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1 - GENERAL INFORMATION

Transmissible Spongiform Encephalopathies (TSE's) were first reported in the
eighteenth century in sheep (Scrapie) and more recently in cervids such as
deer and elk (Chronic Wasting disease, CWD) and cattle (Bovine Spongiform
Encephalopathy, BSE). Humans are also susceptible to certain forms of TSE
such as Kuru, Creutzfeldt-Jakob Disease (CJD) or Gerstmann-Straussler-
Scheinker Syndrome (GSS). The emergence of new variant Creutzfeldt-Jakob
Disease (vCJD) in the human population has been strongly linked to the dietary
intake of BSE-infected meat or meat products. One of the main characteristics
of TSEs is a progressive accumulation in the central nervous system of an
abnormal isoform of natural or cellular prion protein (PrP), termed PrPr,
This disease specific PrPe is characterised by an increased resistance to
proteases. The TeSeE™ WESTERN BLOT assay permits qualitative identification
of PrP= after proteolytic treatment which results in a reduced molecular weight
fragment due to ‘N’ terminus truncation.

Active/passive surveillance programs have been conducted worldwide to
detect BSE, scrapie or CWD in infected animals. Those programs have
resulted in the identification of increased numbers of positive cases at the
screening laboratories. Those positive samples (suspected animals) are
then systematically confirmed as “TSE-infected” by the demonstration of
typical spongiform changes with histopathology, or with the detection of
abnormal PrP by Immunohistochemistry (IHC), or of Scrapie Associated
Fibrils (SAFs) by electron microscopy. These above confirmation techniques
require technical expertise for the interpretation of the results and are time
consuming and expensive. WESTERN BLOT technique can also be considered
as an alternative method for confirmation of the TSE suspected samples.

The validation data for this kit have been certified by the OIE, based
on expert review, as fit for the post-mortem detection of transmissible
spongiform encephalopathies (TSEs) in cattle (bovine spongiform
encephalopathy, BSE), in ovines and caprines (BSE and scrapie), and in
cervids (Chronic Wasting Disease, CWD), and for the following purposes:

1. To confirm TSE suspected positive samples detected at the screening
laboratories in countries with active/passive surveillance programmes.
Any sample with a negative result according to the TeSeE™ WESTERN
BLoT assay interpretation criteria, following a positive rapid test result,
should be tested with one of the other OIE certified confirmatory
methods, Immunohistochemistry (IHC) or SAF-Immunoblot;
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2. To confirm the prevalence of infection with one of the TSE associated
diseases (BSE, scrapie, CWD) in the context of an epidemiological
survey in a low prevalence country;

3. To estimate prevalence of infection to facilitate risk analysis (e.g.
surveys, implementation of disease control measures) and to assist the
demonstration of the efficiency of eradication policies.

The TeSeE™ WESTERN BLOT assay is using the same assay principle as
the Bio-Rad rapid assays (TeSeE"™ SAP, TeSeE™ sheep/goat) that include
the preliminary purification and concentration of the PrPr, associated
to a highly sensitive immunoblotting. Then, it can be used efficiently for
confirmation of any TSE suspected samples and for typing of TSE strains
in sheep.

2 - ASSAY PRINCIPLE

The TeSeE™ WESTERN BLOT assay allows the detection of PrP= in nervous
tissues (bovine, ovine, caprine, cervids, ...) or peripheral tissues (cervids)
collected from infected animals.

The assay procedure begins with the digestion of cellular PrP protein
(PrP°), followed by purification and concentration of disease specific
PrPrs. Detection of PrPe is carried out by electrophoretic migration then
immunobilotting using a monoclonal antibody highly specific for PrPr.

The assay procedure includes the following steps:
e Sample homogenization,

e Digestion of PrP¢ with proteinase K,

e Purification and concentration of PrPe,

e Electrophoresis and transfer onto a membrane,
¢ Immunoblotting.
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3 - COMPOSITION OF THE KIT

Labelling Type of reagents Presentation| Storage

Grnaing | SITORI0ES SOOS| 1oag | 2Cro

Tubes ) (35 tubes) +25°C
solution®

A Denaturing solution 1 vial +2°C to
Ready to use (20 ml) +25°C
Clarifying solution . o

B Colouring: bromophenol (;O\”:]ll) ++22£(330éo
blue Ready to use

PK Proteinase K 1 vial +2°C to
Colouring: phenol red (0.5 ml) +8°C
Primary antibody": anti- . o

Ab | PrPmonoclonal antibody 1 vial 2 E}to

(8 ml) +8°C

(10x)
Secondary antibody: . o

Ab Il SheepAnti-Mouse 1gG- (110V|r?1||) +J2r8co)éo
(H+L)-HRP (10x)

BI Blocking solution® 1 vial +2°C to
(10x) (10 ml) +8°C

" These reagents contain 0.1 % of ProClin™ 300 (preservative).
4 - SAMPLES

The TeSeE™ WESTERN BLOT assay is suitable for the detection of TSEs in
cattle (Bovine Spongiform Encephalopathy, BSE), in ovine and caprine
(BSE and scrapie), and in cervids (Chronic Wasting Disease, CWD).

This test can be processed directly from the same sample homogenate
(grinding tube) prepared for Bio-Rad rapid testing (TeSeE SAP, TeSeE
sheep/goat).

Bovine: purification of PrPe is performed on samples from Central
Nervous System (CNS). Since distribution of PrPe is heterogeneous in
central nervous system, obex area from brainstem must be preferably
sampled for optimal detection.

Sampling syringe (Ref.: 3551175) allows easy and rapid sampling of obex
area in a secure way. Please refer to sampling protocol provided with
sample syringes for detailed instructions on good sampling procedure.
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Small ruminants: purification of PrP= is performed on samples from
Central Nervous System (CNS).
Samples are cut and weighed individually.

Cervids: purification of PrP= is performed on samples from Central
Nervous System (CNS) or peripheral tissues (lymphoid nodes).
Samples are cut and weighed individually.

5 - ASSAY PROCEDURE WITH MINI BLOT™ GEL

5.1 - ADDITIONAL REAGENTS AND MATERIAL REQUIRED
5.1.1 - REAGENTS AND DISPOSABLES

Graduated pipettes (5, 10, 25 ml), conical tubes (50 ml), 2 ml
polypropylene micro-test tubes with caps.
PARAFILM®M Sealing films.

Sample purification

Laemmli sample buffer 30 ml Bio-Rad, cat. Nr. 1610737
2-Mercaptoethanol 25 ml Bio-Rad, cat. Nr. 1610710
SDS 100 g Bio-Rad, cat. Nr. 1610301
Calibration syringes 200 Bio-Rad, cat. Nr. 3551174

Gel electrophoresis

Acrylamide 40% 29:1 500 ml Bio-Rad, cat. Nr. 1610146
0.5 M Tris-HCI pH 6.8 1L Bio-Rad, cat. Nr. 1610799
1.5 M Tris-HCI pH 8.8 1L Bio-Rad, cat. Nr. 1610798
Bromophenol blue 109 Bio-Rad, cat. Nr. 1610404
Sucrose 1kg Bio-Rad, Discontinued
Ammonium persulfate 10¢g Bio-Rad, cat. Nr. 1610700
TEMED 5ml Bio-Rad, cat. Nr. 1610800
Tris/Glycine/SDS (running buffer) (10x) 1L Bio-Rad, cat. Nr. 1610732
Kaleidoscope™ prestained standard 500 pl Bio-Rad, cat. Nr. 1610375
MagicMark™ XP Western Standard 250 pl Invitrogen, cat. Nr. LC5602
(Molecular weight standard)

Immunoblotting

Ethanol (Normapur) 1L VWR, cat. Nr. 20821-296
Tris/CAPS (transfer buffer) (10x) 1L Bio-Rad, cat. Nr. 1610778
Filter paper 50 sheets Bio-Rad, cat. Nr. 1703932

(transfer paper for Mini Blot™ handcast gels)
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PVDF membrane (0.2 pm) 10 sheets
Tween® 20 100 ml
PBS (washing buffer) (10x) 1L
ECL (substrate for conjugate) 125 ml
ECL Hyperfilms (18 x 24 cm) 25 films
Development folders 30 folders
Kodak developing solution LX24 to20 L
Kodak fixative solution AL4 020 L

5.1.2 - EQUIPMENT
Adjustable pipettes (10, 40, 200, 1000 ).

