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PolyTek HRP Anti-Mouse Polymerized

Imaging System

Description: ScyTek introduces the PolyTek™ HRP Anti-Mouse Polymerized Imaging System designed for high

quality immunohistochemistry. The ultimate in IHC staining quality is now provided by ScyTek in a
kit that includes all reagents needed to complete staining for image analysis. Each component has
been specially developed to provide the cleanest, most consistent staining available. The system
is based on a polymerized peroxidase label that eliminates biotin from the equation, thereby
eliminating a major cause of background staining. Each reagent has been reformulated to provide
the highest possible contrast between positive staining and the counter stain.

The kit is being introduced as a kit capable of staining up to 70 slides, utilizing DAB as the
chromogen and may be used with primary antibodies of mouse origin.

Contents:
ltem # Volume
Citrate Plus 125 ml
Peroxide Block for Image 8 ml
Super Block 8 ml
PolyTek Anti-Mouse HRP 8 ml
DAB Chromogen for Image 3mi
DAB Substrate for Image 5 ml (x8)
Hematoxylin for Automation 125 ml
Bluing Reagent 125 ml
Procedure:
1. Rehydrate tissue slides.
2. In a glass or plastic (Autoclavable) Coplin jar, add 5 ml of Citrate Plus (CPL125) and 45 ml of deionized water.
4, Submerge slides in diluted Citrate Plus and loosely cap.
5. Add Distilled water to bottom of Autoclave or Pressure Cooker (about 1 inch deep in Pressure Cooker).
6. Place Coplin jar in Pressure Cooker or Autoclave.
7. Turn heat on and allow pressure to rise to 20-25 PSI.
8. Maintain pressure at 20-25 PSI for 5 minutes.
9. Turn off heat source and allow to cool.
10. When pressure has dropped to ambient, carefully remove lid or open door.
11. Using tongs, remove Coplin Jar and place on counter.
12. Once Coplin Jar cools to room temperature remove slides, rinse several times in buffer and proceed with

staining as usual.

The material contained herein isthe property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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13. Apply Peroxide Block for Image Analysis (ADA008) and incubate slide for 10-15 minutes.

14. Rinse 3 times in buffer.

15. Apply Super Block (AAA008) (Blue cap), and incubate for 5 minutes at room temperature to block nonspecific
background staining. Note: Do not exceed 10 minutes or there may be a reduction in desired stain.

16. Rinse 3 times in buffer.

17. Apply mouse monoclonal primary antibody and incubate according to manufacturer's protocol.

18. Rinse 3 times in buffer.

19. Apply PolyTek HRP Anti-Mouse (PAMO008) and incubate for 30 minutes at room temperature.

20. Rinse 3 times in buffer.

WARNING: DAB is a suspected carcinogen. Handle with care and dispose of according to all regulations.

21. Add 4 drops (200ul) DAB Chromogen (ACB002) to DAB Substrate High Contrast (ACUOQ05), mix by swirling
and apply to tissue for 5 minutes.

22. Rinse 1 time in buffer.

23. Apply DAB Chromogen/Substrate mixture and incubate for a second 5 minute period.

24, Rinse 3 times in buffer.

25. Apply Hematoxylin for Automation (HAQ125) and incubate for 1 minute.

26. Rinse 3 times in distilled water.

27. Apply Bluing Reagent (BRT125) and incubate for 5 seconds.

28. Rinse immediately in distilled or deionized water.

29. Dehydrate slides and clear in xylene or xylene substitute.

30. Coverslip using a permanent mounting media.

-Troubleshooting Guide-

OVERSTAINING:

1. Concentration of the primary antibody was too high or the incubation time was too long.
2. Temperature during incubation was too high.
3. Incubation times were too long.

NONSPECIFIC BACKGROUND STAINING:

1. Rinsing between steps was inadequate.

The material contained herein isthe property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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2. Tissue was allowed to dry with reagents on.
3. Folds in tissue trapped reagents.

4. Antigen migrated in tissue.

5. Excessive tissue adhesive on slides.

6. Inadequate blocking with protein block.

WEAK STAINING:

1. Primary antibody concentration was too low or incubation time was too short.

2. Reagents are past their expiration date.

3. Inadequate removal of wash buffer between steps, resulting in dilution of reagents.

4, Room temperature was excessively cool.

6. The primary antibody does not recognize an antigen that survives fixation and embedding in high

enough amounts.

7. Excessive incubation with protein block (Super Block or normal serum).

NO STAINING:

1. Steps were inadvertently left out.

2. There is no antigen in the tissue.

3. The primary antibody is not of mouse origin.

4. Chromogenic substrate has been replaced with another that is not intended for use with peroxidase.
5. One or more components of the kit have been inactivated.

The material contained herein isthe property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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INoro Ha ScyTek Laboratories, Inc. MUudopmaumoHeH nuct PIR080-IFU

PolyTek HRP Anti-Mouse Polymerized Imaging System

(MonuTek HRP AHTU-Muwa NMonumepHa Cuctema 3a AHanu3 Ha M3o6paxkeHus)

OnucaHue Ha npoaykTa: CkanTek BbBexga [MonuTek™ HRP AHTU-Muwa [lNonumepHa

Cuctema 3a AHanm3 Ha W3obpaxeHus, npedHasHaveHa 3a
BMCOKOKayecTBeHa wuMyHoxuctoxmmusa. [locnegHata gyma B
KayeCTBOTO Ha WMYHOXUCTOXMMWYHOTO OLIBETSIBaHe cera ce
npegnara ot CkanTek B KUT, KOUTO BKIOYBA BCUYKM peEaKTUBW,
HeobxoOuMMM 3a KOMMMEKCHOTO OLBeTsiBAHe 3a aHanu3 Ha
n3obpaxeHuata. Bcekn KOMNOHEHT € cneumanHo paspaboTeH 3a
ocurypsiBaHe Ha Bb3MOXHO HaW-4MCTOTO W MocnegoBaTernHo
ouseTaBaHe. Cucremata e 6GasumpaHa Ha NoNUMeEpHa
nepokcmgasa, KOATO envMUMHMpa M3MNon3BaHeTo Ha OUOTMH un
OCHOBHUTE MpPUYUHKU 3a (POHOBO ouBeTsBaHe. Bcekn peaktus e
npedopmMynupaH 3a ga ocurypu Bb3MOXHO HaM-BMCOK KOHTpacT
Mexay NO3MTMBHOTO OLBETSIBAHE U KOHTPAOLIBETSIBAHET.

KutbT ce BbBexga ¢ kanaumter o 70 ouBeTeHM CTbKna,
nanonssamkn DAB KaTo XpOMOreH M MOXe ga ce u3nonssa C
MbPMUYHN @aHTUTENa OT MULLN NPOU3XOL

CbAabpxKaHue:

UnTpart Mntoc 125 mn
Mepokcnaaser 6ok 8 mn
Cynep bnok 8 mn
MonuTek AHTU-Munwe HRP 8 mn
DAB XpomoreH 3 mn
DAB Cy6ctpaTt 5 mn (x8)
XeMaToKCUnnH 125 mn
BnyvHr peaktus 125 mn

Mpoueaypa:

1.
2.

Hw

©oN O

12.
13.
14.

Pexvgpatupante TbkaHHUTE Cpe3u.

B cTbknenn mnu nnactmacosu (aBToknaesupyemu) kioBeTun gobasete 5 mn. Uwutpat lMnioc
(CPL125) n 45 mn genoHuaunpaHa Boga

MNMoToneTte cTbknaTa B paspeaeHus Liutpar lNnioc n 3aTBopeTe Neko kanaka

[obaBeTe gucTunvpaHa BoAa Ha AbHOTO Ha aBTOKMaBa WNW TeHOXepaTa nog HansraHe
(okono 2.5 cm)

MNMocTaBeTe kioBeTaTa B TEHAXepaTa Noj HansraHe unv aBToknasa

BkntoveTe HarpsiBaHETO M OCTaBeTe HansraHeTo ga gocturHe 20-25 PSI

MogabpkanTe ToBa HansraHe 3a 5 MyH.

WN3kntoyeTe HarpsiBaHeTo 1 OcTaBeTe Aa U3CTUHE.

KoraTto HansraHeTo ce u3paBHM 4O BbHLUHOTO, BHUMATENHO OTCTPaHETE Kanaka unvm oTBopeTte
BpaTaTa

M3nonaBanku WUNk1, n3aBageTte KioBeTaTa U 9 OCTaBeTe Ha nnoTa

Cnepn kaTo kioBeTaTa Cce Oxnagu OO CTawHa TemnepaTypa, M3BageTe cTbknarta, npoMumnTe
HSIKOMNKO MbTW B Bydhep 1 npogbrxeTe npoueaypaTa no ouBeTsiBaHe.

WN3nonsBawte NepokcuaaseH bnok (ADAOCO8) n uHkybupamnTe crbknarta 3a 10-15 muH.
Mpomuinte TpukpaTHO B Bydep

Nanonseante Cynep Bnok (AAAO008)(cuHs kanadka) n WHKybupanTe 3a 5 MWMH Ha cTanHa
Temnepatypa 3a OrokupaHe Ha Hecneumdpu4yHoTo (HOHOBO oLBeTsiBaHe. 3abenexka: He
npesuwasante noseye ot 10 MM1H. 3a Aa He Ce Hamanu MHTEH3UTETa Ha peakuusTa.



15. Uamunte TpukpatHo B Bydep.

16. VsnonsBanTe MWULLIE MOHOKMNOHANIHO aHTUTANIO0 W WHKYOMpanTe chnoped npoTokona Ha
npoussoaTens.

17. N3munte TpukpaTHO B Bydep.

18. Usnonseawnte lMonnTek HRP AHTu-muwe (PAMOO08) n mnHkybupante 3a 30 MMH. Ha CcTalHa
Temneparypa.

19. N3amunTe TpukpaTHO B Bydbep.

BHMUMAHWE: DAB e noTeHumaneH kaHueporeH. PaboTeTe € NOBULIEHO BHWMaHME W ce

pasnopexganTe CbrMacHO BCUYKM HOPMaTUBHU akToBe

20. OobGasete 4 kanku (200 ul) DAB XpomoreH (ACB002) kbm DAB Cy6etpatr (ACU005),
pa3bbpKanTe C BbpTENMBU OBMXKEHMSA N N3MON3BaTE BbPXY ThbKaHUTE 3a 5 MUH.

21. lNpomuiiTe egHoKpaTHO B Bydep

22. Wanonaeante cmecta DAB XpomoreH/Cy6eTpat 3a owe 5 MuH.

23. [MpomunTe TpmkpaTHO B Bydhep

24. Wanonssante XemaTtokeunuH (HAQ125) n nnkybupante 3a 1 MuH.

25. 3munTe TpukpaTHO B AecTunmnpaHa Boga

26. Wsnonssante bnyuHr PeareHT (BRT125) n nHkybupawte 3a 5 cex.

27. TpomuiTe He3abaBHO B AecTUNMpaHa unu enoH1M3paHa Boga

28. [exunppatvpanTe CTbKata u NpoCBeTNETe B KCUIOM UMW HErOBX 3aMeCcTUTENN

29. [Mokpuinte, N3NoN3Bankn NnepMaHeHTHa cpeaa

PbKoBOACTBO 3a OTTpaHABaHe Ha HEU3NpPaBHOCTU

MpeouBeTsAiBaHe:

1. KoHueHTpauusiTa Ha MbpPBOTO AHTUTANO € MHOro BMCOKa MM BPEMETO 3a MHKyOupaHe e
TBBbPAE NPOLBLIDKUTENHA.

2. TemnepaTtypaTta no Bpeme Ha UHKybupaHe e TBbpae BUCOKa.

3. BpemeHarta 3a uHkybmpaHe ca TBbpae NPOALIHKUTENTHMN.

HecneuudunyHo oHOBO ouBeTABaHe:

MwneHeTo Mexay CTbNKUTE € HeJoCTaTbuyHO.

TbkaHTa e OCTaBeHa Aa M3CbXHE C peakTMBa BbPXY Hes.
CrbBaHe Ha TbKaHTa 1 3agbpXXaHe Ha peakTuBuUTe
AHTUreHbT MUrpupa B TbKaHTa.

N3nu1LwHO KoNnM4ecTBO Ha aaxes3nB BbPXY CTHKIIOTO.
HepocTtatb4HO OnoknpaHe ¢ NpoTeEMHOBUST OOK.

ogrwNE

Cnabo ouBeTABaHe:

1. KoHueHTpauusitTa Ha MbPBOTO AHTUTANO € TBbPAE HWUCKA MNM BPEMETO 3a MHKyOupaHe e
TBBbPOE KpaTKO.

2. PeaktuBute ca C U3TEKbLST CPOK HA FOAHOCT.

3. HepoctatbyHO oOTCTpaHsiBaHe Ha Muewma 6ydep Mexay CTbMKMTE, KOeTo BOAW A0
paspexaaHe Ha peakTuBuTe.

4. TemnepaTtypaTta B MOMELLEHMETO € NnpeKaneHo HUCKa.

5. TTbpBMYHOTO aHTUTANO He pasno3HaBa aHTUreHa, KOWTO ouenssa npu dukcaumss u
BKITOYBaHE.

6. WanuwHa nHkybaumsa c npotemHosusa 6ok (Cynep Bnok nnu HopmaneH cepym).

OTcbCcTBME Ha OLBETABaHe:

1. Crbnkute ca octaBeHn 6€3 KOHTPOI.

2. OTCcbCTBME Ha @aHTUreH B TbKaHTa.

3. T[TbpBMYHOTO @HTUTANO HE € C MPOM3X04 OT MULLIKA, MITbX, 3aEK UITN MOPCKO CBMHYE.

4. XpomoreHa He € npedHas3HayeH 3a W3MNON3BaHe C €eH3nma, M3MNon3BaH B npouedypata
(nepokcmnaasa unu ankanHa-gocdaTasa).

EOuH nnn noBeve KOMMOHEHTU Ha KUTa ca GuUnNn MHaKTMBUPAHM NOCPEACTBOM 3arpsiBaHe Unu
HebnaronpusATHN CbCTOSAHMSA

o
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CRF™ Anti-Polyvalent HRP Polymer (DAB)
Stain Kit

Description: The CRF™ Anti-Polyvalent HRP Polymer (DAB) Stain Kit based on proprietary CRF™ Technology has been
developed to provide the cleanest, most consistent staining available. Developed in the research laboratories of
ScyTek, the system utilizes a polymerized peroxidase label that eliminates biotin and its’ associated background
issues from the equation. In addition, this product reduces the steps required for immunohistochemical staining
by combining two steps from the traditional Biotin-Streptavidin system. The CRF™ technology based Anti-
Polyvalent system is effective with antibodies of mouse, rat, rabbit and guinea pig.

Uses/Limitations: Not to be taken internally.
For In-Vitro Diagnostic use only.
Do not use if reagent becomes cloudy.
Do not use past expiration date.
Use caution when handling reagents.
Non-Sterile.

Test Capacity: 80 Slides

Kit Contents: ltem # Description Volume
ADA008 Peroxide Block for Image Analysis 8 ml
AAA008 Super Block 8 ml
ABZ008 CRF™ Anti-Polyvalent HRP 8 ml
ACBO003 DAB Chromogen Concentrate 3ml
ACUO005 DAB Substrate (High Contrast) 5 ml x 8 vials

Recommended, But Not Included:

Iltem # Description

CPL500 Citrate Plus

HAQ500 Hematoxylin for Automation
BRT500 Bluing Reagent

Precautions: Avoid contact with skin and eyes.
Harmful if swallowed.
Follow all Federal, State, and local regulations regarding disposal.

