























Patient samples with a concentration of drug above the measuring range are to be
rated as> “Highest Standard (Standard A)”. The result must not be extrapolated.
The patient sample in question should be further diluted with assay buffer and
retested.

11. Test Procedure

Total assay time: 140 minutes

Dilute each of the standards, controls and samples as described in “Pre-test
Setup Instructions”.

Pipette 100 pL of each diluted “Standards”, “Low level control”, “High
level control” and samples into the respective wells of microtiter plate.

Wells

Al: Standard A

B1: Standard B

2 C1: Standard C

D1: Standard D

El: Standard E

F1: Standard F

G1: Low level control
H1: High level control
A2 and on: Samples

Cover the plate with adhesive foil.
3 Briefly mix contents by gently shaking the plate.
Incubate 60 minutes at room temperature (18-25°C).

Remove adhesive foil.

Discard incubation solution.

Wash plate three times each with 300 pL “Wash Buffer”.

Remove excess solution by tapping the inverted plate on a paper towel.

5 Pipette 100 pL “Conjugate” into each well.

Cover the plate with adhesive foil.

6 Incubate 60 minutes at room temperature (18-25°C).
Remove adhesive foil.
7 Discard incubation solution.

Wash plate three times each with 300 pL “Wash Buffer”.
Remove excess solution by tapping the inverted plate on a paper towel.

8 Pipette 100 pL “Substrate” into each well.
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Incubate 20 minutes without adhesive foil at room temperature (18-25°C)
in the dark.

Stop the substrate reaction by adding 100 pL “Stop Solution” into each well.
10 | Briefly mix contents by gently shaking the plate.
Colour changes from blue to yellow.

Measure optical density with a photometer at OD 450 nm with reference
11 | wavelength 650 nm (450/650 nm) within 30 minutes after pipetting the
“Stop Solution”.

12. Quality Control

The test results are only valid if the test has been performed following the
instructions. Moreover, the user must strictly adhere to the rules of GLP (Good
Laboratory Practice) or other applicable standards/laws. For a valid study, the
OD 450/650 of the highest standard should be >1,000 and the OD 450/650
of the lowest standard should be <0,200. In case of any deviation the following
technical issues (but not limited to) should be reviewed: Expiration dates of
reagents, storage conditions, pipettes, devices, incubation conditions, washing
methods, etc.

13. Calculation and Interpretation of Results

- Create a standard curve by using the standards. OD 450/650 nm for each
standard on the vertical (Y-axis) axis versus the corresponding drug concentration
on the horizontal (X-axis) axis.

- Standards and controls are prepared concentrated (10x). They should be diluted
with the dilution rate given in the “Pre-test setup instructions” before the test. The
standard curve should be prepared with the values obtained after dilution.

- The concentration of the samples can be read directly from this standard curve.
Using the absorbance value for each sample, determine the corresponding
concentration of drug from the standard curve. Find the absorbance value on
the Y-axis and extend a horizontal line to the curve. At the point of intersection,
extend a vertical line to the X-axis and read the drug concentration of the unknown
sample.

- If computer data is going to be used, we recommend primarily “Four Parameter
Logistic (4PL)" or secondly the “point-to-point calculation”.

- To obtain the exact values of the samples, the concentration determined from
the standard-curve must be multiplied by the dilution factor (1000x). Any sample
reading greater than the highest standard should be further diluted appropriately
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with assay buffer and retested. Therefore, if the pre-diluted samples have been
further diluted, the concentration determined from the standard curve must be
multiplied by the further dilution factor.

e.g.; If the pre-diluted sample further diluted in a ratio of 1/5 then results should
be multiplied by 5000.

- For low and high level controls values, refer to “Quality Control Certificate”
provided by each kit.

14. Analytical Performance

- Calibration curve (Linearity, Dilutional linearity): r> >0,95
Standard Curve
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© STD#1 (Standards: Concentration vs Mean OD Val... 0,121 1,237 50,982 2,754 0,999

This is only an example. Assay conditions will change in every assay and do not
use this curve for your assay calculations.

- Sensitivity: The lowest detectable level (Lowest detection limit, LOD) that can be
distinguished from the zero standard is 6 ng/mL

- Functional sensitivity (Limit of quantification-LOQ): 6,25 ng/mL

- Specificity: There is no cross reaction with native serum immunoglobulin
Recovery <100+£30%.

- Precision: Intra-assay and inter-assay CVs <30%

- Reference range/Therapeutic range: There isn’t any consensus for therapeutic
ranges. Therapeutic ranges can be different for age, sex and diseases. Please
refer to the latest literature for details.
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The “Quality control certificate” contains lot specific analytical performance data
and is supplied separately with each kit. If some further analytical performance
data is needed, please refer to the local distributor.

15. Automation

SHIKARI® Evolocumab ELISAis also suitable to run on automated ELISA processors.

16. Symbols and Cautions

Manufacturer Temperature limitation

Production date See instruction for use

1B~

Expiry date Caution
Lot number In vitro diagnostic medical device
Catalog number Control

® @ gLk

Do not use if package is damaged | | Control H Negative control

!
S

j/\TT Keep away from sunlight Control[ 1 | | Positive control
L
‘T Keep dry W Number of tests

According to 1SO 15223

Cautions: The performance of the kit can be achieved by fully complying with
the instructions. Modifications on the test procedure can affect the results and
these kinds of changes will not be charged as regular complaints. This product
is for professional use only and must be used for “Intended use” that is given in
the instructions for use. The results themselves should not be the only reason
for any therapeutically consequences. They must be correlated to other clinical
observations. Cut-off, reference ranges, etc. must be calculated/set according
to scientific standards by the users/laboratories. Information in the instructions
about cut-off, etc. performance characteristics, can only be considered as a
recommendation and does not give any responsibility to the manufacturer.

Limitations of liability: The manufacturer’s liability is limited to the purchase
price of the product in all circumstances. The manufacturer cannot be held
responsible for damage to the patient, lost profit, lost sales, damage to property
or any other incidental or consequential loss.

Technical support and complaints: Technical support can be given upon
request. If there is a problem with the product, complaints must be sent written to
info@matriksbiotek.com with the technical data (if available) like standard curve,
control results, etc. After the necessary examination, written reply will be given.
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Notes:
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