TeSeE SAP Combi Kit

Short Assay Protocol

¥ 192 3551186
Y 384 3551192
Y 768 3551191

REAGENT KIT FOR IN VITRO PURIFICATION AND DETECTION OF PrP*
ON BOVINE, OVINE, CAPRINE AND CERVIDS

Within the European Union, this test is approved as rapid test for the BSE and scrapie
testing programmes on cattle, sheep and goats which are set up in accordance with Annex
Ill, chapter A to Regulation (EC) No 999/2001.

The current TSE EURL guidelines suggest only the use of TSE rapid tests for the detection
of CWD in cervids which have undergone validation and received USDA and/or CFIA
approval for use with cervid tissue. For the EU member states undertaking targeted
surveillance of cervids, please refer to the EURL guidelines (TSE EU Reference Laboratory
Guidelines for the detection of Chronic Wasting disease in cervids, ftp://ftp.izsto.it/
EURL%20TSE/RAPID %20TESTS/Test%20protocols/).

This test kit has undergone validation and received USDA and CFIA approval for use with
cervid tissue for the detection of CWD in cervids.

EE] 2020/06

Digitally signed by Levinta Alexandru
Date: 2024.03.29 09:47:38 EET
Reason: MoldSign Signature
Location: Moldova




2 [EN]

TABLE OF CONTENTS

1 - GENERAL INFORMATION

2 - TeSeE SAP Combi Kit

2-1
2-2

Principle

Samples

Composition of the TeSeE SAP Combi Kits
Preparation of Reagents

Storage, Shelf-life

Assay Procedure

Calculation and Interpretation of the Results
Limits of the Test

3 - MATERIAL REQUIRED BUT NOT SUPPLIED

4 - PRECAUTIONS

5 - HYGIENE AND SAFETY INSTRUCTIONS

6 - REFERENCES



1 - GENERAL INFORMATION
Transmissible Spongiform Encephalopathies (TSE’s) are slow degenerative diseases of the central
nervous system induced by unconventional transmissible agents (UTAs) routinely called prions.

TSEs are generally classified according to their etiology, as iatrogenic, familial and/or sporadic.
Sheep scrapie has been reported in the 18th century and transmission demonstrated (including
to goats). However, the modes of contamination within flocks remain obscure. TSEs were also
described in deer and elk (chronic wasting disease, CWD) and in cow (Bovine Spongiform
Encephalopathy, BSE).

Humans are also susceptible to certain forms of TSE. There is compelling evidence supporting
that Bovine Spongiform Encephalopathy (BSE) has passed from cattle to human, probably
through consumption of contaminated meat.

In addition to this variant form of Creutzfeldt-Jakob disease (vCJD), other forms in humans
include the Kuru and the iatrogenic Creutzfeldt-Jakob disease.

Pure hereditary forms (such as the Gerstmann-Straussler-Scheinker syndrome [GSS]) and/or
sporadic CJD have been demonstrated in humans, but their incidences are low. We do not know
if similar sporadic TSE cases exist in animals.

The main characteristics of these diseases are:

¢ a slowly progressive but always fatal course,

e absence of conventional infectious agents,

e progressive accumulation in the central nervous system of an abnormal isoform of the natural
prion protein (PrP) called PrP%. This isoform is characterized by particular biochemical
properties and especially by an increased resistance to proteases.

The strikingly long incubation period that precedes the neurological symptoms suggests that
important events of TSE pathogeneses might take place in extra nervous sites and especially in
peripheral lymphoid tissues.

In spite of many unknown and/or incertitudes, the detection of abnormal PrP* is now established
as the method, to confirm TSE diagnosis. This detection is mainly achieved from post mortal
collected nervous tissues.

Abnormal PrP% has also been detected in a number of lymphoid tissue and organs: in the
germinal centres of spleen, lymph nodes, tonsils, and/or mucosa-associated lymphoid tissue
(but at the research area), in animal models or in scrapie sheeps, CWD deers and elks and vCJD
patients.

Reagent designed by the “Commissariat & I'Energie Atomique - CEA” (French Atomic Energy

Commission), developed, produced and marketed by Bio-Rad, allow PrPs detection on samples
of nervous tissues taken from animals.
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Test performed with the following reagents and accessories:

- TeSeE SAP Combi Kit (192 tests) cat. #: 3551186
- TeSeE SAP Combi Kit (384 tests) cat. #: 3551192
- TeSeE SAP Combi Kit (768 tests) cat. #: 3551191
- Grinding Tubes (384 tubes) cat. #: 3551139
- Grinding Tubes (768 tubes) cat. #: 3551137
- Calibration syringe and needle (x 200) cat. #: 3551174
or TSE Spelling Syringe + Needle VITA (x 200) cat. #: 12007909
or Filter plates (x 50) cat. #: 3551179
- Deepwell microplates (x 50) cat. #: 3590132
- Medium grinding beads (x 2,000) cat. #: 3551171*

* Only for peripheral tissues.

2 -TeSeE SAP Combi Kit

2-1 Principle

The reagents of the TeSeE SAP Combi Kit allow purification, concentration, solubilisation and
detection of PrP* from samples of tissues obtained from infected animals.

The TeSeE SAP Assay is an immuno-enzymatic technique (sandwich format) using 2 monoclonal
antibodies for the detection of the abnormal prion protein, resistant to proteinase K, in tissues
collected from infected animals.

The solid phase is composed of 12 strips of 8 polystyrene wells coated with the first monoclonal
antibody. The second monoclonal antibody is bound to peroxidase.

2-2 Samples

¢ Bovine: purification of PrP* is performed on samples from Central Nervous System (CNS). The
BSE extraction tool (cat. #: 3551130) can be used to collect brainstem.
Since distribution of PrP* is heterogeneous in central nervous system, obex area from brainstem
must be preferably sampled for optimal detection.
Sampling syringe (cat. #: 3551175) allows easy and rapid sampling of obex area in a secure way.
Please refer to sampling protocol for detailed instructions on good sampling procedure.

e Small ruminants and cervids: purification of PrP% is performed on samples from Central
Nervous System (CNS) and/or peripheral tissues (lymph nodes, spleen,...). The small ruminant
extraction tool (cat. #: 3551184) can be used to collect both brainstem and cerebellum.

Since distribution of PrP* is heterogeneous in central nervous system, obex area from
brainstem must be preferably sampled for optimal detection.

Samples are cut and weighed individually.

Note: other tissues (tonsils, ileum, eyelid...) can be used for research purposes only.

Samples are stored at 2-8°C when purification is performed within 24 hr or can be stored frozen
for several months. They can only be submitted to 3 freezing/thawing cycles. If these samples
must be transported, they should be packaged in accordance with current local regulations.

4 [EN]



2-3 Composition of the TeSeE SAP Combi Kits

PRESENTATION
LABELLING TYPE OF REAGENTS 3551186 3551192 3551191 | STORAGE
(192 tests) (384 tests) (768 tests)

) . 1 vial 1 vial 1 vial o

Reagent A | Denaturing solution (55 ml) (120m) | (240 mi) 2-8°C
Clarifying solution 1 vial 1 vial 2 vials o

ReagentB| - ring: bromophenol biue 5m) | (120m) | d2om) | 2EC
Resolving buffer 1 vial 1 vial 1 vial o

Reagent C Colouring: malachite green (7 mi) (14 ml) (28 mi) 28C

. T vial . )
PK Proteinase K (0.5 mi) 2 vials 4 vials 2.8°C

Colouring: phenol red (0.5 ml) (0.5 ml)

Microplate: 12 strips of 8 wells coated with an
anti-PrP monoclonal antibody

Wash solution: 10-fold concentrated Tris-NaCl 1 vial 2 vials 4 vials
R2 buffer pH 7.4 2-25°C
Preservative: ProClin 300 (0.01%) (@50mli) | (250mi) | (250 mi)

Negative Control: PBS buffer pH 7.2

R1 2 plates | 4 plates | 8 plates 2-8°C

1 vial 2 vials 4 vials

R3 supplemented with BSA 2-8°C
Preservative: ProClin 300 (0.1%) (4 mi) (@4 mi) (4 mi)
Positive Control: PBS buffer pH 7.4

R4 supplemented with non infectious synthetic 1 vial 2 vials 4 vials 2.8°C
peptide. Lyophilized. @Q.s.4ml) | (g.s.4ml) | (.s. 4 ml)
Preservative: ProClin 300 (0.1%)
Sample diluent: PBS buffer pH 7.2 1 vial 1 vial 1 vial

R6 supplemented with BSA and phenol red (35 mi) 70 m) (140 mi) 2-8°C
Preservative: ProClin 300 (0.1%)
Conjugate: 10-fold concentrated peroxidase-
labelled anti-PrP monoclonal antibody in PBS . . )

R7 buffer pH 7.1 solution supplemented with (21 g’ I::I) é \g?rlfl) é \é'ilfl) 2-8°C
bovine proteins and coloured with phenol red ’ i ’
Preservative: ProClin 300 (0.1%)
Peroxidase Substrate Buffer: Solution of citric

R8 acid and sodium acetate pH 4.0 containing 1 vial 1 vial 2 vials 2.8°C
0.015% H,0, and 4% dimethylsulfoxide (60 mi) (120 ml) | (120 ml)
(DMSO)

RO Chromogen: Tetramethylbenzidine (TMB) 1 vial 1 vial 1 vial 2.8°C
solution (5 ml) (10mi) (20 mi)

. o 1 vial 1 vial 1 vial 5

R10 Stop solution: 1 N sulphuric acid 28 ml) (56 mi) (112 mi) 2-8°C

Adhesive films 8 12 16

The following reagents are generic components: Reagent A, reagent B, sample diluent (R6), wash
solution (R2), peroxidase substrate buffer (R8), chromogen (R9) and stop solution (R10). They can be
used with all batches of the TeSeE SAP Kits.
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2-4 Preparation of Reagents
Before use, let the reagents of the TeSeE SAP Combi Kits adjust to room temperature (18-30°C) for
30 min.