8°C
Storage: 2° C ScyTek Laboratories, Inc. c E
205 South 600 West
Logan, UT 84321 EmergoEurope (31)(0) 70 345-8570
U.S.A. Molsnstraat 15

Doc: IFU-Template2-8rev2
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Procedure:

1. Rehydrate tissue slides.

2. Recommended Procedure: Perform retrieval procedure according to protocol of reagent used (Citrate Plus cat# CPL500).

3. After retrieval, proceed with staining as usual.

4. Apply Peroxide Block for Image Analysis (ADA) and incubate slide for 10-15 minutes.

5. Rinse 3 times in buffer.

6. Apply Super Block (AAA), and incubate for 5 minutes at room temperature to block nonspecific background staining. Note:
Do not exceed 10 minutes or there may be a reduction in desired stain.

7. Rinse 3 times in buffer.

8. Apply primary antibody and incubate according to manufacturer's protocol.

9. Rinse 3 times in buffer.

10. Apply CRF™ Anti-Polyvalent HRP Polymer and incubate for 30 minutes at room temperature.

11. Rinse 3 times in buffer.

12. Rinse 1 time in Distilled/DI water.

WARNING: DAB is a suspected carcinogen. Handle with care and dispose of according to all regulations.

13.

14.
15.
16.
17.
18.
19.
20.
21.
22.

Doc: IFU-Template2-8rev2

Add 5 drops (40-50ul each) DAB Chromogen Concentrate (ACB) to each 5ml vial of DAB Substrate High Contrast (ACU005),
mix by swirling and apply to tissue for 5 minutes.

Rinse 1 time in Distilled/DI water.

Apply DAB Chromogen/Substrate mixture and incubate for a second 5 minute period.
Rinse 3 times in buffer.

Apply Hematoxylin for Automation (HAQ) and incubate for 5 minutes.

Rinse 3 times in distilled water.

Apply Bluing Reagent (BRT) and incubate for 5 seconds.

Rinse immediately in distilled or deionized water.

Dehydrate slides and clear in xylene or xylene substitute.

Coverslip using a permanent mounting media.

8°C
Storage: 2° C ScyTek Laboratories, Inc. c E
205 South 600 West
Logan, UT 84321 EmergoEurope (31)(0) 70 345-8570
U.S.A. Molsnstraat 15

2513 BH Hague, The Netherlands



Instructions For Use

CPHOS0-IFU

Rev. Date: Sept. 29, 2011 Revision: 1 Page 3 of 3

P.O. Box 3286 - Logan, Utah 84323, U.S.A. - Tel. (800) 729-8350 — Tel. (435) 755-9848 - Fax (435) 755-0015 - www.scytek.com

-Troubleshooting Guide-

Overstaining:

1. Concentration of the primary antibody was too high or the incubation time was too long.
2. Temperature during incubation was too high.
3. Incubation times were too long.

Non-Specific Background Staining:

Rinsing between steps was inadequate.
Tissue was allowed to dry with reagents on.
Folds in tissue trapped reagents.

Antigen migrated in tissue.

Excessive tissue adhesive on slides.
Inadequate blocking with protein block.

o0~ Wb~

Weak Staining:

1. Primary antibody concentration was too low or incubation time was too short.

2. Reagents are past their expiration date.

3. Inadequate removal of wash buffer between steps, resulting in dilution of reagents.

4. Room temperature was excessively cool.

5. The primary antibody does not recognize an antigen that survives fixation and embedding in high
enough amounts.

6. Excessive incubation with protein block (Super Block or normal serum).

No Staining:

1. Steps were inadvertently left out.

2. There is no antigen in the tissue.

3. The primary antibody is not of mouse, rat, rabbit or guinea pig origin.

4. Chromogenic substrate has been replaced with another that is not intended for use with peroxidase.

5. One or more components of the kit have been inactivated.

8°C
Storage: 2° C ScyTek Laboratories, Inc. c E
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INoro Ha ScyTek Laboratories, Inc.

[NpeBoa OT aHrNMNCKN e31K

MUudopmaumoHeH nuct CPHO080-1FU

CRF™ Anti-Polyvalent HRP Polymer (DAB) Stain Kit

(CRF™ Antu-NMonuBaneHteH HRP Monumep (DAB) OuBeTsaBaly Kur)

OnucaHue Ha npoAaykTa:

Ynotpebu /
OrpaHunyeHus:

KanauuteT Ha KuTa:

CbAabpKaHMe Ha KUTa:
Kat.Ne

ADAOQ08

AAA008

ABZ008

ACB003

ACUO005

MpenopbyaHun, HO He ca
BKkntoyeHn: Kart.Ne
CPL500

HAQ500

BRT500

MpeanasHu MepKun

Mpoueaypa:

CRF™ Antu-MNMonueaneHt HRP lMonumep (DAB) OuseTtsiBaly KuT,
Oasupauy ce Ha nateHToBaHa CRF™ TexHonorus, e pa3paboTeH 3a
Aa oCUrypu Bb3MOXHO Han-4MCcTOTO U NocnegoBaTesiHo ouBeTABaHe.
PaspaboteHo B wu3cneposarternckute nabopatopum Ha CkanTek,
cucTemarta M3non3ea nofnMMepHa nepokcugasa, KosaTo envMuHupa
N3non3BaHeTo Ha BMOTUH M CBBbP3aHUA C Hero oH. B gonbriHeHwue,
TO3M NpOAyKT HamansaBacTbMK1Te, Heobxoanmum 3a
WMYHOXMCTOXMMWYHOTO OLBETABaHE, Ype3 KOMOMHMpaHe Ha OBeTe
CTbIMKN OT TpagmumoHHata buotuH-CtpentaBugmH Cnctema. CRF™
TexHonorus 6asmpaHa AHTu-lNonueaneHTHa cnctema € edekTmBHa C
aHTUTENa OT MULIW, MNABLLUX, 3aELLUKN U MOPCKO CBMHYE MPOn3Xon,

[la He ce npvema BbTPELUHO

3a 1H BUTPO AnarHocTu4dHa ynotpeba

[la He ce n3non3Ba ako peakTuBa CTaHe MbTEH

[a He ce n3nonaea cnea n3tudaHe cpoka Ha rogHoCT.

Bbaete BHMMaTenHu npy paboTa c peakTmsuTe.

HecTtepuneH.

80 cTtbkna

OnucaHwme O6Gem
MepokcngaseH 6510k 8 mn
Cynep bnok 8 mn
CRF™ AHtn-nonueaneHteH HRP 8 mn
DAB XpoMOreH KoHLUeHTpaT 3 mn

DAB Cy6GcTtpat (cuneH koHTpacT) 5 mn x 8 Buanku

OnucaHune

Untpart Mntoc
XeMaToKCUMNH
BriyuHr peareHt

N30arsamTe KOHTAKT C KoXaTa 1 o4unTe

BpeaeH npu nornbluaHe

CnieagBaiite BCcuYkK hbegeparntu, ObpkaBHU U MECTHU pa3nopeadu
3a U3XBbPNsHE

1. PexuagpaTupante TbKaHHUTE Cpesu.
2. [penopvuntenHa npouenypa: M3BbplieTe npouegypa no paskpuBaHe B CbOTBETCTBME C
npoTokona Ha nanonasaHus peaktus (Lutpart MNntoc, kat.Ne CPL500).

o kAW

Cnep paskpuBaHe, NPoAbIDKETE C OLBETABAHETO.

WN3nonsBanTe Nepokcuaasa bnok (ADA) n nHkybupamnte 3a 10-15 muH.

Mpomuinte TpukpaTHO B Bydep

Nanonseante Cynep Bnok (AAA) n uHKybupanTe 3a 5 MWH Ha cTarHa TemnepaTtypa 3a

OnokMpaHe Ha HecneunmdpuyHOTO (POHOBO ouBeTsiBaHe. 3abenexka: He npesuwaBante
noeeye oT 10 MUH. 3a Aa He Ce Hamanu UHTEH3UTEeTa Ha peakumaTa.



7.  WamuiTe TpukpaTHO B Bydbep.

8. WM3anonaeante MbpBO aHTUTANO U MHKYOMpanTe cnopea NpoTOoKoNa Ha Npou3BoaTENs.

9. WamwunTe TpukpaTHO B Gydep.

10. N3nonssante CRF™ AnTu-MNMonmnBanenHteH HRP [lMonumep n uHkybuparite 3a 30 MUH. Ha
CTalHa Temneparypa.

11. Uamunte TpukpatHo B Bydep.

12. VamunTe eqHOKpaTHO B AecTuUnMpaHa nnu enoHuanpaHa soga

BHMUMAHWE: DAB e noTeHumaneH kaHueporeH. PaboTeTe € NOBULIEHO BHUMaHME W ce

pasnopexganTe CbrMacHO BCUYKM HOPMaTUBHU akToBe

13. Jobasete 5 kanku (40-50 pl Bcska) DAB XpomoreH (ACB) kbm Bcska 5 mununuTpoBa
BnankaDAB Cy6cTpat cuneH koHTpacT (ACUOOS5), pas3bbpkante ¢ BbpPTENMBU OBWKEHUS U
n3nonssamnTe BbpPXY TbKaHUTE 32 5 MUH.

14. TMpomunTe egHOKpPATHO B AecTUnMpaHa unu ernoHmM3npaHa soga

15. Wsnonssante cmecta DAB XpomoreH/Cy6eTpart 3a owe 5 MuH.

16. lMpomunte TpukpaTHO B Oydep

17. N3nonssanTte XemaTtokcmnuH (HAQ) n nHkybupante 3a 5 MuH.

18. N3munTe TpUKpaTHO B AeCTuUnmMpaHa Boga

19. UsanonseawnTte bnyuHr PeareHT (BRT) n nHkybupante 3a 5 cek.

20. lMNpomuiTe He3abaBHO B AecTUNMpaHa unu enoHM3paHa Boga

21. [OexvnppaTupanTe cTbKaTa U NPOCBETNETE B KCUIOM NN HEFOBU 3aMecTUTenmn

22. [Mokpuinte, N3NON3Bankn NnepMaHeHTHa cpeaa

PbKoBOACTBO 3a OTTpaHABaHe Ha HEM3NPABHOCTU
MpeouBeTsAiBaHe:
1. KoHueHTpauusitTa Ha MbpPBOTO AHTUTANIO € MHOro BMCOKa MM BPEMETO 3a MHKyOupaHe e
TBBbPAE NPOLOBLIDKUTENHA.
2. TemnepaTtypaTta no Bpeme Ha UHKybupaHe e TBbpae BUCOKA.
3. BpemeHarta 3a nHkybmpaHe ca TBbpae NPOAbIHKUTENTHMN.

HecneuudunyHo poHOBO ouBeTABaHe:

MwneHeTo Mexay CTbNKUTE € HeJoCTaTbYHO.

TbkaHTa e ocTaBeHa Aa M3CbXHE C peakTMBa BbPXY Hes.
CrbBaHe Ha TbKaHTa 1 3agbpXXaHe Ha peakTuBuUTe
AHTUreHbT MUrpupa B TbKaHTa.

M3nu1LwHO KoNnM4ecTBO Ha aaxes3nB BbPXY CTHKIIOTO.
HepocTtaTtb4HO OnoknpaHe ¢ NnpoTeMHOBUST OOK.

ogrwNE

Cnabo ouBeTABaHe:

1. KoHueHTpauusiTa Ha MbPBOTO AHTUTANO € TBbPAE HWCKa WUNM BPEMETO 3a MHKyOupaHe e
TBBbPOE KpaTKoO.

2. PeaktuBute ca C U3TEKbST CPOK HA FOAHOCT.

3. HepoctatbyHO oOTCTpaHsiBaHe Ha Muewma 6ydep Mexay CTbMKMTe, KOeTo BOAW A0
paspexaaHe Ha peakTuBuTe.

4. TemnepatypaTta B MOMELLEHMETO € NnpeKaneHo HUCKa.

5. TTbpBMYHOTO aHTUTANO He pasno3HaBa aHTUreHa, KOWTO ouenssa npu dukcaumss u
BKITOYBAHE.

6. WanuwHa nHkybaumsa c npotemHoBusa 6ok (Cynep Bnok nnu HopmaneH cepym).

OTcbCcTBME Ha OLBEeTABaHE:

1. Crbnkute ca octaBeHn 6€3 KOHTPOI.

2. OTCcbCTBME Ha @HTUrEeH B TbKaHTa.

3. T[TbpBMYHOTO @HTUTANO HE € C MPOM3X04 OT MULLIKA, MITbX, 3aEK UM MOPCKO CBMHYE.

4. XpomoreHa He € npedHas3HayeH 3a W3MNOM3BaHe C €H3WMa, M3MNon3BaH B Mpoueaypata
(nepokcnaasa unu ankanHa-gocdaTasa).

EOvH nnn noBeve KOMMOHEHTU Ha KUTa ca Gunn MHaKTMBUPaAHM NOCPEACTBOM 3arpsiBaHe Unu
HebnaronpusATHU CbCTOSAHMUS

o
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UltraTek HRP Anti-Polyvalent
Lab Pack

Species of Origin: Goat

Antigen Specificity: Anti-Polyvalent (Mouse, Rat, Rabbit and Guinea Pig).
Preadsorbed Against: Human

Enzyme Conjugate: Horseradish Peroxidase

Chromogen Substrate: None Provided

Uses/Limitations: Do not use past expiration date.

For immunohistochemical studies.

Availability:
REF # Volume
UHP125 125ml Super Block, 125ml UltraTek Anti-Polyvalent, 125ml UltraTek HRP.
UHP500 500ml Super Block, 500ml UltraTek Anti-Polyvalent, 500ml UltraTek HRP.
UHP999 1000ml Super Block, 1000ml UltraTek Anti-Polyvalent, 1000ml UltraTek HRP.
Storage: 2-8° Centigrade.
Procedure:
1. Deparaffinize and rehydrate tissue section.
2. Wash 2 times in Tris Buffered Saline + Tween 20 (20X) pH 7.4 (catalog # TBT500).
3. If required, incubate tissue in digestive enzyme (catalog # PSS060 or TSS155) or Citrate Plus (catalog #
CPL500).
4. Wash 3 times in Tris Buffered Saline + Tween 20 (20X) pH 7.4 (catalog # TBT500).
5. Apply Super Block and incubate for 5 minutes at room temperature to block nonspecific background staining.
Note: Do not exceed 10 minutes or there may be a reduction in desired stain.
6. Wash 1 time in Tris Buffered Saline + Tween 20 (20X) pH 7.4 (catalog # TBT500).
7. Apply primary antibody and incubate according to manufacturer's protocol.
8. Wash 3 times in Tris Buffered Saline + Tween 20 (20X) pH 7.4 (catalog # TBT500).
9. Apply UltraTek Anti-Polyvalent (yellow solution), and incubate for 10 minutes at room temperature.
10. Wash 3 times in Tris Buffered Saline + Tween 20 (20X) pH 7.4 (catalog # TBT500).
11. Apply UltraTek HRP (red solution), and incubate for 10 minutes at room temperature.

The material contained herein is the property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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12. Wash 3 times in Tris Buffered Saline + Tween 20 (20X) pH 7.4 (catalog # TBT500).