Bio-Rad, cat. Nr. 1620175
Bio-Rad, cat. Nr. 1706531
Bio-Rad, cat. Nr. 1610780

Amersham, cat. Nr. RPN2109
Amersham, cat. Nr. RPN2103K

Applied Biosystems,
cat Nr. T2258
VWR or Kodak
VWR or Kodak

Graduated cylinder (1 L and 2 L), plastic forceps, trays, vortex.
Exposure cassette and red light for film development.

Sample purification

TeSeE™ Precess 48™

TeSeE™ Precess 24™

Block heater (3 blocks)

Heating block for block heater — 20 tubes
Centrifuge - 220/240V

Drum rotor

Rotor adaptors - (x6)

Gel electrophoresis

Bio-Rad, cat. Nr. 3590200
Bio-Rad, cat. Nr. 3591070
Bio-Rad, cat. Nr. 3589057
Bio-Rad, cat. Nr. 3589072
Bio-Rad, cat. Nr. 3591396
Bio-Rad, cat. Nr. 3589189
Bio-Rad, cat. Nr. 3589191

Mini-PROTEAN® Tetra Cell, electrophoresis module
5 spacer plates
PowerPac™ HC power supply: 100/120V - 220/240 V

Transfer

Bio-Rad, cat. Nr. 1658007
Bio-Rad, cat. Nr. 1653312
Bio-Rad, cat. Nr. 1645052

Trans-Blot® Cell

Immunoblotting

Bio-Rad, cat. Nr. 1703946

Western Processor base
Western Processor Mini Blot™ kit

Bio-Rad, Discontinued
Bio-Rad, Discontinued
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5.2 - PREPARATION OF REAGENTS
5.2.1 - SAMPLE PURIFICATION

* Proteinase K
Solution of proteinase K diluted in reagent A:

» 1ml Reagent A

» 20 Proteinase K
Mix well by inverting until you obtain a homogeneous solution. After
reconstitution, diluted proteinase K is stable 10 hours at room temperature
(+18°C to +30°C).

° Laemmli solution
Solution of SDS + 2-Mercaptoethanol + Laemmli sample buffer:
» 069 SDS
» 1.5ml  2-Mercaptoethanol
Mix by inverting.
» 28.5ml Laemmli sample buffer
Solution is aliquoted into 4 ml aliquots and stored at -20°C. Thawed
aliquots can be re-frozen.
Note: It is recommended to prepare Laemmli solution one hour before use
allowing SDS to be completely dissolved.

5.2.2 - ELECTROPHORESIS

¢ Hand cast discontinuous acrylamide gel

The gel must be 1.5 mm thickness.

Using the Mini Blot™ casting module, the resolving gel (13.5% acrylamide,
pH 8.8) is cast first, once the resolving gel is polymerized the stacking gel
is added (3% acrylamide, pH 6.8).

Resolving gel (1 gel)
» 2.8ml  Acrylamide 40%, 29:1
» 1.7ml 1.5 M Tris-HCI buffer, pH 8.8 / SDS (1)
» 1.3ml  50% sucrose solution (2)
» 25ml distilled water

Mix by inverting.

» 43l 10% Ammonium persulfate (3)
» oyl TEMED
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Pour 7 ml of the gel solution into the plates and retain the residual solution
as a control of polymerization. Gently overlay to the top with 1 ml of 0.3
M Tris-HCI pH 8.8 / SDS buffer (4) so that the gel surface doesn’t dry out.
Let the gel polymerize for 15-20 minutes at room temperature (+18°C to
+30°C). Check the residual solution is polymerized.

Invert the plate assembly to eliminate excess of buffer.

Stacking gel (1 gel)
» 4 ml 3% Acrylamide solution (7)
» 28 10% Ammonium persulfate (3)
» 6 ul TEMED
Mix by inverting.
Gently pour the stacking gel onto the resolving gel and retain the residual
solution as a control of polymerization. Position the comb, taking care not
to trap any bubble in the well positions.
Let the gel polymerize for 5-10 minutes at room temperature (+18°C
to +30°C). Check the residual solution is polymerized.

(1) Solution of 1.5 M Tris-HCI buffer, pH 8.8 / SDS
»02g SDS
» 50 mi 1.5 M Tris-HCI buffer pH 8.8

Solution can be stored at +2°C to +8°C for 2 weeks.

(2) Solution of 50% Sucrose
» 259 Sucrose
» to 50 ml Distilled water
Sucrose solution can be stored at +2°C to +8°C for 2 weeks.

(3) Solution of 10% Ammonium persulfate

»5¢g Ammonium persulfate

» to 50 ml Distilled water
Ammonium persulfate solution is aliquoted and stored at -20°C. Thawed
solution can be stored at +2°C to +8°C for 2 weeks.

(4) Solution of 0.3 M Tris-HCI buffer, pH 8.8 / SDS
» 40 mi Distilled water
» 10 ml 1.5 M Tris-HCI buffer pH 8.8 / SDS
Solution can be stored at +2°C to +8°C for 2 weeks.
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(5) Solution of 0.5 M Tris-HCI buffer, pH 6.8 / SDS
»02g SDS
» 50 ml 0.5 M Tris-HCI buffer pH 6.8

Solution can be stored at +2°C to +8°C for 2 weeks.

(6) Solution of 1% Bromophenol Blue

» 059 Bromophenol Blue

» 50 ml  Distilled water
Bromophenol Blue solution can be stored at room temperature (+18°C to
+30°C) for 6 months.

(7) Solution of 3% acrylamide
» 3.8ml  Acrylamide 40%, 29:1
» 10ml 0.5 M Tris-HCI buffer pH 6.8 / SDS (5)
» 6 ml Sucrose 50% (2)
» 500yl Bromophenol Blue 1% (6)
» to 50 ml Distilled water
Solution can be stored at +2°C to +8°C for 2 weeks.

e Kaleidoscope™ prestained standard

The Kaleidoscope™ prestained standard is prepared during the sample
denaturation before loading on the acrylamide gel.

Prepare a 1/12 dilution in Laemmli solution (for example 10 pl of the
Kaleidoscope™ prestained standard + 110 pl of Laemmli solution).

Please refer to the Kaleidoscope™ prestained standard insert for storage conditions.

e MagicMark™ XP Western Standard

The MagicMark™ XP molecular weight is prepared during the sample
denaturation before loading on the acrylamide gel.

Prepare a 1/12 dilution in Laemmli solution (for example 10 pl of
MagicMark™ XP + 110 pl of Laemmli solution).

Please refer to MagicMark™ XP insert for storage conditions.

¢ Mini Blot™ migration buffer

Solution of Tris-Glycine-SDS (1x).

Prepare a 1/10 dilution. 1 L of diluted buffer is required for 1 tank:
» 900 ml  Distilled water
» 100 ml  Tris-Glycine-SDS buffer (10x)

Homogenize. Solution can not be stored.
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5.2.3 - PROTEIN TRANSFER

¢ Transfer buffer

Solution of Tris/Caps-Ethanol 15%. 2.5 L is required for 1 transfer tank.
» 750 ml  Distilled water
» 150 ml Pure ethanol
» 100 ml Tris/CAPS (10x)

Homogenize. Solution can not be stored.

5.2.4 - IMMUNOBLOTTING

¢ Wash solution 1
Solution of PBS (1x) + 0.1% Tween® 20. Approximately 500 ml is
required for the complete process of 1 membrane.

» 900 ml  Distilled water

» 100l PBS (10x)

» 1 ml Tween® 20
Thoroughly homogenize. Solution can be stored at +2°C to +8°C,
overnight.

e Wash solution 2
Solution of PBS (1x). Approximately 100 ml is required for the
complete process of 1 membrane.
» 900 ml  Distilled water
» 100l PBS (10x)
Solution can be stored at room temperature (+18°C to +30°C) overnight.

¢ Blocking solution
During the transfer step, dilute the blocking solution (Bl) 1/10 in Wash
solution 1. 20 ml of diluted blocking solution (1x) is required for 1
membrane.