1 - Ready to use reagents
Reagent A, B, C, the negative control (R3), sample dilution solution (R6) and stop solution (R10)
are ready to use.

Microplates (R1):

Before opening the sealed bag with a desiccant, let the microplate adjust to room temperature
(18-30°C) in its protective packaging to avoid any water condensation in the wells. Open at the
solder point and immediately return the unused rows to the sachet.

Tightly close the bag after expelling any air, then store at 2-8°C.

2 - Reagents to reconstitute
Proteinase K:
Reagent A is the dilution buffer for proteinase K.
The solution must be prepared in the following way (4 pl of proteinase K in 1 ml of reagent A):

NUMBER OF SAMPLES REAGENT A PROTEINASE K
2 1ml 4 ul
10 3ml 12 pl
18 5ml 20 pl
26 7ml 28 ul
34 9ml 36 ul
42 11 ml 44l
50 13 ml 52 ul
58 15 ml 60 pl
66 17 ml 68 ul
74 19 ml 76 pl
82 21 ml 84 ul
90 23 ml 92 pl

The volumes must be pipetted exactly. The tip containing the PK has to be correctly rinsed by
successive aspiration/distribution cycles in reagent A.

After reconstitution, homogenize the solution by successive inversions until you obtain a red
homogeneous solution.

Wash solution (R2):
Dilute wash solution R2 to 1/10 in distilled or ultrapure water (example 100 ml of reagent R2 in
900 ml of distilled water).

Positive control (R4):

Gently tap the vial of positive control (R4) on the laboratory bench to detach any substance
adherent to the rubber stopper. Open the vial and dissolve the content in 4 ml of diluent R6.
Reseal the vial and let stand for approximately 1 minute, homogenizing gently and occasionally to
facilitate dissolution.

Conjugate (R7):

Dilute reagent R7 to 1/10 in the freshly reconstituted wash solution (example: 0.1 ml of reagent R7
in 0.9 ml of reconstituted wash solution) bearing in mind that 1 ml of ready-for-use conjugate is
sufficient for 1 row. Homogenize gently. Avoid using a vortex agitator.
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Enzymatic development solution (R8 + R9):

Dilute reagent R9 to 1/11 in reagent R8 (example: 0.1 ml of reagent R9 in 1 ml of reagent R8)
bearing in mind that 1.1 ml of enzymatic revelation solution is sufficient for 1 row.

Homogenize gently. Avoid using a vortex agitator.

2-5 Storage, Shelf-life

Store the TeSeE SAP Combi Kits at 2-8°C. All reagents are stable at this temperature until the expiry
date indicated on the kit (before and after opening of the vials).

After dilution, the reconstituted proteinase K solution when stored at room temperature (18-30°C)
must be used within 6 hr.

The shelf-lives of the reagents after preparation are as follows:

LABELLING | REAGENT SHELF-LIFE

R1 Microplate in tightly closed sachet | 1 month at 2-8°C

R2 Diluted wash solution 24 hr at room ttoemperature (18-30°C)
2 weeks at 2-8°C
2 hr at room temperature (18-30°C)
4 hrat2-8°C
6 months at -20°C

R4 Reconstituted positive control It is recommended to divide the reconstituted solution into
0.5 ml aliquots and to store them immediately at -20°C.
Can be submitted to 3 successive freezing/thawing
cycles.

R7 Reconstituted conjugate solution 8 hr at room temperature (18-30°C)

(with diluted wash solution)

6 hr at room temperature (18-30°C)

R8 + R9 Development solution always protected from light

2-6 Assay Procedure
For the semi-automatic processing of the purification protocol, please refer to the TeSeE NSP
operator’s manual.

Procedure for manual processing:
1. Sampling:
e For obex samples, take a mass of 350 + 40 mg of nervous tissue.
e For retropharyngeal lymphoid node samples, place a medium bead (cat. #: 3551171) in the
grinding tube, before adding the sample. Take a mass of 200 + 20 mg of tissue from 2-3 different
areas of the outer cortex of the lymphoid node. Cut the tissue in 2-3 smaller pieces.

Deposit the sample in the grinding tube. Close the tube firmly and proceed to the grinding step in
the homogenizer (Ribolyser or TeSeE Precess 24 system or TeSeE Precess 48 system or Precellys
Evolution system).

Note: Following conclusions reported in EFSA Scientific Opinion on chronic wasting disease (ll),
EFSA Panel on Biological Hazards (BIOHAZ), EFSA Journal 2018; 16(1):5132, 59 pp., the EURL
currently recommends in the EURL guidelines (TSE EU Reference Laboratory Guidelines for the
detection of Chronic Wasting disease in cervids, ftp://ftp.izsto.it/EURL %20TSE/RAPID%20TESTS/
Test%20protocols/) the testing of both obex and retropharyngeal lymph nodes for the detection
of CWD in cervids, to maximise the sensitivity of surveillance. For more information, refer to your
National Reference Laboratory.

*Please note that in Germany individual testing of both brain and lymph node tissue must be
undertaken.
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2. Sample grinding:

Note: When a medium bead is to be used for the sample grinding, the TeSeE Precess 24 cannot
be used, as leakages are likely to occur.

Place the tubes in the crown of the homogeniser. Perform one agitation cycle with the following
instrument parameters:

Obex Tissue Lymph Node Tissue
TeSeE Precess 48
Ribolyser TeSeE Precess 24 Ribolyser TeSeE Precess .48
; Precellys Evolution
Precellys Evolution
Time (sec.) 45 - 45 -
Speed 6.5 - 6.5 -
Number of cycles 2 N/A 2 N/A
Program - Program / TSE1 - Program 2 / TSE2

Allow 5 min between each agitation cycle to let the instrument cool down.

If grinding is insufficient, another 1 or 2 agitation cycles can be performed. However, the
temperature of the tube must return to room temperature (18-30°C) between each cycle. This can be
accomplished by submersing the tubes in crushed ice.

3. Sample transfer:

Remove the grinding tubes from the homogenizer, resuspend the homogenate by inversion before
opening the tubes.

Transfer the homogenate with one of the following methods:

e Calibration syringe method
Take 250 pl with the calibration syringe (cat. #: 3551174 or Ref.: 12007909) taking care to immerse
the needle in the pellet of beads to avoid sampling poorly homogenized tissue fragments.
Transfer each 250 pl sample into a 2 ml Eppendorf micro test-tube or deepwell plate (cat. #:
3590132).

e Filter plate method
The transfer and the filtration are done separately using a filter plate (cat. #: 3551179) and a
deepwell plate (cat. #: 3590132), with either one of the two following filtration techniques.

- Vacuum technique:

Fit the deepwell plate (cat. #: 3590132) (the master plate) in the bottom of the vacuum
manifold, place the lead of the manifold and then the filter plate (cat. #: 3551179). Take at least
400 pl (< 1000 pl) with a 1000 pl tip and transfer in one well of the filter plate (cat. #: 3551179),
exclude the first 6 positions (from A1 to F1). Place a plastic sealing film on top the filter plate.
Set the vacuum gauge of the pump (cat. #: 3590350) to 25.4 cm Hg (+ 2.5%). Switch the
pump on and check the gauge for correct vacuum, then open manifold valve for 1 min + 6 sec.
Close the valve, switch off the pump and release the vacuum from the manifold.

- Centrifugation technique:
Take at least 400 pl (< 1000 pl) with a 1000 pl tip and transfer in one well of the filter plate (cat. #:
3551179) priorly fitted on a Deepwell plate (cat. #: 3590132) (the master plate ), exclude the first 6
positions (from A1 to F1). Place a plastic sealing film on top the filter plate.
Centrifuge the complete system (filter plate and Deepwell plate) for 1 min at 500 g. Taking care to
keep the filtration plate securely in position on the Deepwell plate.
Note: Centrifuge must be equipped with Deepwell microplate rotor (cat. #: 35690136), for 5804R
Eppendorf centrifuge (cat. #: 3591396).