13. Apply chromogen intended for use with Horseradish Peroxidase and incubate as desired.
14. For optimal results counterstain using Hematoxylin for Automation (catalog # HAQ500).
15. Coverslip using mounting media of choice (catalog # AMT030 or PMT030).

Troubleshooting Guide

Overstaining:

1. Concentration of the primary antibody was too high or the incubation time was too long.
2. Temperature during incubation was too high.
3. Incubation time with link antibody or streptavidin/enzyme label was too long.

Nonspecific Background Staining:

1. Rinsing between steps was inadequate.

2. Tissue was allowed to dry with reagents on.
3. Folds in tissue trapped reagents.

4, Tissue contains endogenous peroxidase.

5. Tissue contains endogenous biotin.

6. Antigen migrated in tissue.

7. Excessive tissue adhesive on slides.

8. Inadequate blocking with protein block.

Weak Staining:

1. Primary antibody concentration was too low or incubation time was too short.

2. Reagents are past their expiration date.

3. Inadequate removal of wash water between steps, resulting in dilution of reagents.

4. Counterstain or mounting media were incompatible and dissolved the chromogen reaction product.

5. Room temperature was excessively cool.

6. The primary antibody does not recognize an antigen that survives fixation and embedding in high enough
amounts.

7. Excessive incubation with protein block (Super Block).

The material contained herein is the property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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No Staining:

1. Steps were inadvertently left out.

2. There is no antigen in the tissue.

3. The primary antibody is not of mouse, rat, rabbit or guinea pig origin.

4, Chromogenic substrate has been replaced with another that is not intended for use with Horseradish
Peroxidase.

Precautions: Handle with care and dispose of according to all regulations.

The material contained herein is the property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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UltraTek HRP Anti-Polyvalent Lab Pack

(YntpaTek HRP AHTu-NMonneaneHTeH JlabopaTtopeH Maker)

Mpousxogn;: Kosa

AHTUreHHa AHTU-nonnBaneHT (Muwka, Mnbx, 3aek 1 Mopcko CBUHYE).
cneunmdUYHOCT:

MpeabcopbupaHo cpewyy: Yosek

EH3nMeH KoHlorar: Mepokcmaasa

XpomoreH cy6cTpar: He e ocurypeH

YnoTtpebu/OrpaHnyeHus: [a He ce nsnonaea cneg n3tMyaHe cpoka Ha rogHocCT.

3a MMYHOXUCTOXUMUYHUN U3CrnenBaHuA.

Hanu4HocrT:
UHP125 125ml Cynep bnok, 125ml YntpaTek AHTu-MNMonnsanent, 125ml

YntpaTek HRP.

UHP500 500mlI Cynep Brnok, 500ml YntpaTek AHTu-NonueaneHT, 500ml

YntpaTek HRP.

UHP999 1000ml Cynep Briok, 1000ml YntpaTek AHTU-onuBaneHT,

1000ml YnTtpaTek HRP.

CbxpaHeHue: 2-8°C

Mpoueaypa:

1.
2.
3.

o s

15.

[enapadunHupanTte n pexmapatmpante TbKaHHUTE Cpesu.

Namuninte geykpaTHO B Tris 6ydepupan pasteop + Tween 20 (20X) pH 7.4 (kat.Ne TBT500).
Ako e HeobxoauMMmo, WHKYGupanTe TbkaHuTe ¢ eH3um (kaT.Ne PSS060 unu TSS155) wnnu
LuTtpaT MNntoc (kaTt.Ne CPL500).

NamuiTe TpukpaTHO B Tris 6ydhepupan pastsop + Tween 20 (20X) pH 7.4.

Manonseanite Cynep Bnok n nHkybmnpamTte 3a 5 MyH Ha cTanHa Temnepartypa 3a 6rnokMpaHe Ha
Hecneumdn4HOTO (POHOBO OLBETSIBAHE.

3abenexka: He npesuwasante noeeve ot 10 MUH. 3a Oa He Ce Hamanu MHTEH3UTETa Ha
peakuusaTa.

Namuinte egHokpaTHO B Tris Bydepupan pasteop + Tween 20 (20X) pH 7.4.

M3nonaeanTe MbpBUYHO aHTUTANO N MHKYOMpanTe CbrnacHO NPOTOKONa Ha NPOM3BOANTENS.
Namuinte TpukpatHo B Tris BychepupaH pasteop + Tween 20 (20X) pH 7.4.

Msnonseante YntpaTek AHTu-MMonuBaneHT (KbnT pas3TBop) M UHKybupanTte 3a 10 MUH. Ha
CTanHa Temnepartypa.

. amunte TpukpaTHO B Tris Bydepupan pastsop + Tween 20 (20X) pH 7.4.
. Manonseante YntpaTek HRP (4epBeH pa3TBop) M WHKyOupanTe 3a 10 MeH. Ha cTanHa

Temneparypa.

. Namunte TpukpatHo B Tris Byepupan pasteop + Tween 20 (20X) pH 7.4.
. VlsnonsBante xpomoreH npegHasHayeH 3a M3Mon3BaHe C nepokcupasa U uHkybupanTte no

xXenaHve

3a onTMManHu pesyntatu KOHTpaouBeTeTe C XeMaTOKCUIIMH 3a aBTOMaTtu3upaHu CUctemu
(kaT.Ne HAQ500).

MokpwuiiTe cpesuTe cbe cpeaun no Baw m3dop (kat.Ne AMTO030 unu PMTO030).

PbKoBOACTBO 3a OTTpaHABaHe Ha HeU3nNpaBHOCTU

MpeouBeTsABaHe:

1.

KOHLI,eHTpaLWIFITa Ha NMbpBOTO AHTUTAIIO € MHOro BUCOKa Wi BpemMeTo 3a I/IHKy6|/1paHe e
TBbpAe NpoabInKUTENNHA.



2.
3.

TemnepaTtypaTta no Bpeme Ha MHKyOupaHe e TBbpae BUCOKa.
BpemeTo 3a MHKyOWMpaHe CbC CBBbP3BALLOTO aHTUTAMNO WM CTPENTaBUAMH-NEpPOKcMaasaTa e
TBbPAE NPOAbIDKUTENHA.

HecneuundnyHo hoHOBO ouBeTABaHe:

NGO~ WNE

MwneHeTo Mexay CTbNKUTE € HeJoCTaTbuYHO.

TbkaHTa € OCTaBeHa a M3CbXHE C peaKkTMBa BbPXY HEA.
CrbBaHe Ha TbkaHTa 1 3agbpXXaHe Ha peakTMBUTe
TbkaHUTe CbabpXaT eHAoreHHa nepokcuaasa.
TbKaHUTe CbabpXaT eHOoreHeH OUOTUH.

AHTUreHbT MUrpUpa B ThKaHTA.

M3nu1LwHO KONMYecTBO Ha aaxe3nB BbpXYy CTHKIIOTO.
HepocTtaTtb4HO OnoknpaHe ¢ NPoTENHOBUST OIOK.

Cnabo ouBeTaABaHe:

1.

2.
3.

7.

KoHueHTpauusitTa Ha MbpBOTO AHTUTANO € TBbPAE HUCKA UMW BPEMETO 3a WMHKyOupaHe e
TBbPAE KpaTKo.

PeakTnBuTE Ca C N3TEKBLN CPOK HA FOOHOCT.

HepoctatbyHO OTCTpaHsBaHe Ha mMuewmsa Oydep Mexay CTbhkute, KOeTo BoAW A0
paspexgaHe Ha peakTusuTe.

KoHTpaouBeTuTena unu cpegarta 3a NoKpMBaHe ca Henoaxogsliy U pa3TBapsiT NpoaykTa Ha
XpOMOreHHaTa peakuusi.

TemnepatypaTta B NOMELLEHNETO € NpeKaneHo HUCKa.

MbpBMYHOTO AHTUTANO HE pasno3HaBa aHTUreHa, KOWTO ouensea npu dukcaumaTa u e B
AOCTaTbyHO rofiemMm Konm4yecTaa.

NanuwHa nHkybaumnsa ¢ npotenHoBusi 6nok (Cynep bnok).

OTcbCcTBUE Ha ouBeTABaHe:

1.
2.
3.
4.

CTbnknTe ca octaBeHn 6e3 KOHTPO-.

OTCbCTBUE HA @HTUIEH B ThKaHTa.

[MbpBMYHOTO @aHTUTSNO HE € C NPOM3X0A OT MULLKA, NITbX, 3aeK UM MOPCKO CBUHYE.
XpomoreHa e 3amMecTeH C Apyr, KONTO He e NpeAHa3HayeH 3a ynotpeba ¢ nepokcuaasa.

MpeanasHun mepku: PaboTeTe C NOBULLIEHO BHUMAHUE U YHULLIOXXaBaWTE B CbOTBETCTBUE C BCUYKHN
pasnopenow.



S@yT@k Instructions For Use

Laboratories

ACT500-IFU

Rev. Date: 10/22/03 Revision: 2 Page 1 of 1

P.O. Box 3286 - Logan, Utah 84323, U.S.A. - Tel. (800) 729-8350 - Fax (435) 755-0015 - www.scytek.com

Descript

DAB Chromogen/Substrate Kit
(High Contrast)

ion: This product has been developed for applications that require high contrast between the chromogen
and Hematoxylin counterstain. The resulting stain is a darker brown than standard DAB and
somewhat more sensitive. ScyTek recommends using Hematoxyling for Automation (catalog #
HAQ500) for optimal contrast. 3,3'Diaminobenzidine (DAB) is a widely used chromogen for
immunohistochemical staining and immunoblotting. When in the presence of peroxidase enzyme,
DAB produces a brown precipitate that is insoluble in alcohol. This product is available in a two
component form consisting of a liquid, refrigerator stable DAB Chromogen and DAB Substrate (High
Contrast). The standard working dilution is 50ul (0.9mg) of DAB Chromogen per 1ml of DAB
Substrate (High Contrast), although the ratio can be adjusted as desired. The use of liquid
components reduces some risks associated with handling powders (ie. dust inhalation), and
eliminates waste which often results from using tablets that require a predetermined final volume.
Once the two components are combined, the reagent can be used for up to six hours, making it ideal
for automated stainers.

Contents:
Volume
3ml DAB Chromogen, 1 vial
5ml DAB Substrate (High Contrast), x11 vials
Storage: Store at 2-8°C. Each component is stable for 18 months from the date of manufacture.
Procedure:
1. Combine 5 drops of DAB Chromogen to DAB Substrate (High Contrast).
2. Apply mixture to tissue section.
3. Incubate tissue section for 5 minutes.
4. Rinse tissue with DI water.
5. Apply mixture and incubate for another 5 minutes.
4. Rinse tissue, counterstain, dehydrate, clear in xylene or xylene substitute and coverslip.
Precautions: DAB Chromogen: Contains Diaminobenzidine in buffer. DAB is a suspected carcinogen. Do not

pipet by mouth. Avoid contact with skin and eyes. Reagent is acidic and can cause burns if skin
contact occurs. Handle with care and dispose of according to regulations.
DAB Substrate: Contains Hydrogen Peroxide in buffer. Avoid contact with skin and eyes.

The material contained herein is the property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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OnucaHwme:

CbAabpxKaHue:

CbxpaHeHwue:

Mpouepypa:

ocouprLNOE

MpeanasHu MepKu:

DAB Chromogen/Substrate Kit (High Contrast)
(DAB XpowmoreH / CybcTpaTteH Kut (cuneH KkoHTpacT))

This product has been developed for applications that require high contrast
between the chromogen and Hematoxylin counterstain. The resulting stain
is a darker brown than standard DAB and somewhat more sensitive. ScyTek
recommends using Hematoxyling for Automation (catalog # HAQ500) for
optimal contrast. 3,3'Diaminobenzidine (DAB) is a widely used chromogen
for immunohistochemical staining and immunoblotting. When in the
presence of peroxidase enzyme, DAB produces a brown precipitate that is
insoluble in alcohol. This product is available in a two component form
consisting of a liquid, refrigerator stable DAB Chromogen and DAB
Substrate (High Contrast). The standard working dilution is 50ul (0.9mg) of
DAB Chromogen per 1ml of DAB Substrate (High Contrast), although the
ratio can be adjusted as desired. The use of liquid components reduces
some risks associated with handling powders (ie. dust inhalation), and
eliminates waste which often results from using tablets that require a
predetermined final volume. Once the two components are combined, the
reagent can be used for up to six hours, making it ideal for automated
stainers.

3 mn. — DAB XpomoreH — 1 Buanka

5 mn. — DAB Cy6cTpart (cuneH koHTpacT) — x11 Buanku

CobxpaHsiBante npu 2-8° C. Bcekn KOMMNOHEHT e cTabuneH 3a 18 meceua ot
Aartata Ha Npou3BOACTBO

. KombuHupante 5 kankm ot DAB XpomoTeH kbM DAB CyGcTpaT (CuneH KoHTpacT)
M3nonaeante cMecTa BbpXy TbKaHHUSA Cpes.

NHkybupante TbkaHHUSA cpe3 3a 5 MUH.

lMpomuinTe TbKaHTa C AeMOHN3NPaHa Boaa.

M3nonaeanTe cmecTa 1 UHKybupanTe 3a owie 5 MuH.

MpomuinTe cpesa, KOHTpaouBeTeTe, AexuanaTnpanTte, NPOCBETMETE B KCUION U MOKPUNTE

DAB XpomoreH: Cbabpxa B 6ydepa AnammHobeHanamnH. DAB e
noTeHUunaneH KaHueporeH. [la He ce BCMyKBa C ycTa. M3bsarsanTe KOHTaKT
C KOXaTa 1 ounte. PeakTnBbT € Kucen n Moxe a NpUYnHN n3rapsiHns, ako
HacTbNU KOHTaKT C KoXaTta. PaboTeTe C NOBULLEHO BHUMaHME U ce
pasnopexgante cnopeg HopmaTusuTe.

DAB Cy6crtpat: Cbabpxa B Oydepa BogopoaeH npekuc. N3bareante
KOHTaKT C KOXaTa u oumTe.
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Biotin Blocking Kit

Description: Biotin Blocking Kit has been developed to use with immunohistochemical (IHC) technigques for the
reduction of nonspecific background staining due to endogenous biotin. Biotin is a coenzyme of
decarboxylase. It is present in many tissues, such as liver, pancreas, kidney, and intestine.
Endogenous biotin can interfere with staining systems that employ the use of biotin. This product is
designed to effectively eliminate the interfering tendencies of endogenous biotin.

Availability:
Iltem # Volume
BBKO030 30ml
BBK120 120 ml
Storage: Store Biotin Blocking Kit at 2-8°C. Product is stable for 18 months from date of manufacture.
Procedure:
1. Incubate tissue section with Biotin Block Part A (BBA)for 15 minutes at either room temperature or 37° C prior

to application of the primary antibody.
2. Rinse twice in buffer.

3. Incubate tissue section with Biotin Block Part B (BBB)for 15 minutes at either room temperature or 37° C prior
to application of the primary antibody.

4. Rinse twice in buffer.
5. Apply primary antibody and continue staining as usual.
Precautions: Do not pipet reagent by mouth. Avoid contact with skin and eyes. Wash after use. Observe all

federal, state and local environmental regulations regarding disposal.