» 18 ml  Wash solution 1

» 2 ml Blocking solution (10x)
Homogenize by tube inverting.

¢ Diluted primary antibody
Just prior to use, dilute the primary antibody 1/10 in Wash solution 1.
15 ml of diluted primary antibody is required for 1 membrane.
» 13.5 ml Wash solution 1
» 1.5ml  Primary antibody (10x)
Homogenize by tube inverting.
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¢ Diluted secondary antibody (conjugate)
Just before use, dilute the secondary antibody 1/10 in Wash solution 1.
20 ml of diluted conjugate is required for 1 membrane.
» 18 ml  Wash solution 1
» 2 ml Secondary antibody (10x)
Homogenize by tube inverting.

e ECL
Substrate (ECL) must be prepared just before use. 1 ml of substrate is
required for 1 membrane.
» 0.5ml  Reagent 1
» 0.5ml  Reagent?2
Homogenize the solution.

¢ Development solution

» 800 ml  Distilled water

» 200 ml  Development product
Solution can be stored at room temperature (+18°C to +30°C), in a
darkroom for 15 days maximum.

¢ Fixative solution

» 800 ml  Distilled water

» 200 ml  Fixative product
Solution can be stored at room temperature (+18°C to +30°C), in a
darkroom for 15 days maximum.
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5.3 - SAMPLE PURIFICATION

The TeSeE™ WESTERN BLOT assay can be processed directly from the
same sample homogenate (grinding tube) prepared for Bio-Rad rapid
tests (TeSeE SAP, TeSeE sheep/goat).

Sampling

For peripheral tissues (lymph nodes) insert one medium bead (Ref.:
3551171) in the grinding tube, before to add the sample.

Take a mass of 350 mg + 40 mg of nervous tissue (preferably in the obex
area) or 200 mg + 20 mg of peripheral tissue.

Deposit the sample in grinding tube, close firmly and proceed to the
grinding step in the homogenizer (Ribolyser®, TeSeE™ PRECESS 48™ or
TeSeE™ PRECESS 24™ - system).

Sample grinding
Place the tubes in the crown of the homogenizer.
Perform one agitation cycle with the following instrument parameters.

Ribolyser® TeSeE™ PRECESS 48™
Y or TeSeE™ PRECESS 24™
Nervous Peripheral Nervous Peripheral
tissues tissues tissues tissues
Time (sec.) 45 2 x 450 - -
Speed 6.5 6.5 - -
Program - - Program 1 Program 2

When grinding is insufficient, another 1 or 2 agitation cycles can be
performed®.
M@Wait a 5 minutes pause between the 2 agitation cycles.

Sample calibration

Remove the grinding tubes from the homogenizer, resuspend the
homogenate by inverting before opening the tubes and aspirate 500 pl
with the calibration syringe taking care to immerse the needle below the
level of ceramic beads to avoid sampling tissue fragments.

Transfer each 500 pl sample into a 2 ml Eppendorf micro test-tube.

Note: At this stage, both grinding tubes after homogenisation and micro
testtubes after sample calibration can be stored, closed:

e At room temperature (+18°C to +30°C) for 15 hours.
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e At +2°C to +8°C for 72 hours.

e At -20°C for 1 year. Frozen samples must be thawed at room
temperature (+18°C to +30°C).

Samples can be submitted to a maximum of 3 freezing/thawing cycles.

Samples must always be homogenized by inverting before use.

Proteinase K treatment

Distribute 500 pl of reconstituted proteinase K solution (see paragraph
5.2.1) into each micro test-tube.

Homogenize the sealed tubes by inverting (10 times) and incubate at 37°C
+ 2°C in a heating block incubator for 10 minutes.

Precipitation of PrP~ with reagent B

Remove the tubes from the incubator. Open them and distribute 500 pl of
reagent B into each tube. Homogenize by inverting until a homogeneous
colour is obtained.

Concentration of the PrP by centrifugation
Centrifuge the tubes for 7 minutes at 15000 g at 20°C.

Sample clarifying

Discard the supernatant by inverting over a waste container. Then dry the
tubes by inverting onto absorbent paper for 5 minutes.

Distribute 100 pl of the Laemmli solution (see paragraph 5.2.1) into each
micro test-tube.

Incubate for 5 minutes at room temperature (+18°C to +30°C).

Completely resolubilize the pellet by aspiration/dispensing with a pipette.
Incubate for 5 minutes at 100°C + 5°C in a heating block incubator.
Remove the tubes from the incubator, homogenize by vortexing.
Centrifuge the tubes for 15 minutes at 15000 g at 20°C.

Transfer the supernatant to a new micro test-tube. Discard the tube
containing the pellet.

At this stage, the supernatant can be stored frozen at -20°C for 24 hours;
the samples must be thawed at room temperature (+18°C to +30°C) prior
to use.
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5.4 - ELECTROPHORESIS

The TeSeE™ WESTERN BLOT assay can be used for both confirmation of
TSE suspected samples or for strain typing in sheep.

The following procedure is applicable for confirmation of TSE suspected
samples. Please contact your Bio-Rad representative for instruction
protocol in case of strain typing application.

Gel preparation

Place the acrylamide gels (see paragraph 5.2.2) in the migration tank.
Pour the migration buffer (see paragraph 5.2.2) into the electrophoresis
tank on each side of the gels, up to the top of the wells. Carefully remove
the combs and rinse each well with migration buffer, using a pipette.

Sample loading

Heat the samples for 4 minutes at 100 °C + 5°C just prior to loading 15 pl/
well. Load 15 pl of the diluted Kaleidoscope™ prestained standard and
15 pl of the diluted MagicMark™ XP (see paragraph 5.2.2).

Note: In case several gels are run at the same time, make sure that you
stagger the loading of controls into different lanes for easy identification.
Differential migration of the samples

Run the gel at room temperature (+18°C to +30°C) for 90 minutes at
150 V. The blue line must be out of the gel.

5.5 - PROTEIN TRANSFER

The transfer buffer must be prepared before the end of the sample
migration (see paragraph 5.2.3).

Protein transfer preparation

Cut the membrane to the gel dimensions. Always use forceps when
handling the membrane.

Immerse the membrane in pure ethanol for 15 seconds, rinse in distilled
water for 5 minutes, then for 10 minutes in the transfer buffer.

Carefully remove the gel from the glass plates and let it equilibrate for
10 minutes in the transfer buffer.
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Gel sandwich preparation

Soak filter paper and fibre pads in the transfer buffer.

Open the transfer cassette, with transparent side on the left. Respectively
place on the transparent side a fiber pad, a filter paper, the membrane*
and the gel*.

Complete with a filter paper then a fibre pad and close the cassette.
Immerse it in the transfer tank previously filled to the indicated limit with
transfer buffer.

*Remove any air bubbles which may have formed.

Note: In case several membranes are processed at the same time, label
each membrane in the corner.

Transfer onto the PVDF membrane
Agitate during the transfer by using a magnetic stirring bar and run for
60 minutes at 115 V.

5.6 - IMMUNOBLOTTING

a) Upon completion of the protein transfer, open the blotting assembly
and remove the membrane for development. Quickly immerse the
membrane in Wash solution 2 (see paragraph 5.2.4), then place it in
ethanol for 10 seconds before rinsing for 5 minutes in distilled water.
Note: At this step, the membrane can be stored overnight in distilled
water at +2°C to +8°C.

Let the membrane adjust to room temperature (+18°C to +30°C) before
to start the immunobilotting.

b) Eliminate distilled water and incubate the membrane for 30 minutes
in blocking solution (see paragraph 5.2.4). Incubate under medium
agitation.

20 ml is sufficient for 1 membrane.

Note: from this step until the step g), the Bio-Rad Western Processor
can be used for agitation and washing steps (refer to instruction manual
for settings).

c) Eliminate the blocking solution and incubate the membrane in diluted
primary antibody (see paragraph 5.2.4) for 30 minutes at room
temperature (+18°C to +30°C) under medium agitation.

15 ml of diluted primary antibody is required for 1 membrane.
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d) Eliminate the primary antibody solution and using Wash solution 1,
briefly rinse the membrane, then wash twice for respectively 5 and 10
minutes, under fast agitation.