After either technique discard the filter plate and transfer 250 pl of filtered samples into another
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Deepwell (the purification plate) for the manual protocol or directly place the master plate on board
the NSP (refer to the TeSeE NSP operator’s manual).

Note: At this stage, grinding tubes after homogenisation, micro test-tubes and Deepwell plate after
sample transfer can be stored, closed:

At room temperature At 2-8°C At -20°C
(18-30°C) (in ice or refrigerator) for 1 vear*
for 8 hr for 15 hr Y
Grinding tubes and micro| Ves Yes Yes
test-tubes
Deepwell plate Yes Yes No

Frozen samples must be thawed at room temperature (18-30°C). Samples can be submitted to a
maximum of 3 freezing/thawing cycles. Samples must always be homogenized by inversion before use.

4. PK treatment:

Distribute 250 pl (+ 10%) of reconstituted proteinase K solution [see paragraph 2.4] into each micro-
tube or Purification plate well. Do not exceed intervals of 5 min for distribution of reconstituted
proteinase K between the first and the last sample. Immediately homogenise closed tubes or
Deepwell sealed with aluminium film 10 times by inversion. Do not exceed 2 min between the
homogenization and the incubation at 37°C.

Incubate at 37 + 2°C in a heating block incubator for 10 + 1 min.

Note: If using Deepwell, heating block must be equipped with a Deepwell rack adaptor for heating
block.

5. Precipitation of PrPs with reagent B:

Remove the micro test-tubes or Deepwell plate from the heating block incubator. Open the tubes
and distribute 250 pl (+ 10%) of reagent B into all micro test-tubes or Deepwell wells. Observe the
same order of distribution as described in step 4. Do not exceed intervals of 2 min between the exit
of the incubator and the homogenization. Homogenization is performed under the same conditions
as in step 4.

6. Concentration of the PrP* (centrifugation):
Within 30 min, after reagent B distribution and mixing : centrifuge the micro test tubes or purification
plate as follows:

Centrifugation Micro test-tubes Deepwell plate
Speed (g) 20000 15 000 2000
Time (min) 5 7 10

Temperature (°C) 20 20 4

Note: For Deepwell plate allow a 5 min delay at 37°C or a 10 min delay at room temperature (18-30°C)
before centrifugation.

7. Sample clarifying:

Discard the supernatant by inverting the micro test-tubes over a waste container. Dry the micro test-
tubes by inverting onto absorbent paper for 5 min.

Or load the Deepwell plate on DW40 unit (cat. #: 3590137). Select «TSE DW» program and select
number of strips to be performed. Deepwell plate wells must be dried at the end of the DW40
process, by inverting the plate on absorbent paper for 5 min.

Distribute 25 pl (= 10%) of reagent C into all micro test-tubes or Deepwell wells.

Do not exceed an interval of 10 min between the end of the drying operation and distribution of
reagent C.
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Incubate immediately for 5 + 1 min at 100 + 5°C. Do not exceed 2 min between the reagent C
distribution and the beginning of the incubation. Do not seal the Deepwell plate during incubation.

Note: If using Deepwell, heating block must be equipped with a Deepwell rack adaptor for heating
block.

Remove the micro test-tubes or the Deepwell from the incubator, and homogenate the tubes with a
vortex (5 + 2 sec).

Samples in micro test-tubes or Deepwell can be stored for 5 hr at 2-8°C or frozen for 72 hr at -20°C.
Frozen samples must be thawed at room temperature (18-30°C) and homogenized with a vortex (5 +
2 sec).

Purified samples must be diluted with 125 pl (+ 10%) of reagent R6. Diluted samples must be
homogenized with vortex (5 + 2 sec) just before distribution into the plate (R1).

1. Remove the microplate rack and the required number of rows (R1) from the protective packaging.
Replace the unused rows with the desiccated bag in the microplate sachet and hermetically close it.

2. Prepare the positive control (R4), as described in chapter 2.4.2.

3. For each series of tests and every single plate, distribute 100 pl (+ 10%) of control/sample into
wells in the following order:
- Wells A1, B1, C1, D1: negative control (R3)
- Wells E1, F1: positive control (R4)
- Wells G1, H1, etc... : sample diluted with reagent (R6)
Samples are performed in singulate.

Cover with adhesive film and incubate for 30 + 2 min at 37 + 2°C.
Prepare wash solution (R2).

Prepare conjugate solution (R7).

N o o &

Remove the adhesive film, perform 3 wash cycles.

Optimal washing conditions are obtained with PW40, PW41 or 1575 Bio-Rad plate washers with
program TSE 3.

Do not let the microplate stand for more than 5 min after the last wash cycle. Dry by inversion on
absorbent paper before the following step.

8. Distribute 100 pl (+ 10%) of conjugate solution (R7) into each well.
9. Cover with adhesive film and incubate 30 + 2 min at 2-8°C.
10. Prepare the enzymatic revelation solution (R8+R9).

11. Remove the adhesive film, perform 5 wash cycles.
Optimal washing conditions are obtained with PW40, PW41 or 1575 Bio-Rad plate washers with
program TSE 5.
Do not let the microplate stand for more than 5 min after the last wash cycle. Dry by inversion on
absorbent paper before the following step.

12. Distribute 100 pl (= 10%) of revelation solution (R8+R9) into each well and incubate the plate in
darkness and at room temperature (18-30°C) for 30 + 2 min. Do not use adhesive film during this
incubation.

13. Add 100 pl (= 10%) of stop solution (R10) to each well according to the same sequence and same
distribution rate as for the revelation solution.
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14. Thoroughly wipe the bottom of the plate and determine the optical density at 450 nm - 620

nm (bichromatism mode) within 30 min after stopping the reaction (the rows must always be

protected from light before reading).
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2-7 Calculation and Interpretation of the Results

1) Calculation of the mean optical density (OD) of the negative control
OD R3 = mean of the four OD of R3 wells

2) Calculation of the cut-off value

2.1 Bovine and small ruminants samples
The cut-off value is equal to: OD R3 + 0.210
Example:

OD R3 =0.020
Cut-off value = 0.020 + 0.210 = 0.230

2.2 Cervid samples
The cut-off value is equal to: OD R3 + 0.110
Example:
OD R3 =0.020
Cut-off value = 0.020 + 0.110 = 0.130

3) Condition of validation of the test
¢ Negative control (R3):
a) Validation of the individual negative control values:
The optical density of each individual negative control must be lower than 0.150.
However, a maximum of one individual aberrant value can be eliminated when its optical density
is higher or equal to 0.150.
The test must be repeated if more than one of the negative control lies outside of this limit.

b) Homogeneity of the negative control values:
Calculate the mean of the negative controls with the individual remaining values.
Values higher than the mean of the negative controls + 40% (OD R3 + 40%) must be eliminated.
- If one individual value is eliminated in a), one additional value can be eliminated in b).
- If no negative control value is eliminated in a), two values maximum can be eliminated in b).
The test must be repeated if more than two values of the negative control are eliminated [criteria
a)+b)].

e Positive control (R4):
The mean of the positive control optical densities (R4 ODs) must be higher or equal than 1.000.
The test must be repeated if the mean of the positive control optical densities (R4 ODs) is strictly
lower than this limit.

4) Interpretation of the results
Samples with an optical density lower than the cut-off value are considered to be negative
according to the TeSeE SAP Kit instructions.
However, results situated just below the cut-off value (cut-off value - 10%) must be interpreted
cautiously, and the corresponding samples should be retested in duplicate, starting from the
original homogenate.
Samples with an optical density greater than or equal to the cut-off value are considered to be
initially reactive according to the TeSeE SAP Kit instructions and should be retested in duplicate,
starting from the original homogenate, before the final interpretation.
After repeating the test, the sample is considered to be positive according to the TeSeE SAP Kit
instructions when at least one of the 2 measurements is positive (greater than or equal to the cut-
off value). The sample is considered to be negative according to the TeSeE SAP Kit instructions
when these two values are less than the cut-off value.
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Samples retested in duplicate and found to be negative according to the TeSeE SAP Kit
instructions, but for which one of the 2 values is close to the cut-off value (cut-off value - 10%)
must be interpreted cautiously.

2-8 Limits of the Test

Difficulties can be encountered during the grinding step when using dehydrated samples or peripheral
tissues. If necessary, the grinding step (step No.2 of the procedure) may need to be repeated several
times for this type of sample.

A negative result means that the test sample does not contain any PrP* detectable by the TeSeE SAP
Combi Kits. However, as very low levels of PrP* may not be detected, such a negative result does not
exclude the possibility of infection.

Any sample with a reproducible positive result according to the test interpretation criteria must be
confirmed in accordance with the countries national reference laboratory for TSEs or community
reference laboratory in exceptional circumstances.

3 - MATERIAL REQUIRED BUT NOT SUPPLIED
e Distilled or ultrapure water.
e 20 000 ppm sodium hypochlorite (final concentration) and 1 M sodium hydroxide (final
concentration).
e Absorbent paper.
e Disposable gloves.
e Protective glasses or mask with visor.

