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Symbols used  

 
Manufactured by 

 
For research use only. Not for use in diagnostic 
procedures. 

 Lot number 

 Catalog number 

 
Use by 

 
Consult instructions for use 

 
Temperature limitation 

 Sample Diluent 

 High Sensitivity Conjugate 1 100x 

Intended use 

The INNOTEST ß-Amyloid(1-42) HS Conj is used in combination with INNOTEST 
β-Amyloid(1-42) REF 81576 or REF 81583 and Aβ (1-42) CAL-RVC pack REF 81577 or 
REF 81584 for the quantitative determination of β-amyloid(1-42) in plasma and cell 
culture supernatants. 
For research use only. Not for use in diagnostic procedures. Use of the INNOTEST 
β-Amyloid(1-42) HS Conj in combination with INNOTEST β -Amyloid REF 81576 and 
Aβ (1-42) CAL-RVC pack REF 81577, implies that no diagnostic claims can be made. 

Test principle 

The INNOTEST β-AMYLOID(1-42) is a solid-phase enzyme immunoassay in which 
the amyloid peptide is captured by a first monoclonal antibody, 21F12 (IgG2a). 
Plasma and cell culture supernatants are added and incubated. In a second 
incubation step, the biotinylated antibody 3D6 (IgG2b), is added. This antigen-
antibody complex is then detected by a peroxidase-labeled streptavidin. 
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After addition of substrate working solution, samples will develop a color. The color 
intensity is a measure for the amount of human β-amyloid(1-42) protein in the 
sample. 

Materials provided 

Reagents supplied: 

Component Quantity Ref. Description 
Sample Diluent 1x 30 ml 55706 Phosphate buffer with stabilizing proteins and 

0.01% MIT/<0.1% CAA as preservative. 
Conjugate 1 HS 1x 0.2 mL 54869 Mouse anti-β-amyloid(1-42) IgG labeled with biotin in 

phosphate buffer with stabilizing proteins and 
0.04% MIT/<0.1% CAA as preservative, to be diluted 
100x with Conjugate Diluent 1 before use. 
Conjugate Diluent 1 is supplied with INNOTEST 
β-AMYLOID(1-42) REF 81576 or REF 81583. 

Storage and stability 

- If kept at 2-8°C, and stored in the original vials, the reagents, opened or 
unopened, are stable until the expiry date of the kit. Do not use the reagents 
beyond the expiry date. 

- Conjugate 1 HS working solution is stable at room temperature for 24 hours. 

Materials required but not provided 

The INNOTEST β-AMYLOID(1-42) HS Conj is performed in combination with 
INNOTEST β-AMYLOID(1-42) REF 81576 or REF 81583 and Aβ(1-42) CAL-RVC pack 
REF 81577 or REF 81584. 

Safety and environment 

- Only adequately trained personnel should be permitted to perform the test 
procedure. 

- Specimens should always be handled as potentially infectious. All biological 
materials should be considered as being potentially infectious and should be 
handled as such. All biological materials should be disposed of in accordance 
with established safety procedures. 
 Autoclave for at least 15 minutes at 121°C. 
 Incinerate disposable material. 
 Mix liquid waste with sodium hypochlorite so that the final concentration is 

± 1% sodium hypochlorite. Allow to stand overnight before disposal. 
CAUTION: Neutralize liquid waste that contains acid before adding sodium 
hypochlorite. 

REMARK: Special precautions for Transmissible Spongiform Encephalopathy 
(TSE)/Prion contaminated materials: 

- Inactivation of samples 
Clinical samples, e.g. plasma, should be autoclaved or immersed in a solution of 
sodium hypochlorite resulting in 20000 ppm free chlorine for 1 hour before final 
disposal by incineration. 
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- Waste disposal 
All material classified as clinical waste should be disposed of by incineration at 
an authorized incineration site. For the safe handling of clinical waste, use 
secure leak-proof containers, e.g. double bagging, where appropriate. Avoid 
external contamination of the container. 

- Reference: 
 Advisory Committee on Dangerous Pathogens (UK) - Spongiform 

Encephalopathy Advisory Committee - Transmissible Spongiform 
Encephalopathy Agents: Safe Working and the Prevention of Infection 

 World Health Organization (WHO): WHO Infection Control Guidelines for 
Transmissible Spongiform Encephalopathies. 

See section “Reagents supplied”, for information about hazardous substances in 
the mixtures. 
Use of personal protective equipment is necessary: gloves and safety spectacles 
when manipulating dangerous or infectious agents. 
Waste should be handled according to the institution's waste disposal guidelines. 
All federal, state, and local environmental regulations should also be observed. 

Analytical precautions 

For the analytical precautions, see package insert of INNOTEST β-AMYLOID(1-42) 
REF 81576 or REF 81583. 