50 ml of Wash solution 1 is required for each cycle and for 1
membrane.

e) Eliminate Wash solution 1 and incubate the membrane for 20 minutes in
diluted secondary antibody (see paragraph 5.2.4) at room temperature
(+18°C to +30°C) under medium agitation.

20 mil of diluted secondary antibody is required for 1 membrane.

f) Eliminate the secondary antibody solution and using Wash solution 1,
briefly rinse, then wash for respectively 5, 10 and 10 minutes under fast
agitation.

50 ml of Wash solution 1 is required for each cycle and for 1
membrane.

g) Place the membrane in 50 ml of Wash solution 2 under slow agitation.

h) Drain the membrane on absorbent paper without blotting and place it in
the plastic folder.

i) Add the ECL reagent (see paragraph 5.2.4). Eliminate the excess of
reagent and air bubbles with absorbent paper. Place into the exposure
cassette.

j) In a darkroom, cover the folder with a film and expose for 15 minutes.
Film can be exposed longer or shorter time for optimal signal.

k) Immerse the film in developing solution for 45 seconds (see paragraph
5.2.4). Rinse in distilled water. Immerse the film in fixative solution until
the film becomes completely transparent.

) Wash with distilled water and let the film dry.
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6 - ASSAY PROCEDURE WITH CRITERION™ XT GEL
6.1 - ADDITIONAL REAGENTS AND MATERIAL REQUIRED
6.1.1 - REAGENTS AND DISPOSABLES

Graduated pipettes (5, 10, 25 ml), conical tubes (50 ml), 2 ml
polypropylene micro-test tubes with caps.
PARAFILM®M Sealing films.

Sample purification

Laemmli sample buffer 30 ml Bio-Rad, cat. Nr. 1610737
2-Mercaptoethanol 25 ml Bio-Rad, cat. Nr. 1610710
SDS 100 g Bio-Rad, cat. Nr. 1610301
Calibration syringes 200 Bio-Rad, cat. Nr. 3551174

Gel electrophoresis

Criterion™ XT 12 % Bis-Tris 1 gel - 18 wells Bio-Rad, cat. Nr. 3450118
XT-MOPS (running buffer) (20 x) 500 ml Bio-Rad, cat. Nr. 1610788
Kaleidoscope™ prestained standard 500 pl Bio-Rad, cat. Nr. 1610375
MagicMark™ XP Western Standard 250 i Invitrogen, cat. Nr. LC5602

(Molecular weight standard)

Immunobloting

Ethanol (Normapur) 1L VWR, cat. Nr. 20821-296
Tris/CAPS (transfer buffer) (10x) 1L Bio-Rad, cat. Nr. 1610778
Filter paper 50 sheets Bio-Rad, cat. Nr. 1704085
(transfer paper for Criterion™ XT precast gels)
PVDF membrane (0.2 pm) 10 sheets Bio-Rad, cat. Nr. 1620175
Tween® 20 100 ml Bio-Rad, cat. Nr. 1706531
PBS (washing buffer) (10x) 1L Bio-Rad, cat. Nr. 1610780
ECL (substrate for conjugate) 125 ml Amersham, cat. Nr. RPN2109
ECL Hyperfilms (18 x 24 cm) 25 films Amersham, cat. Nr. RPN2103K
Development folders 30 folders Applied Biosystems,
cat. Nr. 72258
Kodak developing solution LX24 to20L VWR or Kodak
Kodak fixative solution AL4 to20L VWR or Kodak
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6.1.2 - EQUIPMENT

Adjustable pipettes (10, 40, 200, 1000 ).
Graduated cylinder (1L and 2L).
Plastic forceps, trays, vortex.

Exposure cassette and red light for film development.

Sample purification

TeSeE™ Precess 48™,

TeSeE™ Precess 24™,

Block heater (3 blocks)

Heating block for block heater — 20 tubes
Centrifuge - 220/240 V

Drum rotor

Rotor adaptors - (x6)

Gel electrophoresis

Bio-Rad, cat. Nr. 3590200
Bio-Rad, cat. Nr. 3591070
Bio-Rad, cat. Nr. 3589057
Bio-Rad, cat. Nr. 3589072
Bio-Rad, cat. Nr. 3591396
Bio-Rad, cat. Nr. 3589189
Bio-Rad, cat. Nr. 3589191

Criterion™ XT Cell
PowerPac™ HC power supply: 100/120V - 220/240 V

Transfer

Bio-Rad, cat. Nr. 1656001
Bio-Rad, cat. Nr. 1645052

Criterion™ XT blotter

Immunoblotting

Bio-Rad, cat. Nr. 1704070

Western Processor base
Western Processor Criterion™ XT kit

Bio-Rad, Discontinued
Bio-Rad, Discontinued
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6.2 - PREPARATION OF REAGENTS
6.2.1 - SAMPLE PURIFICATION

® Proteinase K
Solution of proteinase K diluted in reagent A:

» 1 ml Reagent A

» 20 Proteinase K
Mix well by inverting until you obtain a homogeneous solution. After
reconstitution, diluted proteinase K is stable 10 hours at room temperature
(+18°C to +30°C).

e Laemmli solution
Solution of SDS + 2-Mercaptoethanol + Laemmli sample buffer:
» 069 SDS
» 1.5ml  2-Mercaptoethanol
Mix by inverting.
» 28.5 ml Laemmli sample buffer
Solution is aliquoted into 4 ml aliquots and stored at -20°C. Thawed
aliquots can be re-frozen.
Note: It is recommended to prepare Laemmli solution one hour before use
allowing SDS to be correctly dissolved.

6.2.2 - ELECTROPHORESIS

¢ Kaleidoscope™ prestained standard

The Kaleidoscope™ prestained standard is prepared during the sample
denaturation before loading on the acrylamide gel.

Prepare a 1/12 dilution in Laemmli solution, for example 10 pl of the
Kaleidoscope™ prestained standard + 110 pl of Laemmli solution.

Please refer to the Kaleidoscope™ prestained standard insert for storage
conditions.

* MagicMark™ XP Western Standard

The MagicMark™ XP molecular weight is prepared during the sample
denaturation before loading on the acrylamide gel.

Prepare a 1/12 dilution in Laemmli solution, for example 10 pl of
MagicMark™ XP + 110 pl of Laemmli solution.

Please refer to MagicMark™ XP insert for storage conditions.
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e Criterion™ XT migration buffer

Solution of MOPS (1x).

Prepare a 1/20 dilution. 1 L of diluted buffer is required for 1 tank:
» 950 ml  Distilled water
» 50ml  MOPS buffer (20x)

Homogenize. Solution can not be stored.

6.2.3 - PROTEIN TRANSFER

¢ Transfer buffer
Solution of Tris/CAPS-Ethanol 15%. Approximately 2 L is required for 1
migration tank.
» 750 ml  Distilled water
» 150 ml  Pure ethanol
» 100 ml Tris/CAPS (10x)
Homogenize. Solution can not be stored.

6.2.4 - IMMUNOBLOTTING

e Wash solution 1
Solution of PBS (1x) + 0.1% Tween® 20. Approximately 1 L is required
for the complete process of 1 membrane.
» 900 ml  Distilled water
» 100 ml PBS (10x)
» 1 ml Tween® 20
Thorougly homogenize. Solution is stored at +2°C to +8°C, overnight.

e Wash solution 2
Solution of PBS (1x). Approximately 200 ml is required for the
complete process of 1 membrane.
» 900 ml Distilled water
» 100 ml PBS (10x)
Solution is stored at room temperature (+18°C to +30°C) overnight.

¢ Blocking solution
During the transfer step, dilute the blocking solution (BI) 1/10 in Wash solution
1. 40 ml of diluted blocking solution is required for 1 membrane.
» 36 ml  Wash solution 1
» 4 ml Blocking solution (10x)
Homogenize by tube inverting.
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¢ Diluted primary antibody
Just prior to use, dilute the primary antibody 1/10 in Wash solution 1.
30 ml of diluted antibody is required for 1 membrane.
» 27 ml Wash solution 1
» 3 ml Primary antibody (10x)
Homogenize by inverting.