Purification step:
* 2 ml polypropylene micro test-tubes with caps and appropriate tube rack.
e Automatic or semiautomatic adjustable pipettes able to distribute volumes between 20 pl and 500 p.
e Tissue homogenizer: Ribolyser, TeSeE PRECESS 24 or TeSeE PRECESS 48 or Precellys
Evolution™.
e Centrifuge* adapted to micro test-tubes.
e One micro test-tube heating block* thermostated at 37 + 2°C and one micro test-tube heating
block* thermostated at 100 + 5°C.
For the semi-automatic purification of the sample: TeSeE NSP System.

Detection step:

e Automatic or semiautomatic adjustable or fixed pipettes able to distribute 50 pl, 100 pl, 200 pl and
1000 pl.

e 10 ml, 20 ml, 100 ml graduated test tubes.

e Contaminated waste containers.

® Microplate incubator thermostated at 37 + 2°C.

¢ Refrigerated chamber at 2-8°C.

e Automatic or semiautomatic microplate washing system.”

¢ Microplate reading apparatus* (equipped with 450 nm and 620 nm filters).

e Microplate system* for the automation of the assay protocol stages. The performances of the
system must conform with the requirements of the test protocol.

* Contact Bio-Rad for the list of available instruments.
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4 - PRECAUTIONS
The quality of the results depends on compliance with the following good laboratory practices:

e Reagents must be stored at 2-8°C.

® Do not use reagents whose shelf-life has expired.

¢ Do not use the reconstituted and stored at room temperature (18-30°C) proteinase K over 6 hr.

e Do not mix reagents derived from different batches of the TeSeE SAP Kits during the same
manipulation, with the exception of generic reagents: wash solution (R2), sample diluent (R6),
peroxidase substrate buffer (R8), chromogen (R9), stop solution (R10), grinding tubes, reagent A
and reagent B.

e Wash solution (R2), sample diluent (R6), peroxidase substrate buffer (R8), chromogen (R9), stop
solution (R10) and grinding tubes can be used with all kits from the TeSeE product line (TeSeE,
TeSeE SAP and TeSeE sheep/goat assays).

e Allow the reagents to adjust to room temperature (18-30°C) for 30 min before use.

® Thoroughly reconstitute reagents, avoiding any contamination.

¢ Do not perform the test in the presence of reactive vapors (acids, alkalis, aldehydes) or dust, which
could alter the enzymatic activity of the conjugate.

e Only use polypropylene tubes.

¢ Use perfectly washed glassware, rinsed in distilled water, or preferably disposable material.

¢ Do not let the microplate more than 5 min between the end of washing and distribution of the
reagents.

* The enzymatic reaction is very sensitive to all metals or metallic ions. Consequently, no metallic
element must enter in contact with the various solutions containing the conjugate or the substrate.

e The revelation solution (substrate buffer + chromogen) must be colorless. The appearance of a
colour few minutes after reconstitution indicates that the reagent cannot be used and must be
replaced. The revelation solution should preferably be prepared with disposable plastic containers
and distribution material or glassware previously washed in 1 N hydrochloric acid, rinsed in
distilled water and dried. Store this solution protected from light.

® Use a new pipette tip for each sample.

e Washing of the wells is an essential step of the procedure: respect the recommended number
of washing cycles and ensure that all wells are completely filled, then completely emptied.
Inadequate washing can give incorrect results.

* Never use the same container and pipette to distribute the conjugate and the revelation solution.

5 - HYGIENE AND SAFETY INSTRUCTIONS
Generally, hygiene conditions, biosafety mesures and good laboratory practices must be in
agreement with recommendation of regular authorities of the country.

e All reagents of the kit are intended for use in “in vitro” diagnosis.

* Wear disposable gloves when handling reagents and samples and wash your hands thoroughly
after handling them.

* Do not pipette with the mouth.

e Use polypropylene containers to avoid any wounds with broken glass.

e All the materials directly in contact with the samples and the wash solutions must be considered
as contaminated.

¢ Avoid splashing samples or solutions containing samples.

e Contaminated surfaces must be cleaned with 20 000 ppm sodium hypochlorite solution (bleach).
When the contaminating liquid is an acid, contaminated surfaces must be first neutralized with
sodium hydroxide before using bleach. Surfaces must be rinsed with distilled water, dried with
ethanol and wiped with absorbent paper. The material used for cleaning must be discarded in a
special container for contaminated wastes.

e Samples, material and contaminated products must be eliminated after decontamination:

- either by soaking in 1 M sodium hydroxide (final concentration) for 1 hr at room temperature (18-
30°C),
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1.

- or by soaking in 20 000 ppm sodium hypochlorite solution for 1 hr at room temperature (18-30°C),
- or by autoclaving at 134°C minimum for at least 18 min, under 3 bars of pressure.

Note: never autoclave solutions containing sodium hypochlorite solution or reagent B.

e All operations involved in Transmissible Spongiform Encephalopathy (TSE) screening tests
are subject to regulations and must be performed in an isolated, limited and controlled access
laboratory devoted exclusively to this activity. A laboratory coat, overshoes, gloves, mask with
visor or simple mask with safety glasses are required to ensure the operator’s safety.

e Operators must receive specific training concerning the risks related to TSEs agents or prions and
the validated modes of decontamination for unconventional agents. Biosafety measures must be
in agreement with recommendations of regular authorities of the country.

¢ Avoid any contact of the substrate buffer, chromogen and stopping solution with the skin and
mucous membranes.

¢ Neutralize and/or autoclave all wash solutions or wash wastes or any liquid containing biological
samples prior to their elimination.

e For hazard and precaution recommendations relating to this test kit, please refer to the
pictogram(s) displayed on reagent labels and the information supplied at the end of this
instructions for use document. The Safety Data Sheet is available on www.bio-rad.com.
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Sample Syringe 3551175

SAMPLING METHOD FOR Bio-Rad TSE SCREENING ASSAYS
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1 - GENERAL INFORMATION

The Bio-Rad TSE screening assays are performed on a sample of 350 + 40 mg of central nervous
tissues (CNS). The specific anatomical region for detecting PrP* in infected animals is the brain
stem, more precisely in the area of the vagal nerve nucleus, in the obex region. This is the area of
the brainstem where PrP* is most concentrated.

Brain

Sampling region
(right or left)

Obex

Cross section of the brain stem at the level of the
obex identifying the key target sites for diagnosis by
histopathology and immunohistochemistry in BSE
(nucleus of the solitary tract [1] and the nucleus of the
trigeminal tract V [2]) and scrapie (dorsal nucleus of the
vagus). [3]).

Spinal cord

(Source: OIE - Manual of Diagnostic Tests
and Vaccines for Terrestrial Animals)

1-1 Sample collection at the abattoir

The brain stem is easily and quickly collected with an appropriate tool or sample collection
spoon, via the occipital foramen, without opening the cranial cavity.

Sample collection with the Bio-Rad collection spoon
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1-2 Sampling procedure at the laboratory

The whole brain stem sample is sent to the testing laboratory ensuring that appropriate bio-
safety measures recommended by the regulatory authorities of the particular country are
followed. In the laboratory, the appropriate amount of cerebral material is cut (scalpel blade,...)
from the obex region or collected with the Bio-Rad sample syringe (cat. #: 3551175) which
makes it possible to sample the required amount of the appropriate area quickly and safely,
without any risk of sharps injuries.

The following describes the procedure to effectively collect the sample from the obex region
using the Bio-Rad sample syringe, without damaging the tissue.

2 - Bio-Rad SAMPLE SYRINGE

The Bio-Rad sample syringe consists of a green piston and a transparent syringe barrel. The
syringe barrel is labelled with a series of geometric shapes. (O D )

Marks (black) Cutting Wiﬁe
y
@ f {)Bo-Rad O | > O 1 > O
Piston (green) Barrel of the syringe
(transparent)

3 - SAMPLE MASS REQUIRED FOR THE TEST

The sample mass should occupy the space between two symbols of the same shape which
corresponds to a mass (m) of 350 + 40 mg.

m m

S T e B

4 - OPERATING PROCEDURE

e Take a sample syringe and pull out the green piston to approximately 1 cm from its home
position then push home again.

e Firmly grasp the brain stem in one hand, using a disposable wrapper (plastic bag, glove, etc.) in
order to avoid possible cross-sample contamination. The end of the brain stem should remain
accessible. If the brainstem received has a cord too long, the user should trim it. Samplers
should received proper training regarding the précise location of the targetted area.

e Use the other hand to position the open end of the sampling syringe on the right or left side of
the caudal end of the brain stem.

Note: a complete hemi-section of brain stem with an intact obex region must remain available
after sample collection for confirmatory testing.
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e Insert the syringe barrel gradually into the brain stem whilst holding the green piston stationary
(relative to the brain stem).

