using the WHO 
International Standard (2nd International Standard for Anti-Parvovirus B19 plasma, human, NIBSC 
01/602, 77 IU/mL). Dilution of the WHO standard to 19.25 IU/mL did cause strongly positive IgG signals 
against VP-1S and VP-2p in both tests. 
 
Examination of sera from pregnant women 
IgG positive (n = 53) and IgG negative samples (n = 75) pretested in a comparative ELISA were 
examined with SeraSpot® Anti-Parvovirus-6 IgG. This resulted in a sensitivity of 100 % and a specificity 
of 99 %. 
 
Application 
 
Automated Workflow 
Manually diluted positive samples were assayed side by side in SeraSpot® Anti-Parvovirus-6 IgG, by 
hand and by use of an automatic microplate processer. Data were generated with the device DS2® 
(Dynex Technologies). The correlation was calculated with r > 0.9 for the antigens (NS-1, VP-2p,  
VP-2r, VP-1S, VP-C, VP-N). Assay procedure using an automatic microplate processor such as DS2®

 

is possible.  
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Change History  
 

Version Section Modifications 

2026-07 

Entire document 
 
Intended Use 
Important Information 

Removing the Seramun SpotSight® strip and inserting the 
SpotSight® well 
Abbreviated formulation of the intended purpose 
Update of the table under “Safety Information” to reflect current 
labeling 
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Notes 
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