¢ Diluted secondary antibody (conjugate)
Just prior to use, dilute the secondary antibody 1/10 in Wash solution 1.
40 ml of diluted conjugate is required for 1 membrane.
» 36 ml Wash solution 1
» 4 ml Secondary antibody (10x)
Homogenize by tube inverting.

e ECL
Substrate (ECL) must be prepared just prior to use. 2 ml of substrate is
required for 1 membrane.
» 1ml Reagent 1
» 1ml Reagent 2
Homogenize.

e Development solution

» 800 ml  Distilled water

» 200 ml  Development product
Solution is stored at room temperature (+18°C to +30°C), in a darkroom
for 15 days maximum.

¢ Fixative solution

» 800 ml  Distilled water

» 200 ml  Fixative product
Solution is stored at room temperature (+18°C to +30°C), in a darkroom
for 15 days maximum.
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6.3 - SAMPLE PURIFICATION

The TeSeE™ WESTERN BLOT assay can be processed directly from the same
sample homogenate (grinding tube) prepared for Bio-Rad rapid tests
(TeSeE ™ SAP, TeSeE™ sheep/goat).

Sampling

For peripheral tissues (lymph nodes) insert one medium bead (Ref.:
3551171) in the grinding tube, before to add the sample.

Take a mass of 350 mg + 40 mg of nervous tissue (preferably in the obex
area) or 200 mg + 20 mg of peripheral tissue.

Deposit the sample in grinding tube, close firmly and proceed to the
grinding step in the homogenizer (Ribolyser®, TeSeE™ PRECESS 48™ or
TeSeE™ PRECESS 24™ - system).

Sample grinding
Place the tubes in the crown of the homogenizer.
Perform one agitation cycle with the following instrument parameters.

Ribolyser® TeSeE™ PRECESS 48™
Y or TeSeE™ PRECESS 24™
Nervous Peripheral Nervous Peripheral
tissues tissues tissues tissues
Time (sec.) 45 2 x 450 - -
Speed 6.5 6.5 - -
Program - - Program 1 Program 2

When grinding is insufficient, another 1 or 2 agitation cycles can be
performed®.
M@Wait a 5 minutes pause between the 2 agitation cycles.

Sample calibration

Remove the grinding tubes from the homogenizer, resuspend the
homogenate by inverting before opening the tubes and aspirate 500 pl
with the calibration syringe taking care to immerse the needle below the
level of ceramic beads to avoid sampling tissue fragments.

Transfer each 500 pl sample into 2 ml Eppendorf micro test-tube.

Note: at this stage, both grinding tubes after homogenisation and micro
test-tubes after sample calibration can be stored, closed:

e At room temperature (+18°C to +30°C) for 15 hours.
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e At +2°C to +8°C for 72 hours.

e At -20°C for 1 year. Frozen samples must be thawed at room
temperature (+18°C to +30°C).

Samples can be submitted to a maximum of 3 freezing/thawing cycles.

Samples must always be homogenized by inverting before use.

Proteinase K Treatment

Distribute 500 pl of reconstituted proteinase K solution (see paragraph
6.2.1) into each micro test-tube.

Homogenize the sealed tubes by inverting (10 times) and incubate at 37°C
+ 2°C in a heating block incubator for 10 minutes.

Precipitation of PrP~ with reagent B

Remove the tubes from the incubator. Open and distribute 500 pl of
reagent B into each tube. Homogenize by inverting until a homogeneous
colour is obtained.

Concentration of the PrP by centrifugation
Centrifuge the tubes for 7 minutes at 15000 g at 20°C.

Sample clarifying

Discard the supernatant by inverting over a waste container. Then dry the
tubes by inverting onto absorbent paper for 5 minutes.

Distribute 100 pl of the Laemmli solution (see paragraph 6.2.1) into each
micro test-tube.

Incubate for 5 minutes at room temperature (+18°C to +30°C).

Completely resolubilise the pellet by aspiration/dispensing with a pipette.
Incubate for 5 minutes at 100°C + 5°C in a heating block incubator.
Remove the tubes from the incubator, homogenize by vortexing.
Centrifuge the tubes for 15 minutes at 15000 g at 20°C.

Transfer the supernatant to a new micro test-tube. Discard the tube
containing the pellet.

At this stage, the supernatant can be stored frozen at -20°C for 24 hours;
the samples must be thawed at room temperature (+18°C to +30°C) prior
to use.
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6.4 - ELECTROPHORESIS

The TeSeE™ WESTERN BLOT assay can be used for both confirmation of
TSE suspected samples or for strain typing in sheep.

The following procedure is applicable for confirmation of TSE suspected
samples. Please contact your Bio-Rad representative for instruction
protocol in case of strain typing application.

Gel preparation

Remove the plastic band on the bottom of the plastic plate and place
the acrylamide gels (see paragraph 6.2.2) in the migration tank. Pour the
migration buffer (see paragraph 6.2.2) on each side of the gel up to the
top of the wells and into the electrophoresis tank. Carefully remove the
combs and rinse each well with migration buffer, using a pipette.

Sample loading

Heat the samples for 4 minutes at 100 °C + 5°C just prior to loading 15 pl/
well. Load 15 pl of the diluted Kaleidoscope™ prestained standard and
15 pl of the diluted MagicMark™ XP (see paragraph 6.2.2).

Note: In case several gels are run at the same time, make sure that you
stagger the loading of controls into different lanes for easy identification.
Differential migration of the samples

Run the gel at room temperature (+18°C to +30°C) for 50 minutes at
200 V.

6.5 - PROTEIN TRANSFER

The transfer buffer must be prepared before the end of the sample
migration (see paragraph 6.2.3).

Protein transfer preparation

Cut the membrane to the gel dimensions. Always use forceps when
handling the membrane.

Immerse the membrane in pure ethanol for 15 seconds, rinse in distilled
water for 5 minutes, then for 10 minutes in the transfer buffer.

Carefully remove the gel from the plastic plates and let it equilibrate for
10 minutes in the transfer buffer.
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Gel sandwich preparation

Soak filter paper and fibre pads in the transfer buffer.

Open the transfer cassette, with red side on the left. Respectively place on
the red side a fiber pad, a filter paper, the membrane* and the gel*.
Complete with a filter paper then a fibre pad and close the cassette.
Immerse it in the transfer tank, previously filled to the indicated limit with
transfer buffer. A frozen ice pack is added prior to fill the tank.

*Remove any air bubbles which may have formed.

Note: In case several membranes are processed at the same time, label
each membrane in the corner.

Transfer onto the PVDF membrane
Agitate during the transfer by using a magnetic stirring bar and run for
60 minutes at 115 V.

6.6 - IMMUNOBLOTTING

a) Upon completion of the protein transfer, open the blotting assembly
and remove the membrane for development. Quickly immerse the
membrane in Wash solution 2 (see paragraph 6.2.4), then place it in
ethanol for 10 seconds before rinsing for 5 minutes in distilled water.
Note: At this step, the membrane can be stored overnight in distilled
water at +2°C to +8°C.

Let the membrane adjust to room temperature (+18°C to +30°C) before
to start the immunoblotting.

b) Eliminate distilled water and incubate the membrane for 30 minutes
in blocking solution (see paragraph 6.2.4). Incubate under medium
agitation.

40 ml is required for 1 membrane.

Note: from this step until step g), the Bio-Rad Western Processor can
be used for agitation and washing steps (refer to instruction manual for
settings).

c) Eliminate the blocking solution and incubate the membrane in diluted
primary antibody (see paragraph 6.2.4) for 30 minutes at room
temperature (+18°C to +30°C) under medium agitation.

30 ml of diluted primary antibody is required for 1 membrane.
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d) Eliminate the primary antibody solution and using Wash solution 1,
briefly rinse the membrane, then wash twice for respectively 5 and 10
minutes, under fast agitation.

100 ml of Wash solution 1 is required for each cycle and for
1 membrane.

e) Eliminate the Wash solution 1 and incubate the membrane for
20 minutes in diluted secondary antibody (see paragraph 6.2.4) at room
temperature (+18°C to +30°C) under medium agitation.