Note: While collecting the sample from the obex region, take care that the syringe barrel
remains within the selected side of the brain stem.

e Stop this movement when the top of the syringe barrel has reached the upper limit of the
sampling zone.

e Cut the sample core by twisting the syringe barrel through one complete turn.

¢ Slowly remove the sample syringe from the brain stem, taking care not to damage surrounding
tissues. The remaining brain stem can be placed in its original sample container.

e Check whether there are any air gaps in the core sample collected. If needed, compress the
sample core by closing the top of the syringe barrel and pushing the green piston until the air
gaps have been eliminated. At the same time ensure that the tissue nearest the opening of the
syringe barrel is retained.

¢ Holding the top of the syringe barrel still, move the green piston to the nearest symbol.

e Check that the sample core covers at least one zone corresponding to “m”, as described in the
previous section of this document (sample mass required for the test).

e Take a grinding tube and remove the lid, with the sample syringe carefully depress the green
piston to the next identical symbol to ensure that the correct mass of tissue (“m”) is dispensed
in the grinding tube. Remember that you must move the piston to the corresponding position of
the next symbol as indicated in “Sample mass required for the test”.

e Cut the sample core by gripping the top of the sample syringe against the inner edge of the
grinding tube.

e Samples of extremely bad quality should be either disected or if very autolysed pipetted up.

* The unused part of the sample core can be stored by placing the sample syringe in the original
container with the remaining piece of brain stem.
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5 - PRECAUTIONS/ADVICE

As for any pipetting device, Bio-Rad recommends that operators using the sample syringe
should be periodically monitored, for a representative statistical population of samples taken,
so ensuring that sample weights are within range.

The sample syringes are to be used only once, and then discarded in order to prevent any cross-
sample contamination.

The sample must be taken with all due precautions in order to ensure that risk of contamination
for operators is minimized.

The syringes used are to be discarded after being decontaminated (see Health & Safety
instructions).

If the sample core does not fill the entire syringe barrel despite carrying out the procedure
correctly, it is advisable to weigh the sample.

6 - HEALTH & SAFETY PROCEDURES

The hygiene conditions, bio-safety measures and good laboratory practices must comply with
the guidelines of the regulatory authorities in the country.
The sample syringe is intended for use in “in-vitro” diagnostic procedures only.

Wear disposable gloves when handling reagents and samples, and wash your hands thoroughly
after handling them.

Any equipment that has come into direct contact with the samples must be considered to have
been contaminated.

Contaminated surfaces must be cleaned with 20 000 ppm sodium hypochlorite solution. When
the contaminating liquid is an acid, contaminated surfaces must first be neutralized with sodium
hydroxide before using sodium hypochlorite. Surfaces must be rinsed with distilled water, dried
with ethanol and wiped with absorbent paper. The material used for cleaning must be discarded
in a specific container for contaminated waste.

Samples, equipment and contaminated products must be discarded after decontamination using
one of the following methods:
- by soaking in 1 M sodium hydroxide (final concentration) for 1 hr at room temperature (18-
30°C).
- by soaking in 20 000 ppm sodium hypochlorite solution for 1 hr at room temperature (18-
30°C).
- by autoclaving at a temperature of at least 134°C for a minimum of 18 min, at 3 bar
pressure.
- Note: never autoclave solutions containing bleach.

All operations involved in Transmissible Spongiform Encephalopathy (TSE) screening tests are
subject to local safety guidelines and must be performed in an isolated, limited and controlled-
access laboratory devoted exclusively to this activity. A laboratory coat or boiler suit, overshoes,
gloves (two pairs), mask with visor or simple mask with safety glasses are required to ensure the
Operator’s safety.

Operators must receive specific training concerning the risks related to TSE agents or prions, and

the validated methods of decontamination for unconventional agents. Bio-safety measures must
comply with the Guidelines of the regulatory authorities of the country concerned.
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* TO31 MPOAYKT CbABPXKA YOBELIKU UM KUBOTUHCKN KOMMOHEHTU. bbeTe BHUMATENHU npy paboTa C
Hero.

e AFERTEABYWES |, FIOLE,

cAERBENBURS , BOORE,

* Tento vyrobek obsahuje lidské nebo zviteci komponenty. Zachazejte s nim opatrné.

 Dieses Produkt enthalt Bestandteile menschlichen oder tierischen Ursprungs. Vorsichtig handhaben.

 Dette produkt indeholder humane og animalske komponenter. Skal behandles med forsigtighed.

* Kéesolev toode sisaldab inim-v6i loomseid komponente. Kasitseda ettevaatlikult.

* This product contains human or animal components. Handle with care.

 Este producto contiene componentes humanos o animales. Manejar con cuidado.

* Tassé tuotteessa on ihmisesta tai eldimista peraisin olevia osia. Kasittele varovasti.

* Ce produit contient des composants d’origine humaine ou animale. Manipuler avec précaution.

* AUTO TO TPOIGY TEpLEXEL avBpdiva 1) {wIKA OTolXela. XEIPLOTEITE TO PE MPoooxXN.

* Ovaj proizvod sadrzi ljudske ili Zivotinjske sastojke. Pazljivo rukovati.

o A készitmény emberi vagy dllati eredet(i dsszetevéket tartalmaz. Ovatosan kezelend.

* Questo prodotto contiene componenti umane o animali. Maneggiare con cura.

e ARBICRENELRBYRROBERIABENET, BWRWVWICTEETEV,

e 2 MES MY EE SEReHS H=20| ZEE|o| JELICH FZol FIsHAIZ| BHRLICH

« Siame produkte yra zmogiskosios arba gyviininés kilmés sudetiniy daliy. Elgtis atsargiai.

 Dan il-prodott fih komponenti umani jew tal-annimali. Uza b’attenzjoni.

 Dit product bevat menselijke of dierlijke bestanddelen. Breekbaar.

o Dette produktet inneholder humane eller animalske komponenter. Handteres med forsiktighet.

 Niniejszy produkt zawiera sktadniki pochodzenia ludzkiego lub zwierzecego. Nalezy obchodzi¢ sig z nim
ostroznie.

¢ Este medicamento contém componentes de origem humana ou animal. Manuseie com cuidado.

 Acest produs contine materiale de origine umana sau animald. Manevrati-I cu grija.

* Denna produkt innehaller bestandsdelar fran manniska eller djur. Hantera produkten varsamt.

¢ |zdelek vsebuje Cloveske ali zivalske sestavine. Rokujte previdno.

¢ Tento vyrobok obsahuje ludské alebo zvieracie zlozky. Narabajte s nim opatrne.
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H226 - H314 - H317 - H334 - H412
P210 - P261 - P280
P305+P351+P338 - P302+P352
P333+P313 - P273 - P501

(BG)

onacHo

3ananMMu Te4YHocT W napu. [pUUYUHABA TeXKM
M3rapaHua Ha Koxara v CepuO3HO yBpex/JaHe Ha ouuTe.
Moxe Aa NpUYnHM anepryHa KoxHa peakuus. Moxe aa
NPUYUHN anepruyHn uan acTMaTUyHM CUMNTOMU UK
3aTpyAHeHUs B AMLIAHeTO Npu BAuwWwBaHe BpepeH 3a
BOJLHUTE OPraHu3Mu, C AbAroTPaeH edeKT.

[la ce nasm ot TonnuHa. TiOTIOHOMYyLWeEHeTO 3abpaHeHo.
N3bsareanTe BAMIWBAHE HA npax/nywek/ras/aum/
n3napeHus/aeposonu W3nonseante npeanasHu
pbKaBuuM/npeanasHo obneksno/npeanasHu oumna/
npepnasHa macka 3a nuue. NMPU KOHTAKT C OYUTE:
MNpomuBaiiTe BHUMATENHO C BOAA B MPOABL/DKEHUE HA
HAKOJIKO MUHYTU. CBasieTe KOHTaKTHUTe neuim, ako nma
TaKu1Ba W LLOKOJIKOTO TOBA € Bb3MOXHO. [poabikasante
na npomueare. MNP KOHTAKT C KOXATA: U3muiite
06WUnHO CbC canyH U Boaa. lMpu MosiBa Ha KOXHO
fApasHeHe wunum obpue Ha KoxaTa: [loTbpceTe
MeAMLMHCKN CbBeT/nomout. [la ce u3barea msnyckaHe
B OKONHaTa cpepa. M3xebpnete cbAabpxaHueTo/
KOHTelHepa B CbOTBETCTBUE C MECTHUTE/pervoHanHuTe/
HAaLMOHAIHUTE / MeXAYHAPOAHUTE pa3nopenbm.

