
产产品名称品名称 Anti-HEC1/HEC抗体[9G3]

描述描述 小鼠单克隆抗体[9G3] to HEC1/HEC

宿主宿主 Mouse

经测试应经测试应用用 适用于适用于: Flow Cyt, IP, WB, ICC/IF

种属反种属反应应性性 与反与反应应: Human, Pig

免疫原免疫原 Recombinant fragment corresponding to Human HEC1/HEC aa 56-642.
Database link: O14777

阳性阳性对对照照 WB: HeLa whole cell lysate. ICC/IF: HeLa cells, LLCPK1 (Sus scrofa kidney epithelial cell line).
Flow Cytometry: HeLa cells. IP: HeLa whole cell extract.

常常规说规说明明 This product was changed from ascites to tissue culture supernatant on 17  September 2018.
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

形式形式 Liquid

存放存放说说明明 Shipped at 4°C. Upon delivery aliquot and store at -20°C or -80°C. Avoid repeated freeze / thaw
cycles.

存存储储溶液溶液 pH: 7.40
Constituent: 100% PBS

纯纯度度 Protein A purified

纯纯化化说说明明 Purified from TCS

克隆克隆 单克隆
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克隆克隆编编号号 9G3

骨髓瘤骨髓瘤 unknown

同种型同种型 IgG2a

轻链类轻链类型型 unknown

The Abpromise guarantee

功能功能 Acts as a component of the essential kinetochore-associated NDC80 complex, which is required
for chromosome segregation and spindle checkpoint activity. Required for kinetochore integrity
and the organization of stable microtubule binding sites in the outer plate of the kinetochore.

序列相似性序列相似性 Belongs to the NDC80/HEC1 family.

发发展展阶阶段段 Expression peaks in mitosis.

翻翻译译后修后修饰饰 Phosphorylation begins in S phase of the cell cycle and peaks in mitosis. Phosphorylated by
NEK2. May also be phosphorylated by AURKA and AURKB.

细细胞定位胞定位 Nucleus. Chromosome > centromere > kinetochore. Localizes to kinetochores from late prophase
to anaphase. Localizes specifically to the outer plate of the kinetochore.

应应用用

Abpromise™承诺保证使用ab3613于以下的经测试应用

“应用说明”部分 下显示的仅为推荐的起始稀释度；实际最佳的稀释度/浓度应由使用者检定。

应应用用 Ab评论评论 说说明明

Flow Cyt Use 1µg for 10  cells.
ab170191 - Mouse monoclonal IgG2a, is suitable for use as an
isotype control with this antibody. 

IP Use at an assay dependent concentration.
See image legend for details. 

WB (4) 1/500 - 1/3000. Detects a band of approximately 80 kDa
(predicted molecular weight: 74 kDa).

ICC/IF (6) 1/100 - 1/1000.
See protocol in the legend for the HeLa cell image. 

靶靶标标

图图片片
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Immunocytochemistry/ Immunofluorescence - Anti-

HEC1/HEC antibody [9G3] (ab3613)

Immunocytochemistry/ Immunofluorescence analysis of HeLa cells

labeling HEC1/HEC at the kinetochore with ab3613 at 1/500

(green). Cells were fixed in 4% paraformaldehyde at room

temperature for 15 minutes. The cells were permeabilized

with 0.1% Triton X-100 in PBS at room temperature for 4 minutes.

The cells were blocked in 2.5% BSA/PBS at room temperature for

30 minutes. ab3613 was incubated at 4°C overnight. The

secondary antibody was a Rabbit IgG antibody (Alexa Fluor 488),

1/2000 (keep from light), room temperature for 1hour. Washing with

PBS 3 x 3 minutes. Red: alpha Tubulin 4a, a cytoskeleton marker,

stained by an alpha Tubulin 4a antibody.

Blue: Hoechst 33342 staining. 

Synchronized condition: Suggest to treat cells with Nocodazole

(10ng/ml, 24hr).

Western blot - Anti-HEC1/HEC antibody [9G3]

(ab3613)

All lanes : Anti-HEC1/HEC antibody [9G3] (ab3613) at 1/1000

dilution

Lane 1 : 293T whole cell lysate

Lane 2 : A431 whole cell lysate

Lane 3 : HepG2 whole cell lysate

Lane 4 : HeLa whole cell lysate

Lane 5 : HeLa nuclear extract

Lysates/proteins at 30 µg per lane.

Secondary
All lanes : Mouse IgG antibody (HRP) at 1/5000 dilution

Developed using the ECL technique.

Predicted band size: 74 kDa

7.5% gel.

Running condition: 80V, 15min; 140V, 40min.

Transfer condition: Semi-dry, 18 V, 60min (Nitrocellulose
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membrane).

Blocking condition: 5% non-fat milk in TBST, RT, 60min.

Primary antibody incubation: 4°C overnight.

Secondary antibody incubation: Room temperature for 1 hour.

Washing condition: 5 ml TBST, 4 x 5min.