40 mil of diluted secondary antibody is required for 1 membrane.

f) Eliminate the secondary antibody solution and using Wash solution 1,
briefly rinse for respectively 5, 10 and 10 minutes under fast agitation.
100 ml of Wash solution 1 is required for each cycle and for 1
membrane.

g) Place the membrane in 100 ml of Wash solution 2 under slow agitation.

h) Drain the membrane on absorbent paper without blotting and place it in
the plastic folder.

i) Add the ECL reagent (see paragraph 6.2.4). Eliminate the excess of
reagent and air bubbles with absorbent paper. Place into the exposure
cassette.

j) In a darkroom, cover the folder with a film and expose for 15 minutes.
Film can be exposed longer or shorter time for optimal signal.

k) Immerse the film in developing solution for 45 seconds (see paragraph
6.2.4). Rinse in distilled water. Immerse the film in fixative solution until
the film becomes completely transparent.

) Wash with distilled water and let the film dry.
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7 - INTERPRETATION OF RESULTS

Figure 1 shows the expected band patterns for TSE negative samples,
TSE positive samples in various animal species and molecular weight
controls (positions 3 and 9).

Figure 1
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Negative samples (positions 1 and 10) were treated with proteinase K.
They do not show any signal, since PrP° was fully digested.

Positive samples were also all treated with proteinase K.

BSE positive bovine sample (position 2), classical scrapie positive
sample (position 6), and CWD positive sample (position 4) show a
typical 3 band pattern, demonstrating digestion of PrPe and transformation
of the disease specific prion protein into a proteinase resistant core
fragment with reduced molecular mass following removal of the
N-terminus part of the protein. The two higher bands correspond to mono
and di-glycosylated forms (27-30 kDa) while the lower band corresponds
to the non glycosylated form.

Ovine sample experimentally infected with BSE (position 5) is
presenting a higher signal on the di-glycosylated than on the mono-
glycosylated band. Nevertheless, this typical glycoprofile can not
be considered as a sufficient proof the infection of the animal with
BSE. According to the Community Reference Laboratory (CRL)
recommendations, a differentiation assay must be performed on this type
of sample to conclude between scrapie and BSE. Please contact Bio-Rad
for more information on the Bio-Rad Discriminatory test.
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Atypical scrapie (e.g. Nor98) affected ovine sample (position 8) is
presenting an atypical glycoprofile. A lower band is visible at approximately
12 kDa, while other upper bands are not located at the same positions
compare to “typical” scrapie cases. Signal is also stronger on the lowest
band than on the upper band.

Gel reading must be considered cautiously since a strong positive sample
detected with the TeSeE™ WESTERN BLOT assay may hide the nearest
negative or low positive sample.

Limits of the test:

A negative result means that the test sample does not contain detectable
PrP= by TeSeE™ WESTERN BLOT assay. However, as very low levels of PrPrs
may not be detected, such a result does not exclude the possibility of
infection.

Any sample with a negative result according to the TeSeE™ WESTERN BLOT
assay interpretation criteria, following a positive rapid test result, should
be tested with one of the other OIE certified confirmatory methods,
Immunohistochemistry (IHC) or SAF-Immunoblot.

Any sample with a reproducible positive result according to the test
interpretation critera must be verified in accordance with current legal
regulation.

™

8 - PRECAUTIONS

The quality of the data obtained depends on compliance with the following

good laboratory practices:

e Reagents must be stored at the appropiate temperature (refer to
supplier’s indications).

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

e Do not use reconstituted proteinase K after 10 hours storage at room
temperature (+18°C to +30°C).

e Do not mix or combine reagents derived from different batches of the
TeSeE™ WESTERN BLOT assay during the same manipulation, with the
exception of grinding tubes, reagent A, reagent B and proteinase K.

e Allow the reagents and buffers to adjust to room temperature (+18°C to
+30°C) for 30 minutes before use.

e Thoroughly reconstitute reagents, avoiding any contamination.

e Do not perform the test in the presence of reactive vapors (acids,
alkalines, aldehydes) or dust, which could alter the enzymatic activity of
the conjugate.
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e The enzymatic reaction is very sensitive to all metals or metallic ions.
Consequently, no metallic element must be in contact with the conjugate.

e Only use polypropylene tubes.

e Use clean glassware, rinsed in distilled water, or preferably disposable
material.

e Use a new pipette tip for each sample.

* \When starting electrophoresis and transfer, check that the 2 electrodes
are in contact with buffer.

¢ All the rinsing times must be respected to avoid any excess background
noise during final staining with ECL reagent.

9 - HYGIENE AND SAFETY INSTRUCTIONS

Generally, hygiene conditions, biosafety measures and good laboratory
practices must be in agreement with the recommendations of national
regulatory authorities.

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

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

e Do not pipette by mouth.

e Use polypropylene containers to avoid broken glass.

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

e 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 specific container for contaminated
waste.

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

- either by soaking in 1 M sodium hydroxide (final concentration) for at
least 1 hour at room temperature (+18°C to +30°C),

- or by soaking in 20 000 ppm sodium hypochlorite solution for at least
1 hour at room temperature (+18°C to +30°C),

- or by autoclaving at 134°C minimum for at least 18 minutes, under 3
bars of pressure.

Note: never autoclave solutions containing bleach or reagent B.

30 [EN]



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.

® 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.

e 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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HalMOHaNHNTe /MeX/AYHaPOAHUTE pa3nopeabu.
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(CZ)

Nebezpeéi

Hoflava kapalina a pary. Zplisobuje vazné poskozeni
oci. Drazdi kGzi. PF¥i vdechovani mdze vyvolat
priznaky alergie nebo astmatu nebo dychaci potize.
Skodlivy pro vodni organismy, s dlouhodobymi
ucinky.

Chrarite pred teplem/jiskrami/otevienym plamenem/
horkymi povrchy. Zakaz koufeni. Zamezte
vdechovani prachu/dymu/plynu/mihy/par/aerosold.
Pouzivejte ochranné rukavice/ochranny odév/
ochranné bryle/obliejovy &tit. PRI ZASAZENI OCi:
Neékolik 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. Zabrarite uvolnéni do Zivotniho prosttedi.
Obsah/nadobu likvidujte v souladu s mistnimi/
regionalnimi/narodnimi/mezinarodnimi pfedpisy.

(DE)

Gefahr

Fliissigkeit und Dampf entziindbar. Verursacht
schwere Augenschéden. Verursacht Hautreizungen.
Kann bei Einatmen Allergie, asthmaartige Symptome
oder Atembeschwerden verursachen. Schéadlich fiir
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 spiilen. Vorhandene Kontaktlinsen nach
Mdglichkeit entfernen. Weiter spilen. BEI KONTAKT
MIT DER HAUT: Mit viel Wasser und Seife waschen.
Freisetzung in die Umwelt vermeiden. Entsorgung
des Inhalts / des Behalters gemaB den ortlichen /
regionalen / nationalen/ internationalen Vorschriften.

(DK)

Fare

Brandfarlig vaeske og damp. Forérsager alvorlig
ojenskade. Forérsager hudirritation. Kan
fordrsage allergi- eller astmasymptomer eller
andedraetsbesveer ved indanding. Skadelig for
vandlevende organismer, med langvarige virkninger.
Holdes veaek fra varme/gnister/aben ild/
varme overflader. Rygning forbudt. Undgé
indanding af pulver/rog/gas/tdge/damp/spray.
Beaer beskyttelseshandsker/beskyttelsestoj/
ojenbeskyttelse/ansigtsbeskyttelse VED KONTAKT
MED @JNENE: Skyl forsigtigt med vand i flere
minutter. Fjern eventuelle kontaktlinser, hvis dette
kan gores let. Fortsast skylning. VED KONTAKT
MED HUDEN: Vask med rigeligt saebe og vand.
Undga udledning til miljeet. Bortskaffelse af
indholdet/beholderen i henhold til de lokale/
regionale/nationale/internationale forskrifter.
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(EE)

Ettevaatust

Tuleohtlik vedelik ja aur. Pohjustab raskeid
silmakahjustusi. Pohjustab nahaarritust.
Sissehingamisel voib pdhjustada allergia- voi
astma stimptomeid v6i hingamisraskusi. Ohtlik
veeorganismidele, pikaajaline toime.