(CN)

Bk

SR FZES. SR ERNRBN AR RG. "8l
RS S R R, W\ AT RE 5 | 23T S5 sk R s A I S R
KEEMEERIT B A KIS

TLE IR/ KA B/ HAGRE . ~ FIERIE. . BRI
DR/ BB R E . BT E/ IR/ EE
IREE/RBG R . WHEAIRES: FACNLORESLS e A
PR ARG AT S EM AN, BUHBRALARSE. SRE0fik. 4N
BRI AABIBEFIKER.  NEERBRRMERS:
RE/HL.  MERMEFRER. . ZRAM /K /@R /
EFFGIRIEAEY) | B

(CN) Traditional

TR

ZINREEFIZESR. SIERENRMNBHIREIAG ATl
RS R IE. BRI AES 218 Sk b I AE R o5 P AR R .
HKEEVARLBARPFAYE
EREMUR/ KAE/ BN/ EARE . - BRIEIRAE, .
BE/VE/ SRR/ BT /Y55 . R ETFE/ SRR/ R
RS /HE . . IMEARE: RO .
INFEFE AR G0 R (B EN Y, BUERREUREE. BTN,
WRZFSIhA: FARBRBIIKER. . MBERERIRIN
B KB/, . BRRHERED. . RRAt /e / ®
R/ EBRGIRENEY [ B

(C2)

Nebezpeci

Hoflava kapalina a pary. ZpUsobuje tézké poleptani kize
a poskozeni o¢i. Mlze vyvolat alergickou kozni reakci. PFi
vdechovani mize vyvolat pfiznaky alergie nebo astmatu
nebo dychaci potize. Skodlivy pro vodni organismy, s

pd LU

dlouhodobymi tcinky.

Chrarite pred teplem/jiskrami/otevienym plamenem/horkymi
povrchy. Zakaz koureni. Zamezte vdechovani prachu/dymu/
plynu/mlhy/par/aerosold. Pouzivejte ochranné rukavice/
ochranny odév/ochranné bryle/oblidejovy &tit. PRI ZASAZENI
OCi: Nékolik minut opatrné vyplachujte vodou. Vyjméte
kontaktni €ocky, jsou-li nasazeny a pokud je Ize vyjmout
snadno. Pokradujte ve vyplachovani. PRI STYKU S KUZi:
Omyjte velkym mnozstvim vody a mydla. Pfi podrazdéni
kéize nebo vyrézce: Vyhledejte lékaiskou pomoc/osetieni.
Zabrarite uvolnéni do Zivotniho prostfedi. Obsah/nadobu
likvidujte v souladu s mistnimi/regionalnimi/narodnimi/
mezinarodnimi predpisy.

(DE)

Gefahr

Flissigkeit und Dampf entziindbar. Verursacht schwere
Verétzungen der Haut und schwere Augenschaden. Kann
allergische Hautreaktionen verursachen. Kann bei Einatmen
Allergie, asthmaartige Symptome oder Atembeschwerden
verursachen. Schéadlich fir Wasserorganismen, mit
langfristiger Wirkung.

Von Hitze/Funken/offener Flamme/heiBen Oberflachen
fernhalten. Nicht rauchen. Einatmen von Staub/Rauch/
Gas/Nebel/Dampf/Aerosol vermeiden. Schutzhandschuhe/
Schutzkleidung/Augenschutz/Gesichtsschutz  tragen.
BEI KONTAKT MIT DEN AUGEN: Einige Minuten lang
behutsam mit Wasser splilen. Vorhandene Kontaktlinsen
nach Mdglichkeit entfernen. Weiter spilen. BEI KONTAKT
MIT DER HAUT: Mit viel Wasser und Seife waschen. Bei
Hautreizung oder -ausschlag: Arztlichen Rat einholen/
arztliche Hilfe hinzuziehen. Freisetzung in die Umwelt
vermeiden. Entsorgung des Inhalts / des Behalters gemas
den ortlichen / regionalen / nationalen/ internationalen
Vorschriften.

(DK)

Fare

Brandfarlig veeske og damp. Forarsager sveere forbraendinger
af huden og ejenskader. Kan forérsage allergisk hudreaktion.
Kan forarsage allergi- eller astmasymptomer eller
andedraetsbesvaer ved indénding. Skadelig for vandlevende
organismer, med langvarige virkninger.

Holdes veek fra varme/gnister/aben ild/varme overflader.
Rygning forbudt. Undgé indanding af pulver/reg/gas/tage/
damp/spray. Beer beskyttelseshandsker/beskyttelsestoj/
ojenbeskyttelse/ansigtsbeskyttelse VED KONTAKT MED
QBJNENE: Skyl forsigtigt med vand i flere minutter. Fjern
eventuelle kontaktlinser, hvis dette kan geres let. Fortseet
skylning. VED KONTAKT MED HUDEN: Vask med rigeligt
saebe og vand. Ved hudirritation eller udslet: Sog leegehjeelp.
Undgé udledning til miljget. Bortskaffelse af indholdet/
beholderen i henhold til de lokale/regionale/nationale/
internationale forskrifter.

(EE)

Ettevaatust

Tuleohtlik vedelik ja aur. P6hjustab rasket nahasodvitust ja
silmakahjustusi. V6ib pohjustada allergilist nahareaktsiooni.
Sissehingamisel voib pdhjustada allergia- voi astma
stimptomeid v&i hingamisraskusi. Ohtlik veeorganismidele,
pikaajaline toime.

Hoida eemal soojusallikast/sademetest/leekidest/kuumadest
pindadest. Mitte suitsetada. Valtida tolmu/suitsu/gaasi/udu/
auru/pihustatud aine sissehingamist. Kanda kaitsekindaid/
kaitserivastust/kaitseprille/kaitsemaski. SILMA SATTUMISE
KORRAL: loputada mitme minuti jooksul ettevaatlikult
veega. Eemaldada kontaktlaatsed, kui neid kasutatakse
ja kui neid on kerge eemaldada. Loputada veel kord.
NAHALE SATTUMISE KORRAL: pesta rohke vee ja seebiga.
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Nahaarrituse voi _obe korral: pédrduda arsti poole. Valtida
sattumist keskkonda. Sisu/konteineri kditlus vastavuses
kohalike/regionaalsete/rahvuslike/rahvusvaheliste nduetega.

(EN)

Danger

Flammable liquid and vapour. Causes severe skin burns
and eye damage. May cause an allergic skin reaction. May
cause allergy or asthma symptoms or breathing difficulties if
inhaled. Harmful to aquatic life with long lasting effects.

Keep away from heat/sparks/open flames/hot surfaces. No
smoking. Avoid breathing dust/fume/gas/mist/vapours/spray.
Wear protective gloves/protective clothing/eye protection/
face protection. IF IN EYES: Rinse cautiously with water for
several minutes. Remove contact lenses, if present and easy
to do. Continue rinsing. IF ON SKIN: Wash with plenty of
soap and water. If skin irritation or rash occurs: Get medical
advice/attention. Avoid release to the environment. Dispose
of contents/container in accordance with local/regional/
national/international regulations.

(ES)

Peligro

Liquidos y vapores inflamables. Provoca quemaduras
graves en la piel y lesiones oculares graves. Puede provocar
una reaccién alérgica en la piel. Puede provocar sintomas
de alergia o asma o dificultades respiratorias en caso de
inhalacion. Nocivo para los organismos acuaticos, con
efectos nocivos duraderos.

Mantener alejado de fuentes de calor/chispas/llama abierta/
superficies calientes. No fumar. Evitar respirar el polvo/el
humo/el gas/la niebla/los vapores/el aerosol. Llevar guantes
que aislen del frio/gafas/mascara. EN CASO DE CONTACTO
CON LOS OJOS: Aclarar cuidadosamente con agua durante
varios minutos. Quitar las lentes de contacto, si lleva y resulta
facil. Seguir aclarando. EN CASO DE CONTACTO CON
LA PIEL: Lavar con agua y jabén abundantes. En caso de
irritacion o erupcion cutanea: Consultar a un médico. Evitar
su liberacion al medio ambiente. Eliminar el contenido o el
recipiente conforme a la reglamentacion local/regional/
nacional/internacional.

(F)
Vaara
Syttyvé neste ja hoyry. Voimakkaasti ihoa syovyttavaa ja
silmid vaurioittavaa. Voi aiheuttaa allergisen ihoreaktion.
Voi aiheuttaa hengitettynd allergia- tai astmaoireita tai
hengitysvaikeuksia. Haitallista vesielidille, pitkaaikaisia
haittavaikutuksia.
Suojaa lammoélta/kipindilta/avotulelta/kuumilta pinnoilta.
Tupakointi kielletty. Valta poélyn/savun/kaasun/sumun/
héyryn/suihkeen hengittdmistd. Kayta suojakéasineitd/
suojavaatetusta/silmiensuojainta/kasvonsuojainta. JOS
KEMIKAALIA JOUTUU SILMIIN: Huuhdo huolellisesti vedella
usean minuutin ajan. Poista piilolinssit, _edical voi tehda
helposti. Jatka huuhtomista. JOS KEMIKAALIA JOUTUU
IHOLLE: Pese runsaalla vedella ja saippualla. Jos ilmenee
ihodrsytysta tai ihottumaa: Hakeudu laékariin. Valtettava
paastamistd ympaéristoon. Sailyta sailiot) noudattaen
isi Il

paikall | isia/kansallisia/kansainvalisia maarayksia.