Directions for washing 

For automatic washing, a proposed protocol is as follows: 
- Pre-rinse the washer with the diluted Wash Solution. 
- Perform 5 wash cycles ensuring that: 

 the fill volume is 400 µL/well. 
 the dispensing height is set to completely fill the well. 
 the time taken to complete one aspiration/wash/soak cycle is approximately 

30 seconds. 
 after the washing procedure, the plate is inverted and tapped dry on 

absorbent tissue. 
Manual wash can be performed as follows: 
1. Remove the plate sealer. 
2. Discard the solution, invert the plate on an absorbent tissue and tap dry. 
3. Dispense 400 µL washing solution into each well, soak approximately 

30 seconds. 
4. Discard the solution. 
5. Repeat steps 3) and 4) 4 times. 
6. After the washing procedure, the plate is inverted and tapped dry on absorbent 

tissue. 
Incomplete washing will adversely affect the test outcome. Contamination of Wash 
Solution and washer can cause extensive problems. In case problems occur, 
disinfect the wash bottles and washer overnight with an appropriate disinfectant 
solution and rinse with water. 
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Preparation of the reagents 

Preparation of Standard (STD) series 
Ready-to-use calibrator 1 (CAL1) must be vortexed for 10 seconds before use. 

 
Conc. STD 

(pg/mL) 
Volume 1 

(µL) 
Conc. 1 
(pg/mL) 

Volume 2 
(µL) 

Conc. 2 
(pg/mL) 

Volume Diluent 
(µL) 

STD1 1000.0 TBD conc. CAL1 600.0 1000.0 TBD 
STD2 500.0 300.0 1000.0 600.0 500.0 300.0 
STD3 250.0 300.0 500.0 600.0 250.0 300.0 
STD4 125.0 300.0 250.0 600.0 125.0 300.0 
STD5 62.5 300.0 125.0 600.0 62.5 300.0 
STD6 31.3 300.0 62.5 600.0 31.3 300.0 
STD7 15.6 300.0 31.3 600.0 15.6 300.0 
STD8 7.8 300.0 15.6 600.0 7.8 300.0 

Volume 1 of STD1 (conc. 1000.0 pg/mL) needs to be calculated: 
Conc. 1 = effective concentration of CAL1 (see inserted label of the Aβ(1-42) 
CAL/RVC pack REF 81577 or REF 81584) 
Example: 
Conc. 1 = 3789 pg/mL 
Volume 1 = TBD (µL) 
Conc. 2 = 1000.0 pg/mL 
Volume 2 = 600 µL 
 Volume 1 = (1000.0 pg/mL x 600 µL) / (3789 pg/mL) = 158.4 µL 
Volume Diluent = Volume 2 – Volume 1 

Preparation of Conjugate 1 HS, Conjugate 2 and Substrate working solution 

# wells 8 16 32 64 96 
CONJ HS 1  µL 12 20 40 80 120 
CONJ DIL 1 mL 1.2 2 4 8 12 
CONJ 2 µL 
CONJ DIL 2 mL 

12 20 40 80 120 
1.2 2 4 8 12 

SUBS µL 
SUBS BUF mL 

12 20 40 80 120 
1.2 2 4 8 12 

Preparation of diluted Wash Solution 
Prepare at least 40 mL of diluted Wash Solution for each test strip. 

# wells 8 16 32 64 96 
WASH SOLN 25x  mL 5 10 20 40 60 
H2O  mL 120 240 480 960 1440 

Test procedure 

Please read ‘Analytical precautions’ before performing the test. 
NOTE: 
- Determine the total number of wells required, considering that for each test run, 

duplicate wells of the 8 STD points, and samples should be foreseen. 
- Since sample incubation takes 3 hours, the dispensing time should be reduced 

to a minimum. In order to reduce a reactivity shift, an uncoated polypropylene 
microplate has been added to the kit as a “waiting station”. We advise the use 
of this preparation plate when more than 6 strips need to be used. Dispense 
130 µL of sample and STD series into the wells of the preparation plate. 
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- Bring the aluminium foil bag containing the strips and all reagents (except the 
wash solution) to room temperature (18-30°C) and put the wash solution in a 
warm wather bath or incubator at 30-40°C approximately 60 minutes before 
use. To avoid water condensation into the wells, the aluminium foil bag must be 
kept closed until the strips have reached room temperature. Return all reagents 
(inclusive the strips) to the refrigerator immediately after use. 

- Allow CAL1 and samples to reach room temperature (18-30°C) approximately 
60 minutes before use. 

- Prepare a standard curve using the CAL1 vial from the Aβ(1-42) CAL-RVC pack 
REF 81577 or REF 81584. Dilute CAL1 in Sample Diluent to obtain STD1 with a 
concentration of 1000.0 pg/mL. The concentration of the CAL1 is mentioned on 
the inserted label of the Aβ(1-42) CAL-RVC pack. The standard curve is 
composed of eight points (1000.0, 500.0, 250.0, 125.0, 62.5, 31.3, 15.6 and 
7.8 pg/mL). For duplicate testing, prepare at least 300 µL per STD point. 

- Make sure that all reagents, CAL1 and samples are ready before starting the 
assay. Once the test has started, it must be performed without any interruption 
in order to achieve the most reliable and consistent results. 