Hoida eemal soojusallikast/sdédemetest/
leekidest/kuumadest pindadest. Mitte suitsetada.
Véltida tolmu/suitsu/gaasi/udu/auru/pihustatud
aine sissehingamist. Kanda kaitsekindaid/
kaitserdivastust/kaitseprille/kaitsemaski. SILMA
SATTUMISE KORRAL: loputada mitme minuti jooksul
ettevaatlikult veega. Eemaldada kontaktlddtsed, kui
neid kasutatakse ja kui neid on kerge eemaldada.
Loputada veel kord. NAHALE SATTUMISE KORRAL:
pesta rohke vee ja seebiga. Valtida sattumist
keskkonda. Sisu/konteineri kaitlus vastavuses
kohalike/regionaalsete/rahvuslike/rahvusvaheliste
nouetega.

(EN)

Danger

Flammable liquid and vapour. Causes serious eye
damage. Causes skin irritation. 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. Avoid release to
the environment. Dispose of contents/container in
accordance with local/regional/national/international
regulations.

(ES)

Peligro

Liquidos y vapores inflamables. Provoca lesiones
oculares graves. Provoca irritacion cutanea. Puede
provocar sintomas de alergia o asma o dificultades
respiratorias en caso de inhalacién. 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/méscara. EN CASO DE CONTACTO
CON LOS 0JOS: 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 jaboén abundantes. Evitar su liberacion
al medio ambiente. Eliminar el contenido o el
recipiente conforme a la reglamentacion local/
regional/nacional/internacional.

(FI)

Vaara

Syttyva neste ja hoyry. Vaurioittaa vakavasti silmia.
Arsyttaa ihoa. Voi aiheuttaa hengitettyna allergia-
tai astmaoireita tai hengitysvaikeuksia. Haitallista
vesielidille, pitkaaikaisia haittavaikutuksia. Suojaa
lammolta/kipingiltd/avotulelta/kuumilta pinnoilta.
Tupakointi kielletty. Valtd polyn/savun/kaasun/
sumun/hdyryn/suihkeen hengittamistd. Kayta
suojakésineitd/suojavaatetusta/silmiensuojainta/
kasvonsuojainta. JOS KEMIKAALIA JOUTUU
SILMIIN: Huuhdo huolellisesti vedelld usean
minuutin ajan. Poista piilolinssit, _edical voi tehda
helposti. Jatka huuhtomista. JOS KEMIKAALIA
JOUTUU IHOLLE: Pese runsaalla vedelld ja
saippualla. Véltettdvd paastamistd ymparistoon.
Sailyta sailio(t) noudattaen paikallisia/alueellisia/
kansallisia’kansainvalisid maarayksia.

(FR)

Danger

Liquide et vapeurs inflammables. Provoque des
lésions oculaires graves. Provoque une irritation
cutanée. Peut provoquer des symptémes
allergiques ou d’asthme ou des difficultés
respiratoires par inhalation. Nocif pour les
organismes aquatiques, entraine des effets néfastes
a long terme. Tenir a I'écart de la chaleur/des
étincelles/des flammes nues/des surfaces chaudes.
Ne pas fumer. Eviter de respirer les poussiéres/
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 & 'eau et au savon.
Eviter le rejet dans I'environnement. Eliminer le
contenu/récipient conformément a la réglementation
locale/régionale/nationale/internationale.

(GR)

Kivduvog

Yypo Kai arpoi eupAekTa. MpokaAei coapri opBaAuIKr
BAGBN. MpokaAei epeBioud Tou dépparog. Mrropei
va TIpoKaAéoel aAAepyia i CUPTITWHATA AoBUaTOG 1
duoTrvola o€ TEPITITwon l0TTvong. EmRABES yia Toug
UBPORIoUG OPYaVIOHOUG, HE HOKPOXPOVIEG ETTITITLIOEIG.
Makpid ammé BepuoTNTa/oTIVOAPEG/YUNVES QAGYEG!
Bepuég em@aveleg. Mnv KatrvideTe. ATTOQEUYETE va
avatmvéete  okovn/avabupiaoeig/aépia/oTayovidial
arpoUg/ekvepwpata. Na opdTe TTpOCTATEUTIKG yavTIa)
TTPOCTATEUTIKA EVOUHATA/HETT ATOMIKAG TTPOOTACIHNG
yia Tapdmia/mpéowtro. ZE MNEPINTQIH EMNA®HE ME
TA MATIA: Z€TTAOVETE TIPOOEKTIKA E VEPO VIO APKETE
Aetrtd. Edv umdipxouv @okoi ETTaQrg, a@aipéoTe
TOoug, £POOoOV Eival EUKOAO. ZUVEXIOTE va GETTAEVETE.
ZE MEPINTQZH EMNA®HE ME TO AEPMA: MAUveTe
e GeBovo vepd kai carmolvi. Na amogelyeral
n eAeuBépwon oto TEPIBAAAOV. AToppiYTE TA
TreplEXOpEVA/SoxEI0 OUNPWVA PE TOUG TOTTIKOUG/
£0VIKOUG/DIEBVEIG kKavovIoHoUG.
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(HR)

Opasnost

Zapaljiva tekucina i para. Uzrokuje teSke ozljede
oka. Nadrazuje kozu. Ako se udiSe moze izazvati
simptome alergije ili astme ili poteskoce s disanjem
Stetno za vodeni okoli§ s dugotrajnim ugincima.
Cuvati odvojeno od topline/iskre/otvorenog
plamena/vruéih povrsina. — Ne pusiti. Izbjegavati
udisanje prasine/dima/plina/magle/pare/aerosola.
Nositi zastitne rukavice/zastitnu odijelo/zastitu za
o¢i/zastitu za lice. U SLUCAJU DODIRA S OCIMA:
oprezno ispirati vodom nekoliko minuta. Ukloniti
kontaktne lece ukoliko ih nosite i ako se one lako
uklanjaju. Nastaviti ispiranje. U SLUCAJU DODIRA
S KOZOM: oprati velikom koli¢inom sapuna i vode.
Izbjegavati ispustanje u okoli$. OdlozZite sadrzaje
/spremnike u skladu s lokalnim/regionalnim/
nacionalni/medunarodnim odredbama.

(HU)

Veszély

Tlzveszélyes folyadék és gbz. Sulyos
szemkarosodast okoz. Bérirritadlé hatasu.
Belélegezve allergias és asztmas tlineteket, és
nehéz légzést okozhat. Artalmas a vizi él6vilagra,
hosszan tarté karosodast okoz.
Hé6tél/szikratol/nyilt  langtol/forré  fellletektdl
tavol tartandé. Tilos a dohanyzas. Kerilie a
por/fust/gaz/kéd/g6zok/permet  belélegzését.
Védokesztyli/védoéruha/szemvéddé/arcvédod
hasznalata kételezd. SZEMBE KERULES esetén:
Tobb percig tarté ovatos oOblités vizzel. Adott
esetben a kontaktlencsék eltavolitasa, ha kénnyen
megoldhaté. Az oblités folytatasa. HA BORRE
KERUL: Lemosas b6 szappanos vizzel. Keriilni kell
az anyagnak a kornyezetbe valo kijutasat. Az edény
tartalmat / a tartalyt a helyi/regionalis/nemzeti/
nemzetkdzi szabdlyozasoknak megfeleléen kell
hulladékként elhelyezni.

(m

Pericolo

Liquido e vapori infiammabili. Provoca gravi lesioni
oculari. Provoca irritazione 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. Non disperdere nell’ambiente.
Smaltire il prodotto/recipiente in conformita
con le disposizioni locali / regionali / nazionali /
internazionali.

(JP)
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(LT

Pavojinga

Degls skystis ir garai. Smarkiai paZeidzia akis.
Dirgina oda. |kvépus gali sukelti alergine reakcija,
astmos simptomus arba apsunkinti kvépavima.
Kenksminga vandens organizmams, sukelia
ilgalaikius pakitimus.

Laikyti atokiau nuo Silumos Saltiniu/ZieZirby/atviros
liepsnos/karsty pavirsiy. Nertkyti. Stengtis nejkvepti
dulkiy/damuy/dujy/riko/gary/aerozolio. Muaveéti
apsaugines pirstines/déveéti apsauginius drabuzius/
naudoti akiy (veido) apsaugos priemones. PATEKUS
] AKIS: Kelias minutes atsargiai plauti vandeniu.
I8imti kontaktinius leSius, jeigu jie yra ir jeigu lengvai
galima tai padaryti. Toliau plauti akis. PATEKUS
ANT ODOS: Nuplauti dideliu kiekiu muilo ir vandens.
Saugoti, kad nepatekty j aplinka. Turinj/talpa
i8pilti (iSmesti) - Salinti pagal vietines / regionines /
nacionalines / tarptautines taisykles.