The material contained herein is the property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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INoro Ha ScyTek Laboratories, Inc. MHdopmaumoHeH nuct BBK-IFU

OnucaHwme;

HanuyHocT:

CbxpaHeHue:

Mpoueaypa:

Biotin Blocking Kit
(BnotnH Bnokupauy Knur)

Biotin Blocking Kit has been developed to use with immunohistochemical
(IHC) techniques for the reduction of nonspecific background staining
due to endogenous biotin. Biotin is a coenzyme of decarboxylase. It is
present in many tissues, such as liver, pancreas, kidney, and intestine.
Endogenous biotin can interfere with staining systems that employ the
use of biotin. This product is designed to effectively eliminate the
interfering tendencies of endogenous biotin.

MpoaykT Ne OGem
BBKO030 30 mn.
BBK120 120 mn.

CoxpaHsasante buotnH Bnokupawma Kut npm 2-8° C. Bcekn KOMMOHEHT
e ctabuneH 3a 18 meceua oT gaTaTa Ha NPON3BOACTBO

1. WHkybupante TbkaHHMs cpe3 ¢ bumotuH Bnok Yact A (BBA) 3a 15 MMH mnu Ha cramHa
Temnepatypa nnm Ha 37° C npegu HakanBaHe Ha MbPBOTO aHTUTASO.

2. [MpomunTe aBykpaTHO B Bydbep.

3. WHkybupanTte TbkaHHus cpe3 ¢ buotmH Bnok Yact B (BBA) 3a 15 MuH nnm Ha cTamnHa
Temnepatypa nnu Ha 37° C npegun HakanBaHe Ha MbPBOTO aHTUTASIO.

4. TMpomwuiTte gByKpaTHO B Bydep.

5. WM3snonsBante NbpBO aHTUTAMO U NPOABLIMKETE OLBETSABAHETO KAKTO OOMKHOBEHO.

MpeanasHu MepKu:

[a He ce BcMykBa C ycTa. N36arBanTe KOHTAKT C KoXaTta 1 o4unTe.
Namuninte cneq ynotpeba. CnassanTte BCUYKKU hedeparnHu, WaTcku u
MEeCTHU pa3nopenbu 3a ona3BaHe Ha OKofHaTa cpefa no OTHOLEHWe
Ha 06e3BpexaaHeTo.
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Mouse-To-Mouse Blocking Reagent

Product Description: ScyTek's Mouse to Mouse reagent has been formulated to provide the researcher with a
staining system capable of visualizing mouse monoclonal antibodies on mouse tissue. In
most cases a 30-minute incubation with Mouse to Mouse block will virtually eliminate
background staining that is caused by endogenous immunoglobulins. We highly
recommend that this reagent be used in conjunction with ScyTek's UltraTek Anti-Mouse
staining system for optimal results.

Species of Origin: Goat

Antigen Specificity: Anti-Mouse

Enzyme Conjugate: None

Chromogen Substrate: None

Procedure:

1. Deparaffinize and rehydrate tissue section.

2. If required to reduce nonspecific background staining due to endogenous peroxidase, incubate slide in

hydrogen peroxide for 10-15 minutes.

3. Wash 2 times in buffer.

4, If required, incubate tissue in digestive enzyme.

5. Wash 4 times in buffer.

6. Apply Super Block (ScyTek catalog# AAA), and incubate for 5 minutes at room temperature to block
nonspecific background staining. Note: Do not exceed 10 minutes or there may be a reduction in desired
stain.

7. Wash 1 time in buffer.

8. Apply Mouse-To-Mouse Block and incubate 10-60 minutes. Incubation time is dependent on the amount of

endogenous Ig found in the tissue type.

9. Rinse 4 times in buffer.

10. Apply primary antibody and incubate according to manufacturer's protocol.

12. Wash 4 times in buffer.

13. Apply UltraTek Anti-Polyvalent (ScyTek catalog# ABN), and incubate for 10-20 minutes at room temperature.

8°C “ Tek Laboratories, Inc.
Jf 205 SOSuct)r/] 600 West E EmergoEurope (31)(0) 70 345-8570
Storage: 2°C Logan, UT 84321 U.SA. Molsnstraat 15
435-755-9848 2513 BH Hague

The Netherlands
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14. Wash 4 times in buffer.

15. Apply UltraTek HRP (ScyTek catalog# ABL) or UltraTek Alk-Phos (ScyTek catalog# ABM), and incubate for
10-20 minutes at room temperature.

16. Rinse 4 times in buffer.

17. Apply appropriate chromogen.

18. Counterstain and coverslip.

Troubleshooting Guide

Overstaining:

1. Concentration of the primary antibody was too high or the incubation time was too long.
2. Temperature during incubation was too high.
3. Incubation time with UltraTek Anti-Polyvalent , UltraTek HRP, or UltraTek Alk-Phos was too long.

Nonspecific Background Staining:

1. Rinsing between steps was inadequate.

2. Tissue was allowed to dry with reagents on.

3. Folds in tissue trapped reagents.

4, Inadequate blocking with Mouse-To-Mouse Block.
5. Tissue contains endogenous biotin.

6. Antigen migrated in tissue.

7. Excessive tissue adhesive on slides.

8. Inadequate blocking with Super block.

Weak Staining:

1. Primary antibody concentration was too low or incubation time was too short.
2. Reagents are past their expiration date.
8°C “ ScyTek Laboratories, Inc.
Jf 205 South 600 West E EmergoEurope (31)(0) 70 345-8570
Storage: 2°C Logan, UT 84321 U.SA. Molsnstraat 15
435-755-9848 2513 BH Hague
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3. Inadequate removal of wash water between steps, resulting in dilution of reagents.

4. Counterstain or mounting media were incompatible and dissolved the chromogen reaction product.

5. Room temperature was excessively cool.

6. The primary antibody does not recognize an antigen that survives fixation and embedding.

7. Excessive incubation with Super Block.

No Staining:

1. Steps were inadvertently left out.

2. There is no antigen in the tissue.

3. The primary antibody is not of the correct species of origin.

4., Chromogenic substrate is not intended for use with enzyme used for procedure (peroxidase or alkaline-
phosphatase).

5. One or more components of the kit have been inactivated by heat or other adverse condition.

I
Storage: 2°C

“ ScyTek Laboratories, Inc.

205 South 600 West
Logan, UT 84321 U.SA.

435-755-9848

q3

E EmergoEurope (31)(0) 70 345-8570
Molsnstraat 15

2513 BH Hague

The Netherlands
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Mouse-To-Mouse Blocking Reagent
(Bnokupaly PeakTuB 3a U3non3saHe Ha MULUN aHTUTENA BbPXY MULLA TbKaH)

OnucaHue Ha npoaykTa: Mouse to Mouse peakTmebT Ha CkanTek e dopmynupaHa ga
OCUIypu Ha u3crnenoBaTensiT cMCTeMa 3a ouBeTsiBaHe, crnocobHa
Aa BM3yanuampa MUK aHTUTena Bbpxy Mywa TbkaH. B noBeyeTo
cnyyan 30-muHyTHa uHKyBauusa ¢ Mouse to Mouse 6noka e
enMMuMHMpa (OHOBOTO OLBETABaHE KOETO ce MNpuyYMHsABa OT
€HOOreHHW UMYHOrnobynuHu. 3a onTUManHu pesyntatu, CUITHO
npenopbyBame TO3N peakTuB Aa ce U3non3ea B KOMOUHaLUS CbC
YntpaTek AHTU-Muwa oueTsaBalla cuctema Ha CkanTek

Mpowusxon;: Kosa
AHTUreHHa AHTU-MULLE
cneundUYHOCT:

EH3nMeH KoHtorar: Hama
XpomoreH cyb6ceTpar: Hama
Mpoueaypa:

1. [HenapadvHunpante n pexunapaTnpanTte TbKaHHUTE Cpesu.
2. Ako e HeobOxoguMmo ga HamanuTe HecrneundunyHus oH nopagu HannymMeTo Ha eHAOreHHa
nepokcuaasa,uHkybnpanTe cTbknaTta BbB BogopoaeH npekuc 3a 10-15 MuH.

3.  Wamunte gBykpatHo B Oydbep.

4. Ako e HeobxoauMo, NHKYOGupanTe TbKaHUTE C EH3UM.

5. WamuinTe yetupukpaTtHo B Oydhep.

6. Wsnonssante Cynep bnok (CkanTek kaT.Ne AAA) n uHkybupante 3a 5 MUH Ha cTanHa
TemnepaTypa 3a OnokupaHe Ha HecneuMdpuyHOTO (POHOBO ouBeTsBaHe. 3abenexka: He
npesuwaBanTe noseye oT 10 MVH. 32 Aa He ce HaManu NHTEH3UTEeTa Ha peakuuaTa.

7. WamuinTe egHoKpaTHO B Bydoep.

8. Wsnonseante Mouse-to-Mouse 6nok n mHkybupante 10-60 muH. BpemeTto 3a uHKyGauuns
3aBUCK OT KONTMYECTBOTO HA €HOOrEHHN UMYHOrNoOYNnHN B TbKaHTa.

9. WamuinTe YyeTupmkpaTtHoO B Bychep.

10. MN3nonsBanTe NbpBUYHO aHTUTANO N MHKYOMpanTe CbrnacHo NPOTOKOMA Ha NPOU3BOAUTENS.

11. U3munte YeTtmpukpaTtHo B Bydep.

12. WsnonseawnTte YntpaTek AHTu-MonueaneHT (CkanTek kat.Ne ABN) u nHkybupanTte 3a 10-20
MUWH. Ha CTariHa Temneparypa.

13. Uamunte YetmpukpaTtHo B Bydep.

14. WNanonssante YntpaTek HRP (CkanTek kat.Ne ABL) unu YntpaTek Ank-®oc (CkanTek kat.Ne
ABM) n nHkybupante 3a 10-20 MuH. Ha cTanHa TemnepaTypa.

15. Uamunte YetmpukpaTtHo B Bydep.

16. M3nonasanTe NoAXoasLl XpOMoreH

17. KoHTpaouBeTeTe U NOKpumnTe.

PbkoBoacTBO 3a OTTpaHABaAHEe HAa HeU3npaBHOCTU

MpeouBeTsABaHe:

1. KoHueHTpauuaTa Ha NMbpPBOTO AHTUTANO € MHOrO BMCOKA WU BPEMETO 3a WHKyOupaHe e
TBbpAE NPOabIDKUTENHA.

2. TemnepaTtypaTta no Bpeme Ha UHKybupaHe e TBbpae BMCOKa.

3. BpemeTo 3a MHKyBUpaHe CbC CBbP3BALLOTO AHTUTANO UMW CTpenTaBuauH-Nepokcuaasarta e
TBbpAE NPOObIIKUTENHA.



HecneuundnyHo boHOBO ouBeTABaHe:

MwueHeTo Mexay CTbNKUTE € HegoCTaTbYHO.

TbkaHTa € OCTaBeHa a M3CbXHE C peaKkTMBa BbPXY HEA.
CrbBaHe Ha TbKaHTa U 3aabpXaHe Ha peakTuBUTe
HepocTtatbyHO 6noknpaHe ¢ Mouse-to-Mouse 6110ok.
TbKkaHUTe cbabpXaT eHOOoreHeH GMOTUH.

AHTUrEeHbT MUrpUpa B ThKaHTA.

M3nnwHO KonmMyecTBO Ha agxe3nB BbpXy CTBKMIOTO.
HepocTtatbyuHo 6noknpaHe cbc Cynep 6nok.

N~ WNE

Cnabo ouBeTsAABaHe:

1. KoHueHTpauusiTa Ha NbPBOTO AHTUTANO € TBbPAE HMUCKA WNK BPEMETO 3a MHKyOupaHe e
TBbPAE KpaTKo.

2. PeakTtuBuTE Ca C N3TEKbST CPOK HA rOAHOCT.

3. HepoctatbyHO OTCTpaHsBaHe Ha Muewmst Oydep Mexgy CTbMKMTe, KOeTo BOAM OO
paspexgaHe Ha peakTMBuTe.

4. KoHTpaouBeTuTensa unu cpefaTa 3a NoKpuBaHe ca HeMoAXOAsLWM U pa3TBapsAT NpoaykTa Ha
XpOMOreHHaTa peakuusi.

5. TemnepaTypaTta B NOMELLEHMETO € NPeKaneHo H1cka.

6. [TbpBMYHOTO aHTUTANO He pasno3HaBa aHTUreHa, KOWTO ouensea npu dukcaums wu
BKITlOYBaHe.

7. WanuwHa nHky6aumsa cec Cynep bnok.

OTcbCcTBUE Ha ouBeTABaHe:

1. Crbnkute ca octaBeHn 6e3 KOHTPOTT.

2. OTcbCTBME Ha @HTUIEH B ThKaHTa.

3. [MbpBMYHOTO aHTUTSNO HE € C NPOU3X0A OT MULLKA, NITbX, 3aeK UM MOPCKO CBUHYE.

4. XpomoreHa He e npegHasHa4yeH 3a W3Mon3BaHe C €eH3MMa, W3Mon3BaH B npouegypaTa
(nepokcmnagasa unu ankanHa-gocdarTasa).

EOuH nnn noBeve KOMMOHEHTN Ha KMTa ca Gunn MHaKTMBUPAHM NOCPEACTBOM 3arpsiBaHe Unu
HebnaronpuaTHN CbCTOAHUA

o
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Rabbit-To-Rabbit Blocking Reagent

Product Description: ScyTek's Rabbit-to-Rabbit reagent has been formulated to provide the researcher with a
staining system capable of visualizing Rabbit antibodies on Rabbit tissue. In most cases a
30-minute incubation with Rabbit-to-Rabbit block will virtually eliminate background
staining that is caused by endogenous immunoglobulins. We highly recommend that this
reagent be used in conjunction with ScyTek's UltraTek Anti-Rabbit staining system for
optimal results.

Species of Origin: Goat

Antigen Specificity: Anti-Rabbit

Enzyme Conjugate: None

Chromogen Substrate: None

Procedure:

1. Deparaffinize and rehydrate tissue section.

2. If required to reduce nonspecific background staining due to endogenous peroxidase, incubate slide in

hydrogen peroxide for 10-15 minutes.

3. Wash 2 times in buffer.

4. If required, incubate tissue in digestive enzyme.

5. Wash 4 times in buffer.

6. Apply Super Block (ScyTek catalog# AAA), and incubate for 5 minutes at room temperature to block
nonspecific background staining. Note: Do not exceed 10 minutes or there may be a reduction in desired
stain.

7. Wash 1 time in buffer.

8. Apply Rabbit-To-Rabbit Block and incubate 10-60 minutes. Incubation time is dependent on the amount of
endogenous Ig found in the tissue type.

9. Rinse 4 times in buffer.

10. Apply primary antibody and incubate according to manufacturer's protocol.

12. Wash 4 times in buffer.

13. Apply UltraTek Anti-Polyvalent (ScyTek catalog# ABN), and incubate for 10-20 minutes at room temperature.

14. Wash 4 times in buffer.

8°C “ Tek Laboratories, Inc.
Jf 205 SOSuct)r/] 600 West E EmergoEurope (31)(0) 70 345-8570
Storage: 2°C Logan, UT 84321 U.SA. Molsnstraat 15
435-755-9848 2513 BH Hague

The Netherlands
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15. Apply UltraTek HRP (ScyTek catalog# ABL) or UltraTek Alk-Phos (ScyTek catalog# ABM), and incubate for
10-20 minutes at room temperature.

16. Rinse 4 times in buffer.

17. Apply appropriate chromogen.

18. Counterstain and coverslip.

Troubleshooting Guide

Overstaining:

1. Concentration of the primary antibody was too high or the incubation time was too long.
2. Temperature during incubation was too high.
3. Incubation time with UltraTek Anti-Polyvalent , UltraTek HRP, or UltraTek Alk-Phos was too long.

