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F ik INRE R ERA[2D3] to VPS35

B Mouse

Z WA A &R F: WB, ICC/IF, Flow Cyt

hig &R Bt 5 & B : Human, Recombinant fragment

R Recombinant fragment: MECLKKALKIANQCMDPSLQ VQLFIEILNR YIYFYEKEND

AVTIQVLNQL IQKIREDLPN LESSEETEQINKHFHNTLEH LRLRRESPES EGPIYEGLIL ,
corresponding to amino acids 697-797 of Human VPS35

Run BLAST with Run BLAST with

R Flow Cyt: HEK293 cells. WB: Wild-type HAP1, NIH/3T3, A549 cell lysates, tagged recombinant
protein. ICC/IF: Wild-type HAP1 cells.

306 B This product was changed from ascites to tissue culture supernatant on 05 Feb 2019. Please
note that the dilutions may need to be adjusted accordingly. If you have any questions, please do
not hesitate to contact our scientific support team.

The Life Science industry has been in the grips of a reproducibility crisis for a number of years.
Abcam is leading the way in addressing this with our range of recombinant monoclonal antibodies
and knockout edited cell lines for gold-standard validation. Please check that this product meets
your needs before purchasing.

If you have any questions, special requirements or concerns, please send us an inquiry and/or
contact our Support team ahead of purchase. Recommended alternatives for this product can be
found below, along with publications, customer reviews and Q&As
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X Liquid

I A Shipped at 4°C. Upon delivery aliquot and store at -20°C or -80°C. Avoid repeated freeze / thaw
cycles.

FHBR pH: 7.4

i Tissue culture supernatant


https://www.abcam.cn/products/primary-antibodies/vps35-antibody-2d3-ab57632.html#description_references
http://www.expasy.org/cgi-bin/blast.pl?action=HTML&sequence=MECLKKALKIANQCMDPSLQVQLFIEILNRYIYFYEKENDAVTIQVLNQLIQKIREDLPNLESSEETEQINKHFHNTLEHLRLRRESPESEGPIYEGLIL
http://www.ncbi.nlm.nih.gov/blast/Blast.cgi?PROGRAM=blastp&CLIENT=web&SERVICE=plain&PAGE=Proteins&DATABASE=nr&NCBI_GI=on&ALIGNMENTS=50&I_THRESH=0.005&QUERY=MECLKKALKIANQCMDPSLQVQLFIEILNRYIYFYEKENDAVTIQVLNQLIQKIREDLPNLESSEETEQINKHFHNTLEHLRLRRESPESEGPIYEGLIL

4t {& i BR Purified from TCS.
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WB Use at an assay dependent concentration.
This antibody has only been tested in WB against the
recombinant fragment used as immunogen. We have no data on
the detection of endogenous protein.

ICC/IF Use a concentration of 0.2 pg/ml.

Flow Cyt Use at an assay dependent concentration.
ab170191 - Mouse monoclonal IgG2a, is suitable for use as an
isotype control with this antibody.

Bir

sk Essential component of the retromer complex, a complex required to retrieve lysosomal enzyme
receptors (IGF2R and M6PR) from endosomes to the trans-Golgi network. Also required to
regulate transcytosis of the polymeric immunoglobulin receptor (plgR-plgA).

HEAK R Ubiquitous. Highly expressed in heart, brain, placenta, skeletal muscle, spleen, thymus, testis,
ovary, small intestine, kidney and colon.

B 5148 8L 1% Belongs to the VPS35 family.

21 a 58 fi1 Cytoplasm. Membrane.

A


https://www.abcam.cn/abpromise
https://www.abcam.cn/ab170191.html
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Wild-type HAP1 cells

VPS35 knockout HAP1 cells

Immunocytochemistry/ Immunofluorescence - Anti-

VPS35 antibody [2D3] (ab57632)
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Westem blot - Anti-VPS35 antibody [2D3] (ab57632)

Ab57632 staining VPS35 in wild-type HAP1 cells (top panel) and
VPS35 knockout HAP1 cells (bottom panel). The cells were fixed
with 4% PFA (10 min), permeabilized with 0.1% Triton X-100 for 5
minutes and then blocked with 1% BSA/10% normal goat
serum/0.3M glycine in 0.1% PBS-Tween for 1h. The cells were then
incubated with ab57632 at 0.2 ug/mL and ab6046 at 1 ug/mL

overnight at +4°C, followed by a further incubation at room

temperature for 1h with a goat secondary antibody to Mouse IgG
(Alexa Fluor® 488) (ab150117) (shown in pseudo colour green) and
goat secondary antibody to Rabbit IgG (Alexa Fluor® 594)
(ab150084) (shown in pseudo colour red) both at 1/1000. Nuclear

DNA was labelled with DAPI (shown in pseudo colour blue).