(NL)

Gevaar

Ontvlambare vloeistof en damp. Veroorzaakt
ernstig oogletsel. Veroorzaakt huidirritatie. Kan
bij inademing allergie- of astmasymptomen of
adembhalingsmoeilijkheden veroorzaken. Schadelijk
voor in het water levende organismen, met
langdurige gevolgen.

Verwijderd houden van warmte/vonken/open vuur/
hete opperviakken. Niet roken. Inademing van
stof/rook/gas/nevel/damp/spuitnevel vermijden.
Beschermende handschoenen/beschermende
kleding/oogbescherming/gelaatsbescherming
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dragen. BIJ 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. Voorkom lozing in het milieu.
De inhoud en de verpakking verwerken volgens
de plaatselijke/regionale/nationale/internationale
voorschriften.

(NO)

Fare

Brennbar veeske og damp. Forérsaker alvorlige
oyeskader. Irriterer huden. Kan forarsake allergi,
astmalignende symptomer eller pusteproblemer ved
innanding. Skadelig for vannlevende organismer,
langtidsvirkning. Holdes adskilt fra varme. Ikke royk.
Unngéd innanding av stev/royk/gass/sproytetake/
damp/aerosol. Bruk vernehansker/verneklzer/
vernebriller/ansiktsskjerm. VED KONTAKT MED
@YNENE: 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 sépe. Unngé utslipp
til miljoet. Innholdet / emballasjen skal avhendes
i henhold til de lokale / regionale / nasjonale /
internasjonale forskrifter.

(PL)

Niebezpieczenstwo

katwopalna ciecz i pary. Powoduje powazne
uszkodzenie oczu. Dziata draznigco na skore.
Moze powodowaé objawy alergii lub astmy lub
trudnosci w oddychaniu w nastepstwie wdychania.
Dziata szkodliwie na organizmy wodne, powodujac
ditugotrwate skutki. Przechowywa¢ z dala od
zrédet ciepta/iskrzenia/otwartego ognia/goracych
powierzchni. Palenie wzbronione. Unika¢ wdychania
pytu/dymu/gazu/mgty/par/rozpylonej cieczy.
Stosowa¢ rekawice ochronne/odziez ochronna/
ochrone oczu/ochrone twarzy. W PRZYPADKU
DOSTANIA SIE DO OCZU: Ostroznie ptuka¢ woda
przez kilka minut. Wyjaé soczewki kontaktowe,
jezeli sg i mozna je tatwo usunag¢. Nadal ptukac.
W PRZYPADKU KONTAKTU ZE SKORA: Umyé
duza iloscig wody z mydtem. Unika¢ uwolnienia
do $rodowiska. Zawarto$¢ / pojemnik usuwaé
zgodnie z przepisami miejscowymi / regionalnymi /
narodowymi / migdzynarodowymi.

(PT)

Perigo

Liquido e vapor inflamaveis. Provoca lesdes oculares
graves. Provoca irritagdo 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
protecgao/vestuario de protecgdo/protecgao ocular/
protecg@o 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 dgua abundantes. Evitar a libertagdo para
o ambiente. Eliminar o contetido/recipiente de acordo
com a legislagao local/regional/nacional/internacional.

(RO)

Pericol

Lichid si vapori inflamabili. Provoacd leziuni
oculare grave. Provoaca iritarea 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 céldura/scantei/
flacari deschise/suprafete incinse. Fumatul
interzis. Evitati s& inspirai praful/fumul/gazul/
cea a/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 apd
timp de mai multe minute. Scoateti lentilele de
contact, dacé este cazul si daca acest lucru se
poate face cu usurinta. Continuati sa clatiti. IN
CAZ DE CONTACT CU PIELEA: spélati cu multd
apéd si sapun. Evitati dispersarea in mediu. Aruncati
continutul/containerul in acord cu regulamentele
locale/regionale/nationale/internationale.

(SE)

Fara

Brandfarlig vétska och &nga. Orsakar allvarliga
Ogonskador. Irriterar huden. Kan orsaka allergi-
eller astmasymtom eller andningssvérigheter
vid inandning. Skadliga langtidseffekter for
vattenlevande organismer. Far inte utsattas for
varme/gnistor/6ppen laga/heta ytor. Rokning
forbjuden. Undvik att inandas damm/rék/gaser/
dimma/angor/sprej. Anvand skyddshandskar/
skyddsklader/6gonskydd/ansiktsskydd. VID
KONTAKT MED OGONEN: Skélj férsiktigt
med vatten i flera minuter. Ta ur eventuella
kontaktlinser om det gér latt. Fortsatt att skélja. VID
HUDKONTAKT: Tvatta med mycket tvél och vatten.
Undvik utslapp till miljon. Innehéllet / beh&llaren
avfallshanteras enligt lokala / regionala / nationella
/ internationella féreskrifter.

(S

Nevarno

Vnetljiva tekocina in hlapi. Povzro¢a hude poskodbe
oci. Povzro¢a drazenje koze. Lahko povzrogi
simptome alergije ali astme ali tezave z dihanjem
pri vdihavanj Skodljivo za vodne organizme, z
dolgotrajnimi ucinki.

Hraniti lo¢eno od vroéine/isker/odprtega ognja/
vrocih povrsin. Kajenje prepovedano. Ne vdihavati
prahu/dima/plina/meglice/hlapov/razprsila. Nositi
za&¢itne rokavice/zas¢itno obleko/zas¢ito za oci/
zadtito za obraz. PRI STIKU Z OCMI: previdno
izpirajte z vodo nekaj minut. Odstranite kontaktne
lece, ¢e jih imate in ¢e to lahko storite brez tezav.
Nadaljujte z izpiranjem. PRI STIKU S KOZO: umiti
z veliko mila in vode. Prepreciti spro$¢anje v okolje.
Vsebino/vsebnik odstranite v skladu z lokalnimi/
regionalnimi/narodnimi/mednarodnimi predpisi.
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(SK)

Nebezpeéenstvo

Horlava kvapalina a pary. Sposobuje vazne
poskodenie o¢i. Drézdi kozu. Pri vdychnuti moéze
vyvolat alergiu alebo priznaky astmy, alebo dychacie
tazkosti. Skodlivy pre vodné organizmy, s dlhodobymi
ucinkami. Uchovavajte mimo dosahu tepla/iskier/
otvoreného ohfa/horicich povrchov. Nefajcite.
Zabrarite vdychovaniu prachu/dymu/plynu/hmly/par/
aerosolov. Noste ochranné rukavice/ochranny odev/
ochranné okuliare/ochranu tvare. PO ZASIAHNUTI

OCI: Niekolko minut ich opatrne vyplachujte vodou.
Ak pouzivate kontaktné SoSovky a ak je to mozné,
odstrarte ich. Pokracujte vo vyplachovani. PRI
KONTAKTE S POKOZKOU: Umyte velkym mnozstvom
vody a mydla. Zabraiite uvolneniu do Zivotného
prostredia. Zne$kodnenie obsahu/obalu v sllade s
miestnymi/oblastnymi/narodnymi/medzinarodnymi
nariadeniami.

Purchase of Criterion XT Bis-Tris gels and XT MOPS running buffer is accompanied
by a limited license under U.S. Patent Numbers 6,143,154; 6,096,182; 6,059,948;
5,678,180; 5,922,185; 6,162,338; and 6,783,651, and corresponding foreign
patents.

ECL is a trademark of GE Healthcare. Eppendorf is a trademark of Eppendorf AG.
Kodak is a trademark of Eastman Kodak Company.

Bio-Rad
3, boulevard Raymond Poincaré
92430 Marnes-la-Coquette - France
Tel.: +33 (0)1 47 95 60 00

M Fax: +33 (0)1 47 41 91 33 2018/06
www.bio-rad.com 16005959



		2022-08-18T15:59:42+0300
	Moldova
	MoldSign Signature