Nonspecific Background Staining:

1. Rinsing between steps was inadequate.

2. Tissue was allowed to dry with reagents on.

3. Folds in tissue trapped reagents.

4., Inadequate blocking with Rabbit-To-Rabbit Block.
5. Tissue contains endogenous biotin.

6. Antigen migrated in tissue.

7. Excessive tissue adhesive on slides.

8. Inadequate blocking with Super block.

Weak Staining:

1. Primary antibody concentration was too low or incubation time was too short.
2. Reagents are past their expiration date.
8°C “ ScyTek Laboratories, Inc.
Jf 205 South 600 West E EmergoEurope (31)(0) 70 345-8570
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3. Inadequate removal of wash water between steps, resulting in dilution of reagents.

4, Counterstain or mounting media were incompatible and dissolved the chromogen reaction product.

5. Room temperature was excessively cool.

6. The primary antibody does not recognize an antigen that survives fixation and embedding.

7. Excessive incubation with Super Block.

No Staining:

1. Steps were inadvertently left out.

2. There is no antigen in the tissue.

3. The primary antibody is not of the correct species of origin.

4, Chromogenic substrate is not intended for use with enzyme used for procedure (peroxidase or alkaline-
phosphatase).

5. One or more components of the kit have been inactivated by heat or other adverse condition.

I
Storage: 2°C

“ ScyTek Laboratories, Inc.

205 South 600 West
Logan, UT 84321 U.SA.

435-755-9848
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Rabbit-To-Rabbit Blocking Reagent

(Enompam PeakTuB 3a nanonsBaHe Ha 3aeLUKN aHTUTena BbpPXYy 3aellKa T'bKaH)

OnucaHue Ha npoaykTa: Rabbit-to-Rabbit peaktebT Ha CkanTek e dopmynupaHa aa

OCUIypU Ha n3cnegoBaTensaT cMCTeEMa 3a ouBeTsBaHe, CrnocobHa
Ja Bu3yanuaupa 3aellku aHTUTena BbpXy 3aewka TbkaH. B
nosevyeto cnydam 30-mMuHyTHa wHKyOauma c Rabbit-to-Rabbit
Onoka we enumuHUMpa ¢QOHOBOTO OUBETHABAHE KOETO Cce
NPUYMHSIBA OT EHOOMEeHHW MWMYHOrnoOynuHu. 3a onTMManHu
pesynTatu, CUITHO nMpenopbYBaMe TO3U peakTMB a Ce U3nos3Bea
B KoMObuHauua cbc YntpaTek AHTU-3aellka ouBeTsaABalla
cuctema Ha CkanTek

Mpousxogn;: Kosa

AHTUreHHa AHTKN-32€eLLKO

cneundUYHOCT:

EH3MMeH KoHlorar: Hama

XpomoreH cybcTpar: Hama

Mpouepypa:

1. [enapaduHupante u pexugpatmpante TbKaHHUTE Cpesu.

2. Ako e HeobxoouMMO Aa Hamanute HecneunduyHua oH nopaan HanMunMeTo Ha eHAOoreHHa
nepokcuaasa,nHkybnpanTte cTbknarta BbB BogopodeH npekmc 3a 10-15 mMuH.

3. WamwuinTe aBykpaTtHO B bOydep.

4. Ako e HeobxooMMo, MHKYOUpanTe TbKaHUTE C EH3UM.

5. W3amuinTe yeTupukpaTtHo B Bydep.

6. Wsnonasante Cynep bnok (CkanTek kaT.Ne AAA) n uHKyOupanTe 3a 5 MWUH Ha cTanHa
Temnepartypa 3a OrokupaHe Ha HecneuududiHoTo (QOHOBO oLuBeTABaHe. 3abenexka: He
npesuwwasante noseye ot 10 MVH. 3a Aa He Ce HaManu MHTEH3UTETa Ha peakuunsaTa.

7.  W3munTe egHokpaTHO B Bydep.

8. Wsnonspante Rabbit-to-Rabbit 6nok n nHkybupante 10-60 muH. Bpemeto 3a uHKybauuns
3aBWCU OT KONTMYECTBOTO HA €HAOrEHHN MMYHOIrNOOYNNHN B TbKaHTa.

9. W3amuinTe YyeTupukpaTtHo B Bydep.

10. MN3nonsanTe MbPBUYHO aHTUTAMNO N MHKYOMpanTe CbrnacHo NPOTOKOSa Ha NPOM3BOAUTENS.

11. Usmunte YeTnpukpaTtHO B Bydhep.

12. N3nonssante YntpaTek AHTu-NMonueaneHTt (CkanTek kat.Ne ABN) u nHkybupawnte 3a 10-20
MWH. Ha CTalHa Temnepartypa.

13. Usmunte YetnpukpaTtHo B Bydhep.

14. N3nonssante YntpaTek HRP (CkanTek kaT.Ne ABL) unu YntpaTek Ank-®oc (CkanTek kat.Ne
ABM) n nHkybupante 3a 10-20 MuH. Ha cTanHa TemnepaTypa.

15. Usmunte YetmnpukpatHo B Bydhep.

16. V3nonssante noaxogsLy, XpOMOreH

17. KoHTpaouLBeTeTe U NoKpumnTe.

PbkoBOACTBO 3a OTTpaHABaHe Ha HEM3NpPaBHOCTH

MpeouBeTsABaHe:

1. KoHueHTpauusitTa Ha MbPBOTO AHTUTANO € MHOro BMCOKA UMM BPEMETO 3a MHKyOupaHe e
TBbPAE NPOabIKUTENHA.

2. TemnepaTtypaTta no Bpeme Ha UHKybupaHe e TBbpae BUCOKA.



3.

BpemeTo 3a MHKyOMpaHe CbC CBBHP3BALLOTO aHTUTAMNO WM CTpENTaBUAMH-NEpPoOKcMaasaTa e
TBbPAE NPOABLIKUTENHA.

HecneuudunyHo oHOBO ouBeTABaHe:

N~ WNE

MueHeTo Mexay CTbMKUTE € HeJOCTaTbYHO.

TbKaHTa e OCTaBeHa [ia U3CbXHE C peakTBa BbpPXY Hesl.
CrbBaHe Ha TbKaHTa M 3agbpXXaHe Ha peakTuBuTe
HepocTtatbyuHO 6noknpaxe ¢ Rabbit-to-Rabbit 6nok.
TbKaHMTE CbabpXaT eHOoreHeH BUOTHH.

AHTUreHbT MUrpupa B TbKaHTa.

M3nu1LWHO KONMYeCcTBO Ha aaxe3nB BbPXY CTHKITOTO.
HepgocTtatbyuHo 6noknpaHe cbc Cynep 6nok.

Cnabo ouBeTsAABaHe:

1.

2.
3.

7.

KoHueHTpauusitTa Ha NMbpBOTO AHTUTANO € TBbPAE HUCKA UMM BPEMETO 3a WMHKyOupaHe e
TBbpAE KpaTKo.

PeakTuBunTe ca C n3TeKkbn CPOK Ha FrOAHOCT.

HepoctatbyHO OTCTpaHsBaHe Ha muewmsa Oydep Mexay CTbhkute, KOeTo BoAW A0
paspexgaHe Ha peakTuBuTe.

KoHTpaouBeTuTena unu cpegarta 3a NoKpMBaHe ca Henoaxogsly U pa3TBapsiT npoaykTa Ha
XpOMOreHHaTa peakuus.

TemnepaTtypaTa B NOMELLEHMETO € NpeKaneHo HUCKa.

MbpBMYHOTO aHTUTANO He pasno3HaBa aHTUreHa, KOMTO ouensea npu dukcaumss u
BKIOYBaHe.

NanuwHa nHkybauunsa cbe Cynep bnok.

OTcbCcTBUE Ha ouBeTsABaHe:

1.

2.
3.
4

o

Ctbnknte ca octaBeHn 6e3 KOHTPOr.

OTCbCTBME HA @HTUTEH B TbKaHTa.

[MbpPBMYHOTO aHTUTSNO HE € C NPOM3X0A OT MULLKA, NITbX, 3aeK UM MOPCKO CBUHYE.
XpomoreHa He € npegHasHadeH 3a W3nNon3BaHe C €H3WMa, M3Mon3BaH B Mpoueaypata
(nepokcmnagasa unu ankanHa-gocdarTasa).

EQvH nnn noBeye KOMMNOHEHTM Ha KMTa ca GUNM MHAKTMBMPaAHN NOCPEACTBOM 3arpsiBaHe WUIu
HebnaronpuaTHN CbCTOAHUA



ocy 1'ek

Instructions For Use

AAA-IFU

Laboratories Rev. Date: Sept. 1, 2004

Revision: 4 Page 1 of 3

P.O. Box 3286 - Logan, Utah 84323, U.S.A. - Tel. (800) 729-8350 - Fax (435) 755-0015 - www.scytek.com

Description:

Uses:

Limitations:

Availability:

Storage:

Procedure:

Super Block

Super Block has been developed to use with immunolabeling techniques for the reduction of
nonspecific background staining, and simultaneously reducing the handling of animal serums in the
laboratory. The need to match species with the secondary antibody is eliminated due to the lack of
normal serum in this product. Super Block has been shown to be effective for immunohistochemical,
ELISA, blot and In-situ techniques and requires no mixing or diluting.

pH: 7.4+0.1

Appearance: Opaque Liquid

Immunochemical procedures.

Do not use past expiration date.

Item # Volume
AAA125 125 ml
AAA500 500 ml
AAA999 1000 mi
AAA010 0L
AAA-20000 20L
AAA-50000 50L
AAA-100000 100 L

Store Super Block at 2-8°C. Product is stable for 18 months from date of manufacture.

Immunohistochemical:

1.

Incubate tissue section for 5 minutes at either room temperature or 37° C prior to application
of the primary antibody. After incubation, rinse once in buffer (Note: do not incubate
tissue sections in excess of 10 minutes or a reduction in desired staining may occur).

*** For bulk staining, pour Super Block in a covered staining tray and dip slides for 5
minutes. Replace with fresh Super Block after 5-10 uses. This step can be
performed at the time of deparaffinization is desired. ***

For antibodies with particularly high background staining, dilute Super Block in PBS (1:5-10)
and use as a wash buffer in addition to the blocking step.

ol
Storage: 2° C Jf ScyTek Laboratories, Inc.

205 South 600 West
Logan, UT 84321
435-755-9848
US.A.
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ELISA:

1. Incubate microtiter well for 2-10 minutes prior to addition of sample. Rinse, and continue
procedure. (Note: do not incubate in excess of 10 minutes).

Chemiluminescent Blot

Precautions:

1. It has been reported to ScyTek, that Super Block is effective for this technique with
incubation times of one hour at room temperature. It has also been reported that
Super Block is an effective blocker when used with overnight incubations at 2-8° centigrade.

Do not pipette reagent by mouth.

Avoid contact with skin and eyes.

Wash after use.

Observe all federal, state and local environmental regulations regarding disposal.

Product Specific Literature References:

1) Buttini M., Yu G.Q., Shockley K., Huang Y., et al. Modulation of Alzheimer-Like Synaptic and
Cholinergic Deficits in Transgenic Mice by Human Apolipoprotein E Depends on Isoform, Aging, and
Overexpression of Amyloid  Peptides But Not on Plaque Formation. The Journal of Neuroscience, Vol.
22, No. 24, pp 10539-10548, December 15, 2002.

2) Evans C.F., Horwitz M.S., Hobbs M.V, Oldstone M. Viral Infection of Transgenic Mice Expressing a
Viral Protein in Oligodendrocytes Leads to Chronic Central Nervous System Autoimmune Disease.
Journal of Experimental Medicine, Vol. 184 pp 2371-2384, December 1996.

3) Goleva E., Kisich K.O., Leung D.Y.M. A Role for STATS5 in the Pathogenesis of I1L-2-Induced
Glucocorticoid Resistance. The Journal of Immunology, Vol. 169, pp 5934-5940, 2000.

4)

5)

6)

Lee E.H., Seomun Y., Hwang K.H., Kim J.E., Kim L.S., Kim J.H., Joo C.K. Overexpression of the
Transforming Growth Factor-B-Inducible Gene Big-h3 in Anterior Polar Cataracts. Investigational
Ophthalmology & Visual Science, Vol. 41, No. 7, pp 1840-1845, June 2000.

Lemaitre V., O’Byrne T.K., Borczuk A.C., et al. ApoE Knockout Mice Expressing Human Matrix
Metalloproteinase-1 in Macrophages have less Advanced Atherosclerosis. The Journal of Clinical
Investigation, Vol. 107, No. 10, pp 1227-1234, May 2001.

Matsubara S., Wada Y., Gardner T.A., et al. A Conditional Replication-competent Adenoviral Vector, Ad-

OC-E1a, to Cotarget Prostate Cancer and Bone Stroma in an Experimental Model of Androgen-

independent Prostate Cancer Bone Metastasis. Cancer Research, Vol. 61, pp 6012-6019, August 15, 2001.

Storage: 2° C Jf e u . C E Authorized Representative in Europe
ScyTek Laboratories, Inc. .
205 South 600 West (Regulatory affairs only)
Logan, UT 84321 EmergoEurope (31)(0) 70 345-8570
435-755-9848 Molsnstraat 15

U.S.A. 2513 BH Hague, The Netherlands



Instructions For Use
ocy Tek AAA-IFU

Laboratories Rev. Date: Sept. 1, 2004

Revision: 4 Page 3 of 3

P.O. Box 3286 - Logan, Utah 84323, U.S.A. - Tel. (800) 729-8350 - Fax (435) 755-0015 - www.scytek.com

7) Pauley R.J., Santner S.J., Tait L.R., Bright R.K., Stanten R.J. Regulated CYP19 Aromatase Transcription
in Breast Stromal Fibroblasts. The Journal of Clinical Endocrinology & Metabolism, Vol. 85, No. 2, pp
837-846, 2000.

8) Nemeth J.A., Yousif R., Herzog M., et al. Matrix Metalloproteinase Activity, Bone Matrix Turnover, and
Tumor Cell Proliferation in Prostate Cancer Bone Metastasis. Journal of the National Cancer Institute, VVol.
94, No. 1, pp 17-25, January 2, 2002.

9) Nemeth J.A., Harb J.F., Barroso U., et al. Severe Combined Immunodeficient-hu Model of Human
Prostate Cancer Metastasis to Human Bone. Cancer Research, Vol. 59, pp 1987-1993, April 15, 1999.

10) Slominski A., Rologg B., Curry J., et al. The Skin Produces Urocortin. The Journal of Clinical
Endocrinology & Metabolism, VVol. 85, No. 2, pp 815-823, 2000.

11) Tseng C.P., Ely B.D., Li Y., Pong R.C., Hsieh J.T., Regulation of Rat DOC-2 Gene During Castration-
Induced Rat Ventral Prostate Degeneration and Its Growth Inhibitory Function in Human Prostatic
Carcinoma Cells. Endocrinology, Vol. 139, No. 8, pp 3542-3553, 1998.

12) Tsunoda T., Inada H., Kalembeyi I., Imanaka-Yoshida K., et al. Involvement of Large Tenascin-C Splice
Variants in Breast Cancer Progression. American Journal of Pathology, Vol. 162, No. 6, pp 1857-1867,
June 2003.