ECL detection. 

Immunocytochemistry/ Immunofluorescence - Anti-

HEC1/HEC antibody [9G3] (ab3613)

This image is courtesy of an anonymous Abreview

ab3613 at 1/1000 dilution staining HeLa cells by ICC/IF. The cells

were formaldehyde fixed and blocked with 5% BSA prior to

incubation with the antibody for 2 hours. An Alexa-Fluor ® 488

conjugated goat anti-mouse antibody was used as the secondary.

Immunoprecipitation - Anti-HEC1/HEC antibody

[9G3] (ab3613)

HEC1/HEC was immunoprecipitated using 0.5mg Hela whole cell

extract, 10µg of Mouse monoclonal to HEC1/HEC and 50µl of

protein G magnetic beads (+). No antibody was added to the

control (-). 

The antibody was incubated under agitation with Protein G beads

for 10min, Hela whole cell extract lysate diluted in RIPA buffer was

added to each sample and incubated for a further 10min under

agitation.

Proteins were eluted by addition of 40µl SDS loading buffer and

incubated for 10min at 70 C; 10µl of each sample was separated

on a SDS PAGE gel, transferred to a nitrocellulose membrane,

blocked with 5% BSA and probed with ab3613.

Secondary: Goat polyclonal to mouse IgG light chain specific (HRP)

at 1/5000 dilution.

Band: Band: 76kDa: HEC1/HEC.
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Immunocytochemistry/ Immunofluorescence - Anti-

HEC1/HEC antibody [9G3] (ab3613)

This image is courtesy of Scott Slattery and Mike
Mancini

HeLa cells were stained with anti-HEC1/HEC (ab2613; in green)

and DAPI (blue) in panel 1, and with anti-HEC1/HEC (green) and

SH-CREST (red) to stain the centromeres in panel 2. Fix the cells

30 minutes on ice in 4% formaldehyde in PEM. Quench

autofluorescence 2 x 5 min. with 1 mg/ml Na borohydride or 100

mM ammonium chloride in PEM. Permeablize 30 min. with 0.5%

TX-100 in PEM. Block 30 minutes in 5% milk in TBST. Primary

antibody incubated at 1/1000 overnight at 4oC diluted in 5% milk in

TBST. Secondary antibody 1 hour at RT diluted in 5% milk in TBST.

Post-fix 20 min. on ice in 4% formaldehyde in PEM. Quench

autofluorescence 2 x 5 min. with ammonium chloride in PEM.

Counterstain with DAPI in TBST. Mount with ProLong Gold antifade

reagent from Invitrogen. Notes: Ample washing between each step.

TBST = Tris buffered saline + 0.1% Tween. PEM = 80 mM K-

PIPES, pH 6.8, 5 mM EGTA, 2 mM MgCl2.

Western blot - Anti-HEC1/HEC antibody [9G3]

(ab3613)

Anti-HEC1/HEC antibody [9G3] (ab3613) at 1/1000 dilution (4? ,

O/N) + HeLa cell lysate at 30 µg

Secondary
Mouse IgG antibody (HRP) at room temperature for 1 hour at

1/5000 dilution

Predicted band size: 74 kDa

Running conditions: run at 80V for 15 minutes then at 140V for

40 minutes

Transfer conditions: Semi-dry at 18 V for 60min (NC membrane)

Blocking conditions: 5% non-fat milk in TBST, RT, 60min.

Washing conditions: 5 ml TBST, 4 x 5min

Exposure system used: Trident plus Western HRP Substrate
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Flow Cytometry - Anti-HEC1/HEC antibody [9G3]

(ab3613)

Overlay histogram showing HeLa cells stained with ab3613 (red

line). The cells were fixed with 4% paraformaldehyde (10 min) and

then permeabilized with 0.1% PBS-Tween for 20 min. The cells

were then incubated in 1x PBS / 10% normal goat serum / 0.3M

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

the antibody (ab3613, 1µg/1x10  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 IgG2b [PLPV219]

(ab91366, 2µg/1x10  cells) used under the same conditions.

Acquisition of >5,000 events was performed. This antibody gave a

positive signal in HeLa cells fixed with 80% methanol (5 min)

/permeabilized in 0.1% PBS-Tween used under the same

conditions.

Immunocytochemistry/ Immunofluorescence - Anti-

HEC1/HEC antibody [9G3] (ab3613)

Anti-HEC1/HEC antibody (ab3613) labels the kinetochores of

mitotic cells in LLCPK1 (Sus scrofa kidney epithelial cell line) cell

lines. Merge shows an overlay of DNA (stained with DAPI, red) and

HEC1/HEC (green).

This image was kindly supplied as part of the review submitted by

Marko Kallio.

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

Replacement or refund for products not performing as stated on the datasheet

Valid for 12 months from date of delivery

Response to your inquiry within 24 hours

We provide support in Chinese, English, French, German, Japanese and Spanish

Extensive multi-media technical resources to help you

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.
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Terms and conditions

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