Image was acquired with a high-content analyser (Operetta CLS,
Perkin EImer) and a maximum intensity projection of confocal

sections is shown.

Lane 1: Wild-type HAP1 cell lysate (20 pg)

Lane 2: VPS35 knockout HAP1 cell lysate (20 ug)

Lane 3: NIH/3T3 cell lysate (20 ug)

Lane 4: A549 cell lysate (20 ug)

Lanes 1 - 4: Merged signal (red and green). Green - ab57632
observed at 91 kDa. Red - loading control, ab181602, observed
at 37 kDa.

ab57632 was shown to specifically react with VPS35 in wild-type
HAP1 cells. No band was observed when VPS35 knockout
samples were examined. Wild-type and VPS35 knockout samples
were subjected to SDS-PAGE. ab5732 and ab181602 (loading
control to GAPDH) were diluted 1ug/mL and 1/10,000

respectively and incubated overnight at 4°C. Blots were developed
with Goat anti-Mouse IgG H&L (IRDye® 800CW) preadsorbed
(ab216772) and Goat Anti-Rabbit lgG H&L (IRDye® 680RD)
preadsorbed (ab216777) secondary antibodies at 1/10,000 dilution

for 1 hour at room temperature before imaging.

This image was generated using a version of the antibody


https://www.abcam.cn/ps/products/57/ab57632/Images/ab57632-500119-Anti-vps35-antibody-2d3-immunocytochemistry-immunofluorescence-human-ab57632.jpg
https://www.abcam.cn/ab6046.html
https://www.abcam.cn/ab150117.html
https://www.abcam.cn/ab150084.html
https://www.abcam.cn/ps/products/57/ab57632/Images/ab57632-254418-ab57632WTKO.jpg
https://www.abcam.cn/ab181602.html
https://www.abcam.cn/ab5732.html
https://www.abcam.cn/ab181602.html
https://www.abcam.cn/ab216772.html
https://www.abcam.cn/ab216777.html

produced in ascites.

1o Western blot against tagged recombinant protein immunogen using
3=
2 ab57632 VPS35 antibody at 1 ug/ml. Predicted band size of
= immunogen is 37 kDa
[ =
saas This image was generated using a version of the antibody

produced in ascites.

25=

Westem blot - Anti-VPS35 antibody [2D3] (ab57632)

75 Overlay histogram showing HEK293 cells stained with ab57632
-".‘v. (red line). The cells were fixed with 80% methanol (5 min) and then

£ {h g permeabilized with 0.1% PBS-Tween for 20 min. The cells were
E .."r I’ﬂl E then incubated in 1x PBS / 10% normal goat serum / 0.3M glycine

to block non-specific protein-protein interactions followed by the

0k 4 antibody (ab57632, 0.5ug/1x1 0% cells) for 30 min at 22°C. The
secondary antibody used was DyLight® 488 goat anti-mouse IgG
(H+L) (ab96879) at 1/500 dilution for 30 min at 22°C. Isotype
control antibody (black line) was mouse IgG2a [ICIGG2A]
(ab91361, 2ug/1x10° cells) used under the same conditions.

Flow Cytometry - Anti-VPS35 antibody [2D3]
(ab57632)

Acquisition of >5,000 events was performed. This antibody gave a
positive signal in HEK293 cells fixed with 4% paraformaldehyde (10
min)/permeabilized with 0.1% PBS-Tween for 20 min used under

the same conditions.

This image was generated using a version of the antibody

produced in ascites.

Please note: All products are "FOR RESEARCH USE ONLY. NOT FOR USE IN DIAGNOSTIC PROCEDURES"

Our Abpromise to you: Quality guaranteed and expert technical support

e Replacement or refund for products not performing as stated on the datasheet
e Valid for 12 months from date of delivery

e Response to your inquiry within 24 hours

e We provide support in Chinese, English, French, German, Japanese and Spanish
e Extensive multi-media technical resources to help you

e We investigate all quality concerns to ensure our products perform to the highest standards

If the product does not perform as described on this datasheet, we will offer a refund or replacement. For full details of the Abpromise,
please visit https://www.abcam.cn/abpromise or contact our technical team.


https://www.abcam.cn/ps/products/57/ab57632/Images/ab57632-71263-anti-vps35-antibody-western-blot.jpg
https://www.abcam.cn/ps/products/57/ab57632/Images/VPS35-Primary-antibodies-ab57632-1.jpg
https://www.abcam.cn/ab96879.html
https://www.abcam.cn/ab91361.html
https://www.abcam.cn/abpromise

Terms and conditions

e Guarantee only valid for products bought direct from Abcam or one of our authorized distributors
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