13) Upadhyay J., Shekarriz B., Nemeth J.A., Dong Z., et al. Membrane Type 1-Matrix Metalloproteinase
(MT1-MMP) and MMP-2 Immunolocalization in Human Prostate: Change in Cellular Localization
Associated with High-Grade Prostatic Intraepithelial Neoplasia. Clinical Cancer Research, Vol. 5. pp
4105-4110, December 1999.

14) Yamadori I., Yoshino T., Kondo E., Cao L., et al. Comparison of Two Methods of Staining Apoptotic
Cells of Leukemia Cell Lines: Terminal Deoxynucleotidyl Transferase and DNA Polymerase | Reactions.
The Journal of Histochemistry & Cytochemistry, Vol. 46, No. 1, pp 85-90, 1998.

15) Yasoda A., Ogawa Y., Suda M., Tamura N., et al. Natriuetic Peptide Regulation of Endochondral
Ossification. The Journal of Biological Chemistry, Vol. 273, No. 19, pp 11695-11700, May 8, 1998.

16) Zhau H.Y.E., Chang S.M., Chen B.Q., Wang Y, et al. Androgen-repressed Phenotype in Human Prostate
Cancer. Proc. National Academy of Science USA, Vol. 93, pp 15152-12157, Cell Biology, December

1996.
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Super Block
(Cynep Bnok)

Onucaxue: Super Block has been developed to use with immunolabeling techniques
for the reduction of nonspecific background staining, and simultaneously
reducing the handling of animal serums in the laboratory. The need to
match species with the secondary antibody is eliminated due to the lack
of normal serum in this product. Super Block has been shown to be
effective for immunohistochemical, ELISA, blot and In-situ techniques
and requires no mixing or diluting.

pH: 7.4+0.1
BbHweH BMA: HenpospayHa Te4HoCT
Ynortpeba: MMyHOXMMUYHK npouenypu
OrpaHunyeHus: [a He ce n3nonasa cnepa cpoka Ha rogHocCT
HanuuHocT: MpoaykT Ne O6em
AAA125 125 mn.
AAA500 500 mn.
AAA999 1000 mn.
AAA010 10 n.
AAA-20000 20 n.
AAA-50000 50 n.
AAA-100000 100 n.
CbxpaHeHue: CobxpaHsiBavite Cynep bnok npu 2-8° C. lNpoaykta e ctabuneH 3a 18

mMeceLa OT fararta Ha Npou3BOACTBO

Mpoueaypa:
UmMmyHOXUcTOXUMMUSA:

1. WHKyBupainTe TbkaHHUS cpe3 3a 5 MUH. nnn Ha cTarHa TemnepaTtypa unu npy 37° C npegm
N3MNON3BaHETO Ha MbPBUYHOTO aHTUTANO. Cnea mHKyOMpaHe, NPOMUIATE €OHOKPaTHO B
Oydep (3abenexka: He nHKybupanTe TbkaHHUTE cpe3n noseyve oT 10 MUH., uHaye nma
BEPOSATHOCT Aa Ce Hamanm XenaHoTo ouBeTsBaHe).

2. 3a rpynoBo oueTsiBaHe, HanenTte Cynep bnok B nokpuTa TaBa 3a OUBETsIBAHE U NOTONETE
cTbkrarta 3a 5 muH. 3amecteTte ¢ npeceH Cynep bnok cneg 5-10 ynotpebu. Tasn cTbhka
MoXe aa 6bae n3BbpLUEHa Mo xenaHne No Bpeme Ha genapaduHupaHe.

3. 3a aHtuTena, ¢ BMCOK (POH Ha HecrneuudunyHO ouBeTsABaHe, Moxe Aa paspeauTteCynep
6nok B PBS (15 — 1:10) n ga ro usnonseate kato muel, 6ydep, B JONbIHEHUE KbM
CTbMNkaTa Ha GrnokmpaHe.

ELISA:

1. WHkybupante samkute 3a 2-10 MuH. npean pobaBsHe Ha npobGata. [MpomunTte wn

npogbinkeTe npoueaypaTta. (3abenexka: He nHkybupante nosede o1 10 MuH.).
XeMunymumHecuUeHTeH 6NoT:

1. Wma nHpopmaums go CkanTek, 4e Cynep Bnok e edekTvBeH 3a Ta3n TEXHWKA C BPEME Ha
MHKyGaums oT 1 yac Ha cTanHa TemnepaTtypa. Cynep bnok e edektuBeH 6nokep, KkoraTto e
N3non3BaH 3a egHa Ho npu 2-8° C.

Mpepna3sHun mepkn: [la He ce BCMYyKBa C ycTa.
N3BareanTe KOHTaKT C KoXaTa n oumTe.
Namuinte cneq ynotpeba.
CnasBante BCUYKM degepanHn, LWaTtcku M MeCcTHM pasnopenbu 3a



ona3BaHe Ha OKOJ1THaTa cpeda no oTHoweHune Ha o6e3|3pe>i<naHeTo.
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Citrate Plus (10X) HIER Solution

Description: Citrate Plus (10X) HIER Solution is a unique citrate buffer designed to significantly enhance
immunohistochemical staining with many commercially available primary antibodies. Diluted 1:10 with
deionized or distilled water, this product is easy to use and highly effective. Citrate Plus (10X) can be
used in a vegetable steamer, autoclave, or pressure cooker. However, for optimal results we
recommend the autoclave or pressure cooker.

Availability:
Item # Volume
CPL500 500 ml
CPL999 1000 ml
Storage: Store reagent at 2-8° centigrade or room temperature.
Procedure: (Autoclave/Pressure Cooker)
1. Rehydrate tissue slides.
2. In a glass or plastic (Autoclavable) Coplin jar, add 5 ml of Citrate Plus and 45 ml of deionized water.
4. Submerge slides in diluted Citrate Plus and loosely cap.
5. Add Distilled water to bottom of Autoclave or Pressure Cooker (about 1 inch deep in Pressure Cooker).
6. Place Coplin jar in Pressure Cooker or Autoclave.
7. Turn heat on and allow pressure to rise to 20-25 PSI.
8. Maintain pressure at 20-25 PSI for 5 minutes.
9. Turn off heat source and allow to cool.
10. When pressure has dropped to ambient, carefully remove lid or open door.
11. Using tongs, remove Coplin Jar and place on counter.
12. Once Coplin Jar cools to room temperature remove slides, rinse several times in buffer and proceed with

staining as usual.

Procedure: (Vegetable Steamer)

1. Rehydrate tissue slides.

2. In a plastic Coplin jar, add 5 ml of Citrate Plus and 45 ml of deionized water.

3. Loosely cap the coplin jar and place in a vegetable steamer for 15 minutes to heat solution (Prior to submersion
of slides).

The material contained herein is the property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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4. Using tongs, remove the coplin jar from the steamer. Carefully remove cap and submerge slides. Recap
loosely and return jar to steamer.

5. Steam for 20 minutes. Allow jar with solution and slides to cool to room temperature.

6. Remove slides and rinse in buffer several times.

7. Continue with staining according to protocol.

The material contained herein is the property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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Citrate Plus (10X) HIER Solution

(UutpaTt Mnroc (10X) HIER Pa3TBop)

OnucaHue: Citrate Plus (10X) HIER Solution is a unique citrate buffer designed to

significantly enhance immunohistochemical staining with many
commercially available primary antibodies. Diluted 1:10 with deionized or
distilled water, this product is easy to use and highly effective. Citrate
Plus (10X) can be used in a vegetable steamer, autoclave, or pressure
cooker. However, for optimal results we recommend the autoclave or
pressure cooker.

Hanu4HocT: MpoaykT Ne OGem
CPL500 500 mn.
CPL999 1000 mn.
CbxpaHeHue: CobxpaHsaBainTe peaktmea npu 2-8° C unm ctanHa TemnepaTypa

Mpouenypa (aBTOKNaB / TEHAXKEpPa NoA HansiraHe):

1.
2.

b w

©woo~NoOU

Pexngpatnpante TbKkaHHUTE Cpesn.

B cTbkneHu nnu nnactmacosu (aBToknaesmpyemmu) kioseTun gobasete 5 mn. Lutpat lMntoc un
45 mn genoHn3anpaHa Boga

MoToneTe cTbknaTta B paspeneHus Liutpat MNntoc 1 3aTBOpeTe Neko Kanaka

[obaeeTe anctunupaHa BoAa Ha ObHOTO Ha aBTOKMaBa MM TeHaXepaTta Mo HandraHe
(okono 2.5 cm)

[MocTaBeTe KioBeTaTa B TeHKepaTa nof HansraHe unv aBTokrnasa

BknodeTe HarpsiBaHETO M OCTaBeTe HansraHeTo aa gocturHe 20-25 PSI

MogabpanTe ToBa HansraHe 3a 5 MyH.

M3knoueTe HarpsiBaHETO 1 OCTaBeTe Aa U3CTUHE.

KoraTto HansraHeTo ce u3paBHM OO BBLHLIHOTO, BHUMAaTeNHO OTCTpaHeTe Kanaka unm
OTBOpeTe BpaTaTta

. U3nonaeariku WwWmnkn, n3BageTe KioBetaTta 1 s1 oCTaBeTe Ha nroTa
11.

Cnieq kaTo KioBeTaTa ce Oxnaauv [0 CTaiiHa TemnepaTypa, M3BageTe CTbKraTa, NpoMuiiTe
HAKOMNKO NMbTW B Bydep 1 npoabrkeTe npoLeayparta rno ouseTsBaHe.

Mpoueaypa (cba Ha napa):

1.
2.
3

~No

Pexngpatnpante TbKkaHHUTE Cpesn.

B nnactmacosu ktioBeTn gobaeete 5 mn. Lutpar lMNntoc n 45 mn genonnsunpaHa soga
3aTBopeTe NeKko Kanaykata M nocTtaBeTe KioBeTata B cba 3a napa 3a 15 MuH. 3a
noarpsisaHe Ha pasteopa ([pean ga noctaBute cTbknaTta)

M3nonsBariku WUNKN, nsBagete KioBeTata OT CbAda 3a napa. BHumartenHo oTcTpaHeTe
KanadkaTa v notoneTe CTbknarta. 3aTBOpeTe fIeKo U BbPHETE KloBeTaTta OTHOBO B CbAa 3a
napa.

3arpente 3a 20 muH. OcTaBeTe KoBeTaTa C pas3TBopa M CTbknaTa ga ce oxnagar go
CTanHa Temnepartypa.

M3BageTe cTbknata n NpOMUNTE HEKOSKOKPATHO B Bydoep.

MpoabmkeTe C OUBETABAHETO CbINAacHO NPOTOKONa.
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Tris-EDTA HIER Solution (10x) pH 9.0

Description: Tris-EDTA HIER Solution (10x) pH 9.0 ) is a unique buffer designed to significantly enhance
immunohistochemical staining with many commercially available primary antibodies. Diluted 1:10 with
deionized or distilled water, this product is easy to use and highly effective.

Uses/Limitations: Not to be taken internally.
For In-Vitro Diagnostic use only.
Histological applications.
Do not use if reagent becomes cloudy.
Do not use past expiration date.
Use caution when handling reagents.

Non-Sterile.

Availability: ltem # Volume
TES500 500 ml
TES999 1000 ml

Storage: Store at 2-8°C.

Precautions: Avoid contact with skin and eyes.

Harmful if swallowed.
Follow all Federal, State, and local regulations regarding disposal.

Preparation of Reagent Prior to Beginning:

1. Prepare working solution be combining 10 ml of Tris-EDTA HIER Solution (10x) pH 9.0 with 90 ml of DI/Distilled water and
mix well. Working solution may be stored at 2-8°C for 30 days.

Procedure (Steamer):

1. Deparaffinize sections if necessary and hydrate to distilled water.

2. In an autoclavable staining jar add working Tris-EDTA.

3. Loosely cap the coplin jar and place in a vegetable steamer for 15 minutes to heat solution (Prior to submersion of slides).

4. Using tongs, remove the coplin jar from the steamer. Carefully remove cap and submerge slides. Recap loosely and return jar
to steamer.

5. Steam for 20 minutes. Allow jar with solution and slides to cool to room temperature.

6. Remove slides and in DI/Distilled water.

7. Place slide in buffer and continue as desired.

Note: Microwave or pressure cooker can be used as alternative heating source to replace steamer.

8°C
Storage: 2° C ScyTek Laboratories, Inc. c E
205 South 600 West
Logan, UT 84321 EmergoEurope (31)(0) 70 345-8570
U.S.A. Molsnstraat 15

Doc: IFU-Template]18-25rev2

2513 BH Hague, The Netherlands
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INoro Ha ScyTek Laboratories, Inc. MudopmaumoHeH nuct TES-IFU

Tris-EDTA HIER Solution (10x) pH 9.0
(Tris-EDTA HIER Pa3tBop (10x) pH 9.0)

OnucaHwe: Tris-EDTA HIER pa3steopa (10x) pH 9.0 e yHukaneH 6ydep,
npeaHasHa4eH 3a 3Ha4YUTENHO NoBMLLABAHE Ha
NMYHOXMCTOXMMUYHOTO OLBETSIBAHE NMPU U3MNOMN3BaHETO Ha
KOMepcmanHo HanmyHuTe NbpBUYHM aHTUTena. PaspeneH 1:10 ¢
AeioHM3npaHa nnu gectunmpaHa Boga, To3n NpOAYKT e fieceH 3a
ynotpeba n cunHo edekTuBeH

YnoTtpebu/OrpaHnyenusn: [la He ce npuema BbTPELLHO
3a vH BUTPO AmarHocTuyHa ynotpeba
XWCTONOMMYHM NPUNOXKEHNS
[a He ce n3nonsea ako peakTuBa CTaHe MbTEH
[a He ce nsnonsea cnea u3TnyaHe cpoka Ha rogHoCT.
Bbvaete BHMMaTenHu npy paboTa ¢ peakTMBuTe.

HecTtepuneH.
Hanu4HocT:
TES500 500 ml
TES999 1000 ml
CbxpaHeHue: 2-8°C
MpeanasHu mepku: N36areanTe KOHTaKT C KOXaTa n ounte

BpeaeH npu nornbLyaHe
CneppaiTe BCUYkM chegepantu, obpXKaBHU U MECTHM pasnopeabu 3a
N3XBbPIsIHE

MoaroToBKa Ha peakTUBUTE Npeaun 3ano4YBaHe:

1. MpuroTtBeTe paboTeH pa3TBoOp nocpedctesomM cmecBaHe Ha 10 ml of Tris-EDTA HIER Solution
(10x) pH 9.0 ¢ 90 ml of genoHusmpaHa unu gectunuvpaHa Boga U pasbbpkanTe Jobpe.
PaboTHus pa3TBOp MOXe Aa ce cbxpaHsiea npu 2-8°C 3a 30 gHw.

Mpouenypa (cbA 3a napa):

1. [enapaduHupanTe cpesuTe U xugpaTupante 0O AecTunmpaHa Boaa.

2. TloctaBeTe paboTHUs pa3TBop Ha Tris-EDTA B aBTOKIaBUpyeMa KloBETa.

3. Cnabo 3aTBopeTe Kanaykata Ha KioBeTaTa 1 s nocTaBeTe B ypea 3a napa 3a 15 MuH. go
3arpsiBaHe Ha pasTBopa (npegu ga CrnoxuTe cTbknara).

4. WanonsBaunku Knewu, n3BageTe KioBeTaTa OT cbga. BHMMaTenHo oTBUWTE Kanaykarta u
rnocTtaBeTe CTbKnaTa. 3aTBopeTe NeKo kanaykata u nocraBeTe KioBeTaTta o6paTHO B cbaa.

