DB BIOTECH

Anti - Aktl

KAT. GisLO
DB 126-0.05 (50 i)
DB 126-0.1 (100 pl)

WESTERN BLOT (WB) PROTOKOL - NAVOD NA POUZITIE

Roztoky pre Western blotting:
- Premyvaci pufor: 1x Tris Bufferd Saline (TBS); 0,1% Triton X-100
- Blokovaci pufor: 1xTBS; 0,1% Triton X-100; 8% skim milk

Pre Western blot: inkubacia membrany 2 hodiny pri izbovej teplote s protilatkou
rozpustenou v blokovacom pufri.

kD 100- Anti - Akt1 (DB 126)
5= Western blot analyza Akt1 proteinu v proteinovom
extrakte mySacieho mozgu: draha 2 — 20 pg; draha 3
50 - -100 pg; dréha 4 - 200 pg naneseného proteinu.
Sy Draha 1 reprezentuje 100 ng ludského rekombinantu
Aktl (His-Akt1, Sino Biological Inc., kat. ¢islo: 10763-
5- _JL HO8B).
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IMUNOPRECIPITACIA (IP) PROTOKOL - NAVOD NA POUZITIE

1. 200 pg (57 pl) of protein sample from mouse crude brain extract (cell line protein
crude extract or sample of biological fluid can be used alternatively) was centrifuged
at 13,000xg, at 4°C, for 10 min.

2. The supernatant was carefully removed, and transferred to an Eppendorf tube.

3. For a lysate pre-clearing, 50 pl of Protein G-Sepharose beads were added, and
incubated at 4°C, for 30 min.

4.  After the separation of beads (700xg, 4°C, 2 min), the correction mix (20% of
sample volume of 2.5% v/v Nonidet P-40, 5% w/v sodium deoxycholate, 0.5% w/v
SDS) was added and gently mixed.

5. Monospecific clonal anti-Aktl antibody (DB 126, clone C20-A; 5 pl) was added to
the sample, mixed, and incubated on ice for 1 hour.

6.  During this time, the appropriate volume of Protein G-Sepharose (~50 pl of beads in
20% ethanol) was washed with 2x50 volumes of 20mM Tris,HCI, pH 7.5, and
centrifuged at 700xg, 4°C, 2 min.

7. After 1 hour of incubation, the sample was added to the washed Protein G-
sepharose beads, and the mixture was incubated at 4°C, for 1 hour.

8. The beads were consequently washed 3x with washing Pufor (RIPA: 10mM
Tris,HCI, pH 7.5, 140 mM NacCl, 1% v/v Nonidet P-40, 1% w/v sodium deoxycholate,
0.1% w/v SDS), and 1x with 10mM Tris.HCI, pH 7.5 (this wash removes the
detergents, deoxycholate in particular, because its presence in sample may reduce
the quality of SDS PAGE protein separation).

9. The beads were resuspended in the small volume of sample Pufor (30-50 pl of
125mM Tris.HCI, pH 6.8; 3.3% SDS, 5% p-mercaptoethanol), and the immune
complex was dissociated at 60°C for 5 min.

10. To the resulting supernatant (after centrifugation at 10,000xg for 2min), 10% v/v of
glycerol containing 0.1% w/v of bromphenol blue was added, and the sample was
boiled for 3 min.

11. Sample was applied to the SDS-PAGE and western blot performed with DB 126,
anti-Aktl primary antibody.

kD 100 Imunoprecipitacia*-western blot analysis
of Aktl from mouse brain tissue
75
- —| <— Aktl
50 | 1. Recombinant Aktl (50ng; positive control).
2. 200 pg of mouse brain protein extract,
37 immuprecipitation protocol followed without
- the primary antibody (negative control).
25 3. Akt1 kinase Imunoprecipitacia from 200 pg of
mouse brain protein extract with Aktl
| eyt | antibody.
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Dobransky T et al (2003) Phosphorylation
of 69 kDa choline acetyltransferase at
threonine-456 in response to short-term
exposure to amyloid-R peptide 1-42. J Biol
Chem 278, 5883-5893.

