
HA721115

Anti-Ki67 Antibody [SR00-02]

Product Type: Recombinant Rabbit monoclonal IgG, pr imary antibodies

Species reactivity: Human, Mouse, Rat

Applicat ions: IHC-P, IF-Tissue, mIHC, IF-Cell, FC, IHC-Fr

Molecular Wt: Predicted band size: 345-395 kDa

Clone number: SR00-02

Descript ion: The Ki-67 protein is a nuclear protein doublet, 345-395 kDa, play ing a pivotal role in
maintaining cell proliferation. Ki-67 is present in all non-G0 phases of the cell cycle.
Beginning in the mid G1, the level increases through S and G2 to reach a peak in M. In the
end of M, is is rapidly  catabolized. The Ki-67 labelling index (LI) , i.e., the percentage of
cells in a tissue staining for  Ki-67, indicates the growth fraction. For many tumours, the rate
of cell proliferation as assessed by Ki-67 immunoreactiv ity  correlates with tumour grade and
clinical course. In Non-Hodgkin lymphoma a labelling index of less than 20%  is seen in low
grade lymphomas, greater than 20%  is associated with high grade lymphomas. Low grade
lymphomas with a labelling index in excess of 5%  have a worse prognosis than those with
an index of less than 5% . In Burkitt and Burkitt- like lymphoma, near ly  100%  of the nuclei
are stained. This can be used as a diagnostic cr iter ion. In gliomas the indices ranges from
0%  to 5%  for  low grade astrocytomas while anaplastic astrocytomas and glioblastomas most
frequently  show an index above 10% . In soft tissue sarcomas Ki-67 index is positively
correlated with mitotic count, cellular ity  and histological grade. In some benign tumours, like
meningioma, a high LI is associated with a high recurrence rate. In dysplasia in Barrett's
oesophagus and in granulosa cell tumours and ovar ian serous tumours, Ki-67 LI is
associated with progression. In the former, reproducibility  of dysplasia grading is improved
when Ki67 is included. In breast cancer, the proliferative index measured by Ki67
immunoreactiv ity  has both prognostic and predictive value.

I mmunogen: Synthetic peptide within human Ki67 aa 1,040-1,080.

Posit ive control: Human tonsil tissue, human lymph nodes tissue, human cerv ical carcinoma tissue, human
colon carcinoma tissue, mouse spleen tissue, mouse intestinal tissue, mouse ovary tissue, rat
thymus tissue, human gastr ic cancer, HeLa.

Subcellular location: Nucleus, Chromosome.

Database links: SwissProt: P46013 Human

Recommended Dilut ions: 
  I HC-P
  I F-Tissue
  mI HC
  I F-Cell
  FC
  I HC-Fr

1:5,000-1:15,000
1:500
1:2,000-1:3,000
1:100-1:250
1:500-1:1,000
1:200

Storage Buffer: PBS (pH7.4), 0.05%  BSA, 40%  Glycerol. Preservative: 0.05%  Sodium Azide.

Storage I nstruction: Store at +4℃  after  thawing. Aliquot store at -20℃ . Avoid repeated freeze / thaw cycles.

Purity: Protein A affinity  pur ified.

https://www.uniprot.org/uniprot/P46013
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I mages

Fig1:  Immunohistochemical analysis of paraffin-embedded human
tonsil tissue with Rabbit anti-Ki67 antibody (HA721115) at 1/5,000
dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  for  2 minutes. The tissues were
blocked in 1%  BSA for  20 minutes at room temperature, washed
with ddH O and PBS, and then probed with the pr imary antibody
(HA721115) at 1/5,000 dilution for  1 hour at room temperature.
The detection was performed using an HRP conjugated compact
polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxy lin and mounted with DPX.

Fig2:  Immunohistochemical analysis of paraffin-embedded human
lymph nodes tissue with Rabbit anti-Ki67 antibody (HA721115) at
1/15,000 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  for  2 minutes. The tissues were
blocked in 1%  BSA for  20 minutes at room temperature, washed
with ddH O and PBS, and then probed with the pr imary antibody
(HA721115) at 1/15,000 dilution for  1 hour at room temperature.
The detection was performed using an HRP conjugated compact
polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxy lin and mounted with DPX.