5. HarpenTte 3a 20 mmH. OcTaBeTe KioBeTaTa fa ce OxNlagm Ha CTanHa Temnepartypa

6. W3Bbaete cTbknarta v rm noctaBeTe B JENOHU3MpPaHa Unn gectunupaHa soja.

7. TloctaBeTe cTbknata B 6ydep n npogbrkeTe.

3abenexka: Kato antepHaTnBa MOXe fa ce M3Mon3Ba MUKPOBBIHOBA MeYka unu TeHaxepa nog

HansaraHe
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Description:

Uses/Limitations:

Availability:

Storage:

Precautions:

Procedure:

—_

0D

Storage: 2° C

Doc: IFU-Template2-8rev2

Primary Antibody Diluent
(Tris, Green)

Provided as a ready-to-use (Tris Buffered) diluent containing green dye for diluting primary antibodies
and for use as a negative control. Both monoclonal and polyclonal antibodies are stabilized for long-
term storage thereby reducing the number of titrations required from concentrated form. This product
contains a highly purified carrier protein that minimizes proteolytic enzyme degradation, a wetting agent
to reduce surface tension and an anti-microbial agent to prevent microbial growth. Not for antibodies
that have been conjugated with peroxidase. In most cases, antibodies diluted in this reagent can be
stored for 24 months at 2-8°C. Diluent is subjected to 0.2 micron filtration.

pH 7.4

Not to be taken internally.

For In-Vitro Diagnostic use only.
Histological applications.

Do not use if reagents become
cloudy.

Do not use past expiration date.

Use caution when handling reagents.

Non-Sterile.

ltem # Volume
ATG125 125 ml
ATG500 500 ml
ATG999 1000 ml

Store at 2-8°C.

Avoid contact with skin and eyes.
Harmful if swallowed.
Follow all Federal, State, and local regulations regarding disposal.

Pour appropriate volume of Primary Antibody Diluent into clean mixing bottle.
Dilute primary antibody directly in Primary Antibody Diluent (Tris, Green).
Use as directed by antibody manufacturer.

Store diluted antibody at 2-8°C for 24 months (see back page for information on dropper bottle).

8°C
ScyTek Laboratories, Inc. c E
205 South 600 West
Logan, UT 84321 EmergoEurope (31)(0) 70 345-8570
U.S.A. Molsnstraat 15

2513 BH Hague, The Netherlands



[NpeBoa OT aHrNMNCKN e31K

INoro Ha ScyTek Laboratories, Inc. MUudopmaumoHeH nuct ATG-IFU

Primary Antibody Diluent (Tris, Green)
(PaspeauTten 3a nbpBUYHU aHTUTeNa (Tris, 3eneH))

Onucaxue: Provided as a ready-to-use (Tris Buffered) diluent containing green
dye for diluting primary antibodies and for use as a negative control.
Both monoclonal and polyclonal antibodies are stabilized for longterm
storage thereby reducing the number of titrations required from
concentrated form. This product contains a highly purified carrier
protein that minimizes proteolytic enzyme degradation, a wetting
agent to reduce surface tension and an anti-microbial agent to
prevent microbial growth. Not for antibodies that have been
conjugated with peroxidase. In most cases, antibodies diluted in this
reagent can be stored for 24 months at 2-8°C. Diluent is subjected to
0.2 micron filtration.
pH 7.4

YnoTtpebu/OrpaHnyenusn: [la He ce npuema BbTPELLHO
3a WH BUTPO gnarHoctuyHa ynotpeba
XMCTOMNOrMYHN NPUNOXKEHNS
[a He ce n3non3ea ako peakTBa CTaHe MbTEH
[a He ce nsnonsea cneg n3tMdyaHe cpoka Ha rogHocT.
Bbvaete BHMMaTenHu npu paboTa ¢ peakTMBuTe.

HecTepuneH.

HanuuHocT: MpoaykT Ne O6em
ATG125 125 mn.
ATG500 500 mn.
ATG999 1000 mn.

CbxpaHeHue: 2-8°C

MpeanasHu mepku: N36areanTe KOHTaKT C KoXkaTa n oumTe.

BpeaeH npu nornbluaHe.
Cnepgavite BCMYkM befepanHu, ObpXaBHU U MECTHU pasnopeabu 3a

N3XBBLPIISHE.

Mpouepypa:

1. Hanente nogxoasw, o6em Ha MbpPBUYHOTO aHTUTANO pa3peauTen B YNCTa CMecUTEerNHa
oytunka..

2. PaspepgeTte MbpBOTO aHTUTANO AMPEKTHO B Paspeauten 3a nbpBo aHTuTsAno (Tris, Green)

3. WsnonaeanTe KakTo € ykasaHO OT NPOU3BOAUTESNSA HA aHTUTANMO.

4. CobxpaHaBanTe paspeneHoTo aHTuTano npu 2-8 ° C B npogbiikeHne Ha 24 meceua (BX.
obpaTHaTa cTpaHuua 3a MHopmMaunsa OTHOCHO ByTunka ¢ kankomep).

ByTunka ¢ kankomep 3a NbpPBUYHU aHTUTENA
KaTanoxeH NePAV015

Cobabpxa: 1 15 ml Buanka
1 HakpainHuk-kankomep
1 3eneHa kanadka
3 ETukeTta

MpoekTnpaHn 3a ygobHO CbXxpaHsiBaHE M U3MOM3BaHe Ha paspeaeHy MbPBUYHM aHTUTENa.
CobxpaHaBanTe paspegeHnte aHTutena npu remnepatypa 2-8 ° C.
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BCIP/NBT

Description: BCIP/NBT (5-Bromo-4-chloro-3-Indolyl Phosphate/Nitroblue Tetrazolium) is a refrigerator stable,

single component solution for immunohistochemical, in situ hybridization, western, northern and
southern blot procedures. This reagent is specifically formulated for use with Alkaline Phosphatase
enzyme. BCIP/NBT produces a purple reaction product.

Contents: 5-Bromo-4-Chloro-3-Indolyl Phosphate and Nitroblue Tetrazolium in a combination of organic
solvents.
Availability:
ltem # Volume
ACNOO06 6 mi
ACNO15 15 mi
ACNO50 50 mi
ACN125 125 mi
ACN200 200 ml
ACN500 500 ml
ACN999 1 Liter
Storage: Store BCIP/NBT at 2-8°C. Product is stable for 18 months from date of manufacture.

Procedure:

1.

Incubate tissue section for 5-15 minutes at room temperature after incubation with Alkaline
Phosphatase label.

2. Apply mixture to tissue section.
3. Incubate tissue section for 10-25 minutes.
4. Rinse tissue, counterstain*, and coverslip using an agueous mounting media.
Possible counterstains:
Mayer's Hematoxylin HAQ Blue Nuclei
Methyl Green MGS  Green/Blue Nuclei
Nuclear Fast Red NFR Red Nuclei
Precautions: Do not pipet reagent by mouth. Avoid contact with skin and eyes. Wash after use. Observe all

federal, state and local environmental regulations regarding disposal.

The material contained herein is the property of ScyTek Laboratories, Inc. and is confidential. Unauthorized use or copying is prohibited.
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BCIP/NBT

OnucaHue: BCIP/NBT (5-Bromo-4-chloro-3-Indolyl Phosphate/Nitroblue Tetrazolium)
is a refrigerator stable, single component solution for
immunohistochemical, in situ hybridization, western, northern and
southern blot procedures. This reagent is specifically formulated for use
with Alkaline Phosphatase enzyme. BCIP/NBT produces a purple
reaction product

CbabpxaHue: 5-Bromo-4-Chloro-3-Indolyl Phosphate n Nitroblue Tetrazolium B

KOMBUHaLUKMs C OpraHnyYHn pasTBopUTENMU
Hanun4HocT: MpoaykT Ne Obem

ACNOO06 6 mn.
ACNO15 15 mn.
ACNO50 50 mn
ACN125 125 mn.
ACN200 200 mn.
ACN500 500 mn.
ACN999 1 nnTbp

CbxpaHeHue: CobxpaHsagavite BCIP/NBT npu 2-8° C. Npoaykta e ctabuneH 3a 18

mMeceLa OT AaTtara Ha Npou3BOACTBO.

Mpoueaypa:

1. WHkyBuparte TbkaHHMs cpe3 3a 5-10 MUH. Ha cTalHa Temnepartypacnen WHKybupaHeTa ¢
AnkanHa gocdaTtasa KOHIOrMpaHO BTOPO aHTUTANO.

2. WsnonaBaiiTe cMecTa BbpXyTbKaHHUS cpe3

3.  WHkybupainTe TbkaHHUSA cpes 3a 5-10 MuH.

4. TlMpomuiTe TbkaHTa, KOHTPaOLBETETE M NOKPUNTE CbC Cpeaa 3a NoKpMBaHe Ha BOAHA OCHOBA.
B1b3MOXHM KOHTpaoLBETUTENN:
Mayer's Hematoxylin HAQ CuHu agpa
Methyl Green MGS 3eneHn/CunHu sigpa
Nuclear Fast Red NFR YepBeHu siapa

MpeanasHu MepKu: [la He ce BCcMyKBa C ycTa. MN3bareante KOHTaKT C KoXaTta U ouuTe.

Uamunte cnep ynotpeba. Cnassante BCUMYKM dpegepanHu, LWaTcKu
M MecCcTHM pasnopeabu 3a onasBaHe Ha OKonHata cpega no
OTHOLLEeHne Ha o6e3BpexaaHeTo.
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Hematoxylin and Eosin Stain Kit

Description: The Hematoxylin and Eosin Stain Kit is intended for use in histology and cytology applications. Included
in this kit is a newly formulated Eosin that provides the benefits of a traditional alcoholic formula with
significant improvements in usability. Advantages include lower evaporation rate, better color patterns,
reduced tendency to spill over container, hands, and countertops, and improved surface tension to
remain on tissue section. Our Hematoxylin produces crisp, intense blue nuclei providing optimal contrast
to the Eosin stained cytoplasm.

Cytoplasm: Light Pink
Collagen: Pink
Muscle: Pink/Rose
Erythrocytes: Pink/Red
Nuclei: Blue
Uses/Limitations: Not to be taken internally.

For In-Vitro Diagnostic use only.
Histological applications.

Do not use if reagents become cloudy.
Do not use past expiration date.

Use caution when handling reagents.
Non-Sterile.

Control Tissue: Any well fixed paraffin embedded or
frozen tissue section.
Cell smear.

Ordering information regarding individual components
on back page!

Kit Contents:

ltem # Components Volume Storage

HMM500 Hematoxylin, Mayer’s (Lillie’s Modification) 500 ml 18-25°C

BRT500 Bluing Reagent 500 ml 18-25°C

EYB500 Eosin Y Solution (Modified Alcoholic) 500 ml 18-25°C
Precautions: Avoid contact with skin and eyes.

Harmful if swallowed.
Follow all Federal, State, and local regulations regarding disposal.

25°C
Storage: 187 C ScyTek Laboratories, Inc. c E
205 South 600 West
Logan, UT 84321 EmergoEurope (31)(0) 70 345-8570
U.S.A. Molsnstraat 15

Doc: IFU-Template]18-25rev2

2513 BH Hague, The Netherlands
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Procedure:

1.

N o g > Db

9.

Deparaffinize sections if necessary and hydrate to distilled water.

Apply adequate Hematoxylin, Mayer’s (Lillie’s Modification) to completely cover tissue section and incubate for 5 minutes.
Rinse slide in 2 changes of distilled water to remove excess stain.

Apply adequate Bluing Reagent to completely cover tissue section and incubate for 10-15 seconds.

Rinse slide in 2 changes of distilled water.

Dip slide in absolute alcohol and blot excess off.

Apply adequate Eosin Y Solution (Modified Alcoholic) to completely cover tissue section to excess and incubate for 2-3
minutes.

Rinse slide using absolute alcohol.

Dehydrate slide in 3 changes of absolute alcohol.

10. Clear slide and mount in synthetic resin.

References:

Kim, H., Seol-Bong, Y., Choe, J.Y., Paik, J.H., Xu, X., Nitta, H., Zhang, W., Grogan, T.M., Lee, C.T., Jheon, S., Chung, J.H. Detection of ALK
Gene Rearrangement in Non-small Cell Lung Cancer, A Comparison of Fluorescence In Situ Hybridization and Chromogenic In Situ
Hybridization in Correlation of ALK Protein Expression. Journal of Thoracic Oncology, Volume 6, Number 8, pages 1359-1366, August 2011.

Sheenan, D.C., Hrapchak, B.B. Theory and Practice of Histotechnology, 2™ Edition. CV Mosby, Columbus, OH. Pages 140-141, 1980.
Lillie, R.D., Fullmer, H.M. Histopathologic Technique and Practical Hisochemistry, 4™ Edition, McGraw-Hill, NY. Pages 205-208, 1976.
Luna, L.G. Manual of Histologic Staining Methods of the Armed Forces Institute of Pathology, 3" Edition, McGraw-Hill, NY, Pages 34-35, 1968

Bulk Reagent Ordering Information and Current Pricing at www.scytek.com

Description: Catalog # Volume
Hematoxylin, Mayer’s HMM500 500 ml
(Lillie’s Modification) HMM999 1000 ml
HMM3800 1 Gallon
Bluing Reagent BRT500 500 ml
BRT999 1000 ml
Eosin Y Solution EYB500 500 ml
(Modified Alcoholic) EYB999 1000 ml
EYB3800 1 Gallon
25°C
Storage: 18°C ScyTek Laboratories, Inc. c E
205 South 600 West
Logan, UT 84321 EmergoEurope (31)(0) 70 345-8570

U.S.A. Molsnstraat 15

Doc: IFU-Template]18-25rev2

2513 BH Hague, The Netherlands
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Hematoxylin and Eosin Stain Kit
(XemaTOKCUNUH U €03UH OLBETABALL KUT)

Onucaxue: The Hematoxylin and Eosin Stain Kit is intended for use in histology
and cytology applications. Included in this kit is a newly formulated
Eosin that provides the benefits of a traditional alcoholic formula with
significant improvements in usability. Advantages include lower
evaporation rate, better color patterns, reduced tendency to spill over
container, hands, and countertops, and improved surface tension to
remain on tissue section. Our Hematoxylin produces crisp, intense
blue nuclei providing optimal contrast to the Eosin stained cytoplasm.

Untonnasma: CeeTno po3oB
KonareH: Posos

Myckyn: Po3sos
EputpouuTu: Posos / YepseH
Anpo: CuH

YnoTtpe6bu/OrpaHnyeHus [la He ce npuema BbTPELLHO
: 3a vH BUTPO AgnarHoctuyHa ynotpeba
XVCTOMNOrMYHN NPUITOXKEHNS
[a He ce n3non3ea ako peakTBa CTaHe MbTEH
[la He ce n3nonsea cneg n3tu4aHe cpoka Ha rogHoCT.
Bbvaete BHMMaTenHu npy paboTa ¢ peakTMBuTe.
HecTtepuneH.
KoHTponHa TbKaH: Bcekn pobpe dukcupaH u BKMOYEH B napaduH wvnu 3ampaseH
TbKaHeH cpes.
KneTbyHa Hamaska

HanunuHocT: KomnoHeHTH O6em CbxpaHeH
MpoaykT Ne ne
HMM500 Hematoxylin, Mayer’s (Lillie’s Modification) 500 mn. 18-25°C
BRT500 Bluing Reagent 500 mn. 18-25°C
EYB500 Eosin Y Solution (Modified Alcoholic) 500 mn. 18-25°C
MpeanasHu mepku: N3bareanTte KOHTaKT C KoXkaTa n oumTe.