INFORMACIE O PRODUKTE

Klon: C20-A

Uniprot Cislo: Human: P31749; Mouse: P31750; Rat: P47196

Popis produktu: Krali¢ie anti-Aktl (PKB) klonalne IgG

Informacie o produkte: Klon IgG ziskany zo surového krali¢ieho antiséra in
vitro technoldgiou, detekujuci Akt1 protein

Imunogén: Peptid derivovany z C-koncovej sekvencie fludského
AKT1 proteinu. Protilatka rozoznava epitop medzi
Asp462 - Gly478.

Specificita: Ludsky antigén, mySaci antigén, potkani antigén

Pufor: 20 mM Tris-HCI, pH 8.0

Stabilizator: 10 mg/ml BSA

Konzervacna latka: 0.05% NaN3

Skladovanie: 10 pl produktu pri -20 °C

Manipulacia: Vyhnite sa opakovanému zmrazovaniu a rozmrazovaniu

Expiracia: 24 mesiacov odo dna odoslania

Aplikacia: Western blot, Imunoprecipitacia (IP), ELISA,
Imunocytochémia (ICC)

Riedenie: Western blotting — 1:5 000;

ELISA —1:100 000 — 1:200 000

PROTOKOL PRE IMUNOCYTOCHEMIU (ICC) - NAVOD NA POUZITIE

1. Naneste na skli¢ko roztok 1% Zelatiny a nechajte posobit po dobu 2 hodin pri izbovej teplote.
Dobre oplachnite destilovanou vodou, a nechajte zaschnut cez noc pri izbovej teplote (alebo
pouzite sklicka uz potiahnuté Zelatinou). Pred aplikovanim buniek sklicko oplachnite roztokom
PBS (pH 7.2).

2. Bunky fixujte 4% roztokom paraformaldehydu (v PBS, pH 7.2) po dobu 15 min pri izbovej

teplote.

Oplachnite sklicko PBS pufrom (pH 7.2) 2 x 3 min.

Permeabilizujte bunky roztokom 0.1% Triton X-100 (v PBS, pH 7.2) po dobu 5 min. na lade.

Oplachnite sklicko PBS pufrom (pH 7.2) 2 x 3 min.

Inkubujte bunky v blokovacom pufri (0.3M glycine v PBS pH 7.2; 2% BSA) po dobu 30 min. pri

izbovej teplote.

7. Inkubujte bunky s primarnou protilatkou: Anti-Akt1 nariedenou 1:300 - 1:500 v nariedovacom
pufri (PBS pH 7.2; 1% BSA) po dobu 1 hodiny, pri izbovej teplote, vo vihkej komorke.

8.  Oplachnite sklicko PBS pufrom (pH 7.2) 2 x 3 min.

9.  Aplikujte sekundarnu protilatku (v tomto pripade bola pouzitad “Goat anti-rabbit IgG-FITC” od
Jackson Immunoresearch, cat. # 111-095-003, nariedena 1:300 v nariedovacom pufri (PBS
pH 7.2, 1% BSA), a inkubovana po dobu 1 hodiny pri izbovej teplote v tme).

10. Oplachnite sklicko PBS pufrom (pH 7.2) 3 x 3 min.

11. Rychlo opléchnite destilovanou vodou.

12. Pre pozorovanie aplikujte 1 kvapku vhodného montovacieho média (v tomto pripade pouzité
“Fluoroshield™” od Sigma; cat. # F6182).
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Reprezentativny obrazok expresie
Akt1v bunkach HEK293, vizualizovanej
kréli¢ou klonalnou mono$pecifickou
protilatkou Anti-Akt1. Riedenie primarnej
protilatky - 1:300.

UPOZORNENIA

Reagencia je uréena pre profesionalnu In vitro diagnostiku v laboratériach.

Nepouzivajte reagenciu po uplynuti doby pouzitelnosti.

Chrarite obsah flasti¢ky pred kontaminaciou.

Akakolvek odchylka od odporucanych postupov uvedenych v pracovnom protokole

moze mat vplyv na kone¢né vysledky.

5. Reagencia obsahuje azid sodny (NaN3), ktory je toxicky pri vy$sich koncentraciach,
av8ak koncentracia pritomna v tejto reagencii (0,05%) nie je povazovana za
nebezpecnl.

6. Likvidacia odpadového materidlu sa musi vykonat podla platnych miestnych
predpisov.

7. Pouzivajte pri praci ochranné prostriedky a vyvarujte sa kontaktu s o€ami a pokozkou.
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