(FR)

Danger

Liquide et vapeurs inflammables. Provoque des brilures de
la peau et des lésions oculaires graves. Peut provoquer une
allergie cutanée. Peut provoquer des symptomes allergiques
ou d’asthme ou des difficultés respiratoires par inhalation.
Nocif pour les organismes aquatiques, entraine des effets
néfastes a long terme.

Tenir & I'écart de la chaleur/des étincelles/des flammes nues/

des surfaces chaudes. Ne pas fumer. Eviter de respirer les
poussieres/fumées/gaz/brouillards/vapeurs/aérosols. Porter
des gants de protection/des vétements de protection/un
équipement de protection des yeux/du visage. EN CAS DE
CONTACT AVEC LES YEUX: rincer avec précaution a I'eau
pendant plusieurs minutes. Enlever les lentilles de contact
si la victime en porte et si elles peuvent étre facilement
enlevées. Continuer a rincer. EN CAS DE CONTACT AVEC
LA PEAU: laver abondamment & I'eau et au savon. En cas
d’irritation ou d’éruption cutanée: consulter un médecin.
Eviter le rejet dans I'environnement. Eliminer le contenu/
récipient conformément a la réglementation locale/régionale/
nationale/internationale.

(GR)

Kivduvog

Yypb kot aTuol e0pAekta. TMpokahel coBapd
BEPUATIKK EYKAOPATO K&L 0POOAULKEG PA&RES. MTTOpEL
VO TIPOKOAEDEL OANEPYLKH DepUaTLK avTidpaon.
MTropel va TTpokaAéTeL GANEPY{X | CUUTITWHOT
&oBuatog i dVoTvolx Ot TrEP{TITWON €LOTIVOAG.
ETBAxBEG YL TOLG LBPORLOLG OPYBVIOUOUG, HE
UOKPOXPOVLEG ETTLTTTWOELG.

Makpl& oTtd BeppdTNTA/OTIWVOAPEG/YUUVEG PAOYEG/
Oepuéc emmuphvelec. Mnv kamviCeTe. ATropeldyeTe Vi
QVOTIVEETE OKOVN/QVRXOLULKOELG/ aépLa/oTaYOVIDLA/
ATHOUG/ekVEQWUATK. NO&X POPETE TIPOOTHTEVTIKK
YEVTLO/TTPOOTATELTIKK EVOUURTO/UECK GTOMLKAG
TpooTaolnG Y& Tap&TLa/TTpdowTTo. ZE MEPINTQSH
EMA®HZ ME TA MATIA: ZemAOveTe TIPOOTEKTLKK
He VvEPO yla pkeT& AemT&. E&v utr&pyouv @okol
ETTAPAG, KPALPECTE TOUG, £POOOV elval g0KOANO.
SuvexioTe va EetAévete. SE MEPINTQSH ENA®HE ME
TO AEPMA: MAOveTe pe &pBovo vepd koL oarrouvl. Eév
TIpaTnPnOel epebLopdg Touv dépUaTog i epavIoTEL
eEvONux: ZvpBouhevBeite/EmiokepBelTeyLaTpod.
N atro@edyeTal n eAeuBépwon oTo TrEPLBAANOV.
ATTOppIYTE TO TTEPLEXOMEVD/BOXEIO TUHPWVX HE TOUG
TOTTLKOUG/ eBVIKOOG/dLeBVE( KAVOVIOHOUG.

(HR)

Opasnost

Zapaljiva tekucina i para. Uzrokuje teSke opekline koze i
ozljede oka. MoZze izazvati alergijsku reakciju na kozi. Ako se
udiSe moze izazvati simptome alergije ili astme ili poteSkoce
s disanjem Stetno za vodeni okoli§ s dugotrajnim uéincima.
Cuvati odvojeno od topline/iskre/otvorenog plamena/vrucin
povrsina. — Ne pusiti. Izbjegavati udisanje prasine/dima/
plina/magle/pare/aerosola. Nositi zastitne rukavice/zastitnu
odijelo/zastitu za odi/zastitu za lice. U SLUCAJU DODIRA
S OCIMA: oprezno ispirati vodom nekoliko minuta. Ukloniti
kontaktne le¢e ukoliko ih nosite i ako se one lako uklanjaju.
Nastaviti ispiranje. U SLUCAJU DODIRA S KOZOM: oprati
velikom koli¢inom sapuna i vode. U slu€aju nadrazaja ili osipa
na kozi: zatraziti savjet/pomoc lije¢nika. Izbjegavati ispustanje
u okoli$. OdloZite sadrzaje /spremnike u skladu s lokalnim/
regionalnim/nacionalni/medunarodnim odredbama.

(HU)

Veszély

Tlzveszélyes folyadék és géz. Smarkiai nudegina odg ir
pazeidzia akis. Allergias bdrreakciét vélthat ki. Belélegezve
allergias és asztmas tlineteket, és nehéz 1égzést okozhat.
Artalmas a vizi vilagra, hosszan tarté karosodast okoz.
Hétél/szikratol/nyilt langtol/forrd fellletektdl tavol tartandd.
Tilos a dohanyzas. Kerllje a por/flst/gaz/kéd/g6zok/
permet belélegzését. Védodkesztyl/védbruha/szemvéds/
arcvédd hasznlata kételezd. SZEMBE KERULES esetén:
Tobb percig tartd ovatos Oblités vizzel. Adott esetben
a_kontaktlencsék eltavolitdsa, ha kdénnyen megoldhaté.
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Az oblités folytatasa. HA BORRE KERUL: Lemosas bd
szappanos vizzel. Bérirritacié vagy kiltések megjelenése
esetén: orvosi ellatast kell kérni. Kerlini kell az anyagnak a
kérnyezetbe vald kijutasat. Az edény tartaimat / a tartalyt
a helyi/regiondlis/nemzeti/nemzetkdzi szabalyozasoknak
megfelel6en kell hulladékként elhelyezni.

(m

Pericolo

Liquido e vapori inflammabili. Provoca gravi ustioni cutanee
e gravi lesioni oculari. Pud provocare una reazione allergica
cutanea. Pud provocare sintomi allergici o asmatici o
difficolta respiratorie se inalato. Nocivo per gli organismi
acquatici con effetti di lunga durata.

Tenere lontano da fonti di calore/scintille/fiamme libere/
superfici riscaldate. Non fumare. Evitare di respirare la
polvere/i fumi/i gas/la nebbia/i vapori/gli aerosol. Indossare
guanti/indumenti protettivi/Proteggere gli occhi/il viso.
IN CASO DI CONTATTO CON GLI OCCHI: sciacquare
accuratamente per parecchi minuti. Togliere le eventuali
lenti a contatto se & agevole farlo. Continuare a sciacquare.
IN CASO DI CONTATTO CON LA PELLE: lavare
abbondantemente con acqua e sapone. In caso di irritazione
o eruzione della pelle: consultare un medico. Non disperdere
nel’ambiente. Smaltire il prodotto/recipiente in conformita
con le disposizioni locali / regionali / nazionali / internazionali.

JP)
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Pavojinga

Degus skystis ir garai. Smarkiai nudegina oda ir pazeidzia
akis. Gali sukelti alergine odos reakcija. |kvépus gali sukelti
alergine reakcija, astmos simptomus arba apsunkinti
kvépavima. Kenksminga vandens organizmams, sukelia
ilgalaikius pakitimus.

Laikyti atokiau nuo Silumos Saltiniu/ZieZirbu/atviros liepsnos/
karsty pavirSiy. Nertkyti. Stengtis nejkvepti dulkiy/dumuy/
duju/ruko/gary/aerozolio. Muvéti apsaugines pirstines/
deveti apsauginius drabuZius/naudoti akiy (veido) apsaugos

priemones. PATEKUS | AKIS: Kelias minutes atsargiai plauti
vandeniu. ISimti kontaktinius leSius, jeigu jie yra ir jeigu lengvai
galima tai padaryti. Toliau plauti akis. PATEKUS ANT ODOS:
Nuplauti dideliu kiekiu muilo ir vandens. Jeigu sudirginama
oda arba jg iSberia: kreiptis j gydytoja. Saugoti, kad nepatekty
i aplinka. Turinj/talpg iSpilti (iSmesti) - Salinti pagal vietines /
regionines / nacionalines / tarptautines taisykles.

(NL)

Gevaar

Ontvlambare vloeistof en damp. Veroorzaakt ernstige
brandwonden en oogletsel. Kan een allergische huidreactie
veroorzaken. Kan bij inademing allergie- of astmasymptomen
of ademhalingsmoeilijkheden veroorzaken. Schadelijk voor
in het water levende organismen, met langdurige gevolgen.
Verwijderd houden van warmte/vonken/open vuur/
hete oppervlakken. Niet roken. Inademing van stof/rook/
gas/nevel/damp/spuitnevel vermijden. Beschermende
handschoenen/beschermende kleding/oogbescherming/
gelaatsbescherming dragen. BlJ CONTACT MET DE OGEN:
voorzichtig afspoelen met water gedurende een aantal
minuten; contactlenzen verwijderen, indien mogelijk; blijven
spoelen. BIJ CONTACT MET DE HUID: met veel water en
zeep wassen. Bij huidirritatie of uitslag: een arts raadplegen.
Voorkom lozing in het milieu. De inhoud en de verpakking
verwerken volgens de plaatselijke/regionale/nationale/
internationale voorschriften.