BpeaeH npu nornbluaHe.
Cneppante BCUYKM heaepanHn, Abp)KaBHM U MECTHU pasnopendu
3a U3XBbPNSHE.

Mpoueaypa:

1. Ako e HeobxoamMmo genapaduHupanTe cpesuTe u xugpaTupante o AUCTUNMPaHa Boaa.

2. WsnonseanTte goctaTbyHO XemaTokcunuH Ha Mariep (Mogmdukaums Ha Jlunn) 0o nbaHO
NMOKpPUBaHE Ha TbKaHHWS cpe3 U UHKybnpanTe 3a 5 MuH.

3. [llpomuiTe CTBKMIOTO B ABE CMEHU Ha AMCTUNUpaHa Moaa.

4. WNanonseanTe goctatbyHO BnymHr peaktue JO NbAHO MOKPMBAHE Ha TbKaHHUS cpes 1
nHkybupanTe 3a 10-15 cek.

5. TlpomuiTe B ABE CMEHU Ha gMCTUNMpaHa Boda.

6. [loToneTte CTLKNOTO B abCOMOTEH ankoOXon 1 NONMATE U3MNULLHOTO KOSIMYECTRBO.

7. WsnonaeanTte goctaTbyHO EO3MH Y pa3TBOp (ankoxonHa MoaMdukaums) Ao MbAHOTO
NMOKPUBAHE Ha TbKaHHUSA cpe3 U MHKyOmpanTe 3a 2-3 MUH.

8. [lpomMuinTe CTBLKIOTO, N3NoN3BankM abCconTeH ankoxon.

9. [exungpaTupanTe CTBKIOTO B TPU CMEHN abCOoMnOTEH ankoxorl.

10. lMpoceeTneTe CTLKIOTO N MOHTUPANTE B CUHTETUYEH PE3NH
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IIpoexTsbT ce ochiecTBsBa ¢ pUHaHCOBaTa Moakpena Ha OneparuBHa nporpama ,,Passutee Ha dosemkute pecypeu” 2007-2013, chdunancnpdBa HE sRdIBicKisARIOos |

“Esponeiickus corpaneH ¢poHa”

3aJ‘IVNeH nevar - un. 37 anl ot 33K -
TbproBcka TanHa;

3anuyeH noanuc - 4n.2, an.1 ot 33N
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1. C racrosiieTo npeAcTaBsMe Hallata ieHOBa odepta 3a oGocole Ha To3UIUA
{ogpepmama ce uzzomesn 3a ecaxa 060cobeHa nO3uyus no omoenro) OT IOPHYKATA.

YBAXAEMA I'OCITOXO JUPEKTOP,

HpHCMaMe Ja A3ITbJIHUM NIOPBYKATA 10 [10COYCHaTa obocobena MIO3HLNAA, IIPH CICAHUTEC HCHH:

CHUCTEMA 3a MHAIIA

1 |OIlIP-11-1 anyanmnpama OIIaKOBKa 1. | CsrmacHo npunoxenara|440,40 440,40
MOHOKIOHAIHH @HTHTENA, ChIbpKaIa: Texnwnuecka odepra 3a PIR080 /ScyTek
mutpateH Oydep, 6ydep 3a Onokupane Ha choTBeTHaTa 06ocobeHa Laboratories
€HIOT€HHaTa TNepoKchiasa, Oydep 3a TIO3HLIYA.
OJIoXHMpaHe Ha HeCTIelH(HIHO OILBETABAHE,
KOHIOTHPAHH ¢ IIEPOKCHIAa3a aHTH-MHILIH
1gG, DAB xpomoreH u 6ydep 3a DAB;
OMakoBKa 3a 70 tecra.

2 |OITP-11-2 | YHuUBepcaiHa BH3yaJlM3Hpallla CHCTEMA, | OMAKOBKA 3 CoracHo mipwitoxeHara | 388,80 1166,40
chabpxama: Oydep 3a OnoxmpaHe Ha Texnmuecka odepra 3a CPHO080 /ScyTek
€HJIOIeHHAaTa nepokcuiasza, Oydep 3a i | cborBeTHaTAa 000COGEHa Laboratories
6noxupase Ha (OHOBOTO OLBETABAHE, | o3uIms.
KOHIOTHPAHH ¢  [epOKCHIa3a  aHTH-
saemkw/mMume IgG, DAB xpomoren wu
Oydep 3a DAB; onakoska 3a 70 TecTa.

3 |OITP-11-3 | Busyamu3upama CHCTeéMa, CbhIObPXKAINA: [ OMAKOBKa 1 CrpryacHO 1IpwiIoXKeHara | 853,20 853,20
OHOTHHIIHpaHA aHTU-3aemkw/Mumy IgG Texamuecka odepra 3a UHP125 /ScyTek
H CTpENTaBHANH-IIEPOKCHIA3E€H KOMILIEKC; croTBeTHaTa obocobeHa Laboratories
KOoJIueCTBO 3a 1000 TecTa. .| mo3umus.

4 |OIlP-11-4 | Kommmexktr or DAB xpomoren u Oydep; | omakoska 2, |CsraacHo mpunoxeHara |284,40 568,80
KoJH4ecTBo 3a 500 tecra [ Texnauuecka odepra 3a ‘ @CTSQG/Sey’];gk

IIpOeKTET Ce OChIIECTBABA ¢ (HUHAHCOBAaTa NOAKpena Ha OnepaTHRHA IporpamMa ,,Pa3}3mp1e Ha 4oBemKute pecypcu’” 2007-2013, cbunancupakia 63 )
3anuyeH nean 4n.37, anl ot 33K -

“Esporneiickust cormaneH $poHI

TbproBcka TaiHa;
3anuyeH nognuc - un.2, an.1 ot 33514
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ChOTBeTHaTa 0Oo0CcOOEHA Laboratories
(| mo3umys.
5 |OIIP-11-5 |PeakTtuB 3a OnoKupaHe Ha €HIOTEHEH | ONAKOBKA 1 CeracHo mpruokeHata | 225,60 225,60
OHOTHH B TBKaHHH Cpe3d; TOTOB 3a Texuuuecka odepra 3a BBK030 /ScyTek
ynorpe6a; onmakoska ot 30 ml CBOTBETHaTa 000COOCHA Laboratories
HO3HIMA.
6 |OIIP-11-6 |PeaktuB 3a OjoxwpaHe Ha MHINH THKAHH | OIAKOBKA 1 Cwriacio npmioxeHara | 168,00 168,00
IIpH  H3ITOJI3BAHETO HA MWINM aHTHUTENA; Texauyecka odepra 3a MTMO08 /ScyTek
roToB 3a ynorpeda; onakoeka ot 8§ ml cpoTBeTHaTa O60coOeHa Laboratories
’ O3HIIHS.
7 {OIP-11-7 |PeaxTur 3a OnokupaHe Ha 3a€IIKH THKAHM | ONAKOBKa 1 CermacHo mpunoxenara | 168,00 168,00
IIPH M3ION3BAHETO HA 3ACLIKM AHTHTENA; | Texnuuyecka odepra 3a RTROO08 /ScyTek
TOTOB 3a yNoTpeda; omakoeka ot 8§ ml cBhOTBETHaTa OO0COOEeHa Laboratories
HO3HIIAA.
8§ |[OIIP-11-8 |Peaktur 3a Gnoxupane Ha| omnakoBka 1. | Cernacso npruioxenara | 158,40 158,40
HecrieunudHOTO CBBP3BaHE HAa BTOPH Texnaugecka odepra 3a AAA12S /ScyTek
aHTHTENIA IPH MMYHOXHMCTOXUMHSA; O3 He ChOTBETHaTa 0B60CcOGEeHa Laboratories
ChABpXKAa CepyM; TOTOB 3a YIOTpe(a; NO3ULHA.
OIaKoBKa oT 125 ml
9 |OHP-11-9 |Lurparen O6ydep (10X) 3a TOmIHHHO | OmNaxoBKa 1 CrrioacHo mpriokeHara | 357,60 357,60
pa3KpHBaHe Ha aHTHIeHHH erMrony; pH 6.0 Texnuudgecka odepra 3a CPL999 /ScyTek
ChOTBeTHaTa 0O0cobeHa Laboratories
HO3HIIAA.
10 |OHP-11-10 { Tris-EDTA 6ydep (10X) 32 TOWIMHHO | ONmAKOBKA 1 Croriacro npuioxeHara | 248,40 248,40
pazKpUBaHe Ha aHTHTeHHH ermrony; pH 9.0 Texnugecka odepra 3a TES999 /ScyTek
CBOTBETHaTa OO0COOeHa Laboratories
HO3HIIMSL.
11 |OIP-11-11 | Paspenuten 33 DOBPBAYHM  aHTATENA, | OMAKOBKA 2 CeoriacHo npunoxkeHara | 158,40 316,80
chabpxarn Tris 6ydep; omakoBxa or 100 Texuudecka odepra 3a ATG125 /ScyTek
ml. CBOTBETHaTa O00COGeHa Laboratories
i NIO3ULIMA.
12 | OIIP-11-12 | PaztRop Ha 5-Bromo-4-Chloro-3-Indolyl | omaxoska 1- | CpriacHo npuioxkeHara | 644,40 644,40 ACN999 /ScyTek
Phosphate/nitroblue Tetrazolium Texnudecka odepra 3a Laboratories
(BCIP/NBT); roToB 3a ynorpe6a cpoTBeTHaTa 0O00COOCHA
03U,
13 | OII P-11-13 { Kur 3a OLIBETHABAHE, CbIbpKall: | OMNaKOBKa ] CornacHo mpunoxesara | 235,20 235,20 HAE-1 /ScyTek
XEMaTOKCIWIMH YU €03UH; OmakoBka ot 500 Texnudecka odepra 3a Laboratories
ml CBHOTBETHATAa OO0COGeHa
HO3ZHIMA. . \

IIpoexThT Ce OChILECTBABA ¢ PUHAHCOBATAa MOAKpeNa Ha OnepaTnBHa mporpaMa ,,PasBiTHe HA HOBELIKKTE pecypcn” 2007-2013, cppunancipasa.ov EBpHi

“EBpornieickua conmaneH ¢GoHa

i

!
|
i
|

3anuyeH nevart - un.37, anl ot 33K - Tbproscka TanHa;
3anunyen noagnuc - un.2, an.1 ot 3351

SKHUS CHIO3 Hpes
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b g e

O6ura uena Ha obocobenaTa nosuims, Jiesa 6e3 JIJIC [ 5551,2

3a yyactHHIM peructpupany no 3JJIC: IC =20%, nepa | 1110,24

O6wa uena Ha odeprarta ¢ JJIC, nesa | 6661,44

Hosicnenus:
¢ Kouonu 1 — 5 or Tabaunata ce nomwsisar cvriacao Texamieckara Crienuduxanus Ha Be3noxurens - [Ipunoxenue Ne 1 0T I0KyMEHTAIMATa 3a yHacTHe — 63 21 ce mpomeHsT 1.

® Konona Ne 6, IIpenniokeHne Ha yHaCTHUKA» MOXE 112 HE CE NONBABA C KOHKPETHH TEXAMYECKH XAPAKTEPUCTHKH, KATATOKEH WM MAPTH/IEH HOMED Ha APTHKYJIA M IPYTH, a 13 Ce HANMLIE
Teket ,,ChriacHo mpuJioxkeHaTa TexHruecka odepra 3a ChOTBETHATA 000c00eHa mo3uis”.
® JIAC, B ciyuaif, 4e € ABIDKUM OT BB3moXkuTeNs, e ce 3aniiaia ChrIacHo pasnopenéure Ha GBIrapcKoTo 3aKOHONATENCTBO.
;

®  Ouenkara Ha odepruTe ce H3IBLPIIBA [0 HEHH B Jepa Ge3 JIJIC. ! 2

}
2. enute BKMOYBAT CTOHHOCT HA CTOKUTE M BCHYKH TNPHCHIUHM PA3X0H, AaHBIWM H TaKcH 3a foctdska (Ges JJIC) dpanko UBUP-BAH, rp. Codus, Gy «Hapurpazacko moce» Ne 73. Jlansk 1oGaBeHa
cro#noct (JUIC) ce 3amnalna OTAEIHO, CBIJIACHO U3UCKBAHHATA Ha OBIrapCkoTO 3aK0HOAATENICTBO,

3. HCHPITC C€ MPEnCTaBAT C TOYHOCT JO BTOPHA 3HAK CACH ACCeTYHATA 3areTast U He TIOJIe)KAT HZ‘ TIPOMsHA 34 CPOKa HA JOrosopa, CKIIKO4YCH C Bsanoxurens.
t

!
4. YcnoBua M HAYHH HA IUIAINAHE: 10 GAHKOB BT, B JIEBA 110 Hala 6aHKOBA CMETKA KAKTO ClI¢ABA:

3anuyenn gaHuu - un.37, anl ot 33K - Tbproscka TanHa

‘

npu GaHka .
B CPOK OT 5 KaJleHIAPHHU JHH CJIE J0CTABKA H NPEICTABAHE Ha (aKrypa, ABYCTPAHHO HOMNKMCAH IPAEMATENHO-NPENABATENCH NIPOTOKOJT H 3ABEPEHO KOMHE HA ITMCMCHA 3asIBKA OT BB3/IOMHTEIAL
i

S. Ilpu ycnosue, e Gbem H3GPaHU 32 M3NBIHKTEN Ha OGIUIECTBEHATA OPHYKA, INE MPEACTABHY NApHYHa / AHKOBA TApAHIA 32 UIITHIHEHHE HA 3ab/DKEHUATA [0 JOTOBOPA B pasMep Ha 2% OT
croitnocrra My, 6e3 JJIC. |

6. Tlonasanero Ha HacTofIIATa LieHOBa odepTa ynocroBepana 6e3yCIOBHOTO IPHEMaHe OT HAllla CPaHa Ha BCHYKH W3UCKBAHUA U 335 DKEHMS, IOCTABEHY 0T BH3/I0KMTEN B POBEKAAHATA NPOLEZypa.
j

! BAYKHO: Axo y4acTHUKBT noaBa oepTa 3a noBede 0T enHa 000cobeHa nosuums, rauk Ne 3; 1.e. LieHoBa odepra ce mpencrass 3a Besika 060co6ena n03MIHs [0 OTAENHO B OTAeNeH K Ne 3
CE HAINKCBA N0 CICTHUS HAYHH:

»Hme Ha yuacmuuka: ...

Ipeonazana yena no obocobena nozuyus Ne ...........”". \
3annyeH nevar - un.37, anl ot 33K - Tbproecka TanHa;
3anuyeH nognuc - 4n.2, an.1 ot 33/14

i

Hara 08082014 L e
rp. Codus / noxmuc, riedar/

3anuyenn N4YHKM aaHHn - Yn.2, an.l ot 3314

Ynpasuren ‘
Aii Bu Jlu Bearapus O0]] {

H
ITpoexThT Ce ochimecTBsBa ¢ HuHaHCOBaTa NoAKpena Ha OneparuBra nporpama ,,Passirie Ha yoBemkute pecypen” 2007-2013, chdunancupana oT EBporeiickus chio3 upes

“Eponeiickus coupaneH ponx’ i
!
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3anuyenn NYHKM aaHHM - Yn.2, an.l ot 33714 |
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