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Anti-hVps34 Antibody for Western Blot
Rabbit Polyclonal, Purified

Catalog Number: Z-R016

Quantity: 10 pg, 50 pg, and 250 pg

Storage and Stability: Store at20 °C. Product is stable for at least 6 month@tC from date of shipment.

Antigen: Residues 407-420 of human hVps34 (PIK3C3, ClafBl8iKinase)

Concentration: 0.50 mg/mL

Formulation: Antibody is formulated in00 mMTris-HCI, 100 mM glycine, pH 7.5nd 50%
glycerol.

Application: As primary antibody for Western Blot at 2.5 pg/mL centation. Z-R016 works well

with immunoprecipitated hVps34 (Fig.1) or partigtiyrified hVps34 (Fig. 2, left
panel). It also works with whole cell lysate (Rigight panel). For IP application, we
recommend using Anti-hVps34 antibody, cat # Z-R015.
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Fig.1. Lysates from HEK293T cells Fiz. 2 Punified endosomal fractions {left hand
were immunoprecipitated with control panel) o whole cell lysates (WCL) ﬂ’nm Hela
rabhit [2G or Z-R015, then hlotted with cells (nght hand panel) were blotted with Z-R016.
Z-R01a. (from Murray etal, Traffic 3:416-427 2002)
References: 1. Murray, J. T., Panaretou, C., Stenmark, H., Miaskgn M. and Backer, J. M. (2002) Role

of Rab5 in the recruitment of hVps34/p150 toehdy endosomélraffic 3, 416—-427

2. Backer, J. M. (2008) The regulation and fiorcof Class Il PI3Ks: novel roles for
Vps34.Biochem. J. 410, 1-17

Related Products: Anti-hVps34 Antibody for Immunoprecipitation (IR)at#Z-R015
Class Il PI3-K ELISA Kit, cat & -3000
PI(3)P Mass Strip Kit, cat K-3600
PI1(3)P Mass ELISA Kit, cat ¥-3300
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Z-R016 Western Blot Protocol

1. Perform SDS-polyacrylamide gel electrophoresis ($12&E) and transfer to membrane
(electroblotting).

2. Wash the membrane twice with distilled water. I$ided, stain the membrane with Ponceau Red
solution for 5 minutes to visualize protein ban@ock solution: 2% Ponceau S in 30% trichloroaceti
acid and 30% sulfosalicylic acid; dilute 1:10 fael) Rinse the membrane in water until protein band
are distinct and mark the position of the molecularght markers with a ballpoint pen or pencil. The
Ponceau Red stain will be washed off the membraneagithe blocking step. Note: Do not let the blot
dry out at any step through development, as tHiscaiise an increase in background.

3. Block the blotted membrane in freshly prepared lkitog buffer (25 mM Tris-HCI, pH 7.4, 137 mM
NaCl (TBS), 0.01%Tween-20, 3% nonfat dry milk) 860 minutes at room temperature or over
night at 4 °C with constant agitation.

4. Dilute the anti-hVps34 antibody for WB (Z-R016)2db pg/mL (1:200) in fresh blocking buffer.
Incubate the membrane in the anti-hVps34 antibotlytien for 2 hours at room temperature or
overnight at 4 °C with agitation.

Wash the membrane three times for 5 minutes eathweish buffer (TBS- 0.01%Tween-20).

Incubate the membrane with a goat anti-rabbit HRRtgated antibody (user’s choice) diluted in fresh
blocking buffer for 30-60 minutes at room temperatwith agitation.

Wash the membrane three times for 5 minutes eamhwiith wash buffer.

Detect hVps34 using TMB precipitating substrateANue Precip from Clinical Science Products is
recommended) or other detection system of choécg, €nhanced chemiluminescence (ECL)),
following instructions provided by the supplier.
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