- Samples and STD series must be vortexed 10 seconds before testing. 
1. Take the strip-holder with the required number of strips. Place any unused 

strips in the plastic minigrip bag with the silicagel desiccant. 
2. a) In case a limited number of samples needs to be tested: 

Add 100 µL of each samples and STD to duplicate wells of the antibody-
coated plate. 
b) In case a larger number of samples needs to be tested (more than 
6 strips): 
Transfer 100 µL from each well of the polypropylene plate to duplicate wells 
on the antibody-coated plate, using a multi-channel pipette. 

3. Cover the strips with an adhesive sealer and incubate for three hours at 
room temperature (18 – 30°C) while shaking on an orbital shaker. 

4. Prepare Conjugate 1 HS working solution according to the preparations 
for use, just before the end of step 3. 

5. Wash each well 5 times (see ‘Directions for washing’). 
6. Add 100 µL of Conjugate 1 HS working solution to each well. Cover the 

strips with a new adhesive sealer and incubate for one hour at room 
temperature (18 – 30°C). 

7. Prepare Conjugate working solution 2 – according to the preparations for 
use – just before the end of step 6. 

8. Wash each well 5 times (see ‘Directions for washing’). 
9. Add 100 µL of Conjugate working solution 2 to each well. Cover the strips 

with a new adhesive sealer and incubate for 30 min at room temperature 
(18 - 30°C). 

10. Prepare Substrate working solution just before the end of step 9. 
11. Wash each well 5 times (see ‘Directions for washing’). 
12. Add 100 µL of Substrate working solution to each well. Incubate for 

30 ± 3 minutes at room temperature (18 – 30°C) in the dark. 
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13. To stop the reaction, add 50 µL of Stop Solution to each well in the same 
sequence and at the same time intervals as the Substrate Solution. Tap the 
strip-holder carefully to ensure optimal mixing. 

14. Read (within 15 minutes after step 13) the absorbance at 450 nm (single 
wavelength). For dual wavelength analysis, 690 nm, 620 nm or 595 can be 
used as the reference wavelength. 

NOTES: 
- Conditioned medium from cell lines can be concentrated by drying and 

redissolved in Sample Diluent (100 µL is needed per assay for β-Amyloid(1-42)). 
- It is advised to perform the same manipulations with peptides dissolved in the 

extraction buffer, as for the unknown samples, in order to have an idea on the 
recovery of the peptide after the concentration step. 

- Store samples at 4°C until the analysis is finished successfully. Repeated 
freezing and thawing of samples can affect the outcome of the assay. 

Results 

Validation 

- The absorbance at 450 nm of the individual blanks should be lower than 0.100. 
- The absorbance at 450 nm of the highest standard should be higher than 1.500. 

NOTE: Absorbance values for dual wavelength (450 nm and 620 nm) analysis differ 
about 50 mOD from the single wavelength values. This does not affect the final 
outcome of the test. 

Calculation of the results 

Calculate the mean absorbance for the CAL, RVC and the unknown samples. 
Repeat the test if the % difference ((( abs (V1 - V2)) / ((V1 + V2)/2) ) * 100 with 
v = value) between individual OD values is more than 20%. 
Construct the calibration curve by plotting the mean absorbance values obtained 
for each of the β-amyloid(1-42) calibrators on the vertical (Y) axis versus the 
corresponding β-amyloid(1-42) concentrations on the horizontal (X) axis. Draw the 
best fitting curve through these points. 
NOTE: A sigmoidal 4 parameter curve fitting is recommended. If a blank was 
included in the run, do not use it in the curve fitting. 
Use the mean absorbance value of each unknown plasma sample to determine the 
corresponding concentration of β-amyloid(1-42) in pg/mL from the calibration curve. 

The concentration of the samples can only be determined if the absorbance is 
within the limits of the calibration curve. Extrapolation of results from OD values 
which are higher than the highest calibrator or lower than the lowest calibrator can 
lead to incorrect results. 

Limitations of the test procedure 

The INNOTEST β-AMYLOID(1-42) assay procedure was designed to quantify 
β-amyloid(1-42) in human cerebrospinal fluid (REF 81576 or REF 81583), plasma 
and cell culture supernatant (high sensitivity test procedure, REF 81584). 
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If the INNOTEST β-Amyloid(1-42) HS Conj is used in combination with INNOTEST 
β-Amyloid REF 81576 and Aβ (1-42) CAL-RVC pack REF 81577, no diagnostic 
claims can be made. 
Insufficient data are available to interpret tests performed on other body fluids or 
brain tissue samples. 
Therefore, testing of such specimens with this test protocol is not recommended. 

Disclaimer 

A license regarding amyloid beta antibodies contained in this product under patents 
US 5750349 has been obtained from Takeda Pharmaceutical Company Limited. 
Furthermore, a license for the use of amyloid beta monoclonal antibodies contained 
in this product under patents US 6114133, US 7811769, and EP 0792458 has 
been obtained from Eli-Lilly and Company. 

Trademarks 

INNOTEST is a worldwide registered trademark® such as in Europe, USA, Japan, 
China. 