(NO)

Fare

Brennbar veeske og damp. Forarsaker alvorlige
hudforbrenninger og eyeskader. Kan forarsake allergiske
hudreaksjoner. Kan forérsake allergi, astmalignende
symptomer eller pusteproblemer ved inn&nding. Skadelig for
vannlevende organismer, langtidsvirkning

Holdes adskilt fra varme. Ikke reyk. Unngé innénding av stev/
royk/gass/sproytetdke/damp/aerosol. Bruk vernehansker/
verneklzer/vernebriller/ansiktsskjerm. VED KONTAKT MED
QDYNENE: Skyll forsiktig med vann i opptil flere minutter.
Fjern evt. kontaktlinser safremt dette er lett mulig. Fortsett
skyllingen. VED HUDKONTAKT: Vask med store mengder
vann og séape. Ved hudirritasjon eller -utslett: Kontakt / tilkall
lege. Unngé utslipp til miljget. Innholdet / emballasjen skal
avhendes i henhold til de lokale / regionale / nasjonale /
internasjonale forskrifter.

(PL)

Niebezpieczenstwo

katwopalna ciecz i pary. Powoduje powazne oparzenia
skéry oraz uszkodzenia oczu . Moze powodowa¢ reakcje
alergiczng skory. Moze powodowaé objawy alergii lub astmy
lub trudnosci w oddychaniu w nastgpstwie wdychania. Dziata
szkodliwie na organizmy wodne, powodujac dtugotrwate
skutki.

Przechowywa¢ z dala od Zrédet ciepta/iskrzenia/otwartego
ognia/goracych powierzchni. Palenie wzbronione. Unika¢
wdychania pytu/dymu/gazu/mgty/par/rozpylonej cieczy.
Stosowaé rekawice ochronne/odziez ochronna/ochrone
oczu/ochrong twarzy. W PRZYPADKU DOSTANIA SIE
DO OCZU: Ostroznie ptuka¢ wodg przez kilka minut.
Wyja¢ soczewki kontaktowe, jezeli sg i mozna je fatwo
usungé. Nadal ptukaé. W PRZYPADKU KONTAKTU ZE
SKORA: Umy¢ duzg iloscig wody z mydtem. W przypadku
wystgpienia podraznienia skéry lub wysypki: Zasiegnaé
porady/zgtosi¢ sie pod opieke lekarza. Unika¢ uwolnienia
do $rodowiska. Zawarto$¢ / pojemnik usuwac zgodnie z
przepisami miejscowymi / regionalnymi / narodowymi /
miedzynarodowymi.
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(PT)

Perigo

Liquido e vapor inflamaveis. Provoca queimaduras na pele e
lesdes oculares graves. Pode provocar uma reacgdo alérgica
cutanea. Quando inalado, pode provocar sintomas de alergia
ou de asma ou dificuldades respiratérias. Nocivo para os
organismos aquaticos com efeitos duradouros.

Manter afastado do calor/da faisca/da chama aberta/das
superficies quentes. Nao fumar. Evitar respirar as poeiras/
fumos/gases/névoas/vapores/aerossois. Usar luvas de
proteccao/vestuario de proteccédo/proteccdo ocular/
protecgao facial. SE ENTRAR EM CONTACTO COM OS
OLHOS: enxaguar cuidadosamente com agua durante
varios minutos. Se usar lentes de contacto, retire-as, se
tal Ihe for possivel. Continuar a enxaguar. SE ENTRAR EM
CONTACTO COM A PELE: lavar com sabonete e agua
abundantes. Em caso de irritagdo ou erupcgdo cutanea:
consulte um médico. Evitar a libertacdo para o ambiente.
Eliminar o contetido/recipiente de acordo com a legislacédo
local/regional/nacional/internacional.

(RO)

Pericol

Lichid si vapori inflamabili. Provoaca arsuri grave ale pielii
si lezarea ochilor. Poate provoca o reactie alergica a pielii.
Poate provoca simptome de alergie sau astm sau dificultati
de respiratie in caz de inhalare. Nociv pentru mediul acvatic
cu efecte pe termen lung.

A se pastra departe de surse de caldurd/scantei/flacari
deschise/suprafete incinse. Fumatul interzis. Evitati sa
inspirati praful/fumul/gazul/ceata/vaporii/spray-ul. Purtati
manusi de protectie/imbracaminte de protectie/echipament
de protectie a ochilor/ chipament de protectie a fetei. IN
CAZ DE CONTACT CU OCHII: clatiti cu atentie cu apa timp
de mai multe minute. Scoateti lentilele de contact, daca
este cazul si dacd acest lucru se poate face cu usurinta.
Continuati s clatiti. IN CAZ DE CONTACT CU PIELEA:
spalati cu multa apa si sdpun. in caz de iritare a pielii sau
de eruptie cutanata: consultati medicul. Evitati dispersarea
in mediu. Aruncati continutul/containerul in acord cu
regulamentele locale/regionale/nationale/internationale.

(SE)

Fara

Brandfarlig véatska och &nga. Orsakar allvarliga fratskador
p& hud och 6gon. Kan orsaka allergisk hudreaktion. Kan
orsaka allergi- eller astmasymtom eller andningssvarigheter
vid inandning. Skadliga langtidseffekter for vattenlevande
organismer.

Fér inte utsattas for varme/gnistor/dppen laga/heta ytor.
Rokning forbjuden. Undvik att inandas damm/rok/gaser/
dimma/angor/sprej. Anvand skyddshandskar/skyddsklader/
Sgonskydd/ansiktsskydd. VID KONTAKT MED OGONEN:
Skolj forsiktigt med vatten i flera minuter. Ta ur eventuella
kontaktlinser om det gér latt. Fortsatt att skolja. VID
HUDKONTAKT: Tvatta med mycket tval och vatten. Vid
hudirritation eller utslag: Stk lakarhjalp. Undvik utslapp till
miljén. Innehéllet / behallaren avfallshanteras enligt lokala /
regionala / nationella / internationella foreskrifter.

Sl

Nevarno

Vnetljiva tekoCina in hlapi. Povzro¢a hude opekline koze in
poskodbe o¢i. Lahko povzro¢i alergijski odziv koze. Lahko
povzroci simptome alergije ali astme ali tezave z dihanjem
pri vdihavanju. Skodljivo za vodne organizme, z dolgotrajnimi
uginki.

Hraniti lo¢eno od vrocine/isker/odprtega ognja/vrocih
povrsin. Kajenje prepovedano. Ne vdihavati prahu/dima/
plina/meglice/hlapov/razprsila. Nositi zaSc¢itne rokavice/

zascitno obleko/zasCito za oci/zascito za obraz. PRI STIKU
Z OCMI: previdno izpirajte z vodo nekaj minut. Odstranite
kontaktne lece, Ce jih imate in e to lahko storite brez tezav.
Nadaljujte z izpiranjem. PRI STIKU S KOZO: umiti z veliko
mila in vode. Ce nastopi draZenje koze ali se pojavi izpuséaj:
poiscite zdravnisko pomoc/oskrbo. Prepreciti spros¢anje
v okolje. Vsebino/vsebnik odstranite v skladu z lokalnimi/
regionalnimi/narodnimi/mednarodnimi predpisi.

(SK)

Nebezpecenstvo

Horfava kvapalina a pary. Provoaca arsuri grave ale pielii
si lezarea ochilor. Moze vyvolat alergicku koznu reakciu.
Pri vdychnuti méze vyvolat alergiu alebo priznaky astmy,
alebo dychacie tazkosti. Skodlivy pre vodné organizmy, s
dlhodobymi G¢inkami.

Uchovavajte mimo dosahu tepla/iskier/otvoreného ohna/
hortcich povrchov. Nefajite. Zabrarite vdychovaniu prachu/
dymu/plynu/hmly/par/aerosélov. Noste ochranné rukavice/
ochranny odev/ochranné okuliare/ochranu tvare. PO
ZASIAHNUTI OCi: Niekolko mindt ich opatrne vyplachuijte
vodou. Ak pouzivate kontaktné SoSovky a ak je to mozné,
odstrarite ich. Pokracujte vo vyplachovani. PRI KONTAKTE
S POKOZKOU: Umyte velkym mnozstvom vody a mydla. Ak
sa prejavi podrézdenie pokozky alebo sa vytvoria vyrazky:
vyhladajte lekarsku pomoc/starostlivost. Zabréarite uvolneniu
do Zivotného prostredia. Zneskodnenie obsahu/obalu v
stlade s miestnymi/oblastnymi/narodnymi/medzinarodnymi
nariadeniami.
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