Fig3:  Immunohistochemical analysis of paraffin-embedded human
cerv ical carcinoma tissue with Rabbit anti-Ki67 antibody
(HA721115) at 1/15,000 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  for  2 minutes. The tissues were
blocked in 1%  BSA for  20 minutes at room temperature, washed
with ddH O and PBS, and then probed with the pr imary antibody
(HA721115) at 1/15,000 dilution for  1 hour at room temperature.
The detection was performed using an HRP conjugated compact
polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxy lin and mounted with DPX.
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Fig4:  Immunohistochemical analysis of paraffin-embedded human
colon carcinoma tissue with Rabbit anti-Ki67 antibody (HA721115)
at 1/15,000 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  for  2 minutes. The tissues were
blocked in 1%  BSA for  20 minutes at room temperature, washed
with ddH O and PBS, and then probed with the pr imary antibody
(HA721115) at 1/15,000 dilution for  1 hour at room temperature.
The detection was performed using an HRP conjugated compact
polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxy lin and mounted with DPX.

Fig5:  Immunohistochemical analysis of paraffin-embedded mouse
spleen tissue with Rabbit anti-Ki67 antibody (HA721115) at
1/8,000 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  for  2 minutes. The tissues were
blocked in 1%  BSA for  20 minutes at room temperature, washed
with ddH O and PBS, and then probed with the pr imary antibody
(HA721115) at 1/8,000 dilution for  1 hour at room temperature.
The detection was performed using an HRP conjugated compact
polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxy lin and mounted with DPX.

Fig6:  Immunohistochemical analysis of paraffin-embedded mouse
intestinal tissue with Rabbit anti-Ki67 antibody (HA721115) at
1/15,000 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  for  2 minutes. The tissues were
blocked in 1%  BSA for  20 minutes at room temperature, washed
with ddH O and PBS, and then probed with the pr imary antibody
(HA721115) at 1/15,000 dilution for  1 hour at room temperature.
The detection was performed using an HRP conjugated compact
polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxy lin and mounted with DPX.
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Fig7:  Immunohistochemical analysis of paraffin-embedded mouse
ovary tissue with Rabbit anti-Ki67 antibody (HA721115) at 1/5,300
dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  for  2 minutes. The tissues were
blocked in 1%  BSA for  20 minutes at room temperature, washed
with ddH O and PBS, and then probed with the pr imary antibody
(HA721115) at 1/5,300 dilution for  1 hour at room temperature.
The detection was performed using an HRP conjugated compact
polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxy lin and mounted with DPX.

Fig8:  Immunohistochemical analysis of paraffin-embedded rat
thymus tissue with Rabbit anti-Ki67 antibody (HA721115) at
1/8,000 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  for  2 minutes. The tissues were
blocked in 1%  BSA for  20 minutes at room temperature, washed
with ddH O and PBS, and then probed with the pr imary antibody
(HA721115) at 1/8,000 dilution for  1 hour at room temperature.
The detection was performed using an HRP conjugated compact
polymer system. DAB was used as the chromogen. Tissues were
counterstained with hematoxy lin and mounted with DPX.

Fig9:  Immunofluorescence analysis of paraffin-embedded human
lymph nodes tissue labeling Ki67 with Rabbit anti-Ki67 antibody
(HA721115) at 1/500 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  for  2 minutes. The tissues were
blocked in 10%  negative goat serum for  1 hour at room
temperature, washed with PBS, and then probed with the pr imary
antibody (HA721115, green) at 1/500 dilution overnight at 4 ℃ ,
washed with PBS.

Goat Anti-Rabbit IgG H&L ( iFluor™ 488, HA1121) was used as the
secondary antibody at 1/1,000 dilution. Nuclei were
counterstained with DAPI (blue).
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Fig10:  Fluorescence multiplex immunohistochemical analysis of
the human gastr ic cancer (Formalin/PFA-fixed paraffin-embedded
sections). Panel A: the merged image of anti-Ki67 (HA721115,
red), anti-CD31 (M1511-8, green), anti-CD3 (HA720082, cyan),
anti-panCK (HA601138, magenta) and anti-αSMA (ET1607-53,
yellow) on human gastr ic cancer. Panel B: anti-  Ki67 stained on
cells in G1, S, G2 and M phases of cell cycle. Panel C: anti-CD31
stained on the endothelial cells. Panel D: anti-CD3 stained on T
cells. Panel E: anti-panCK stained on cancer cells. Panel F: anti-
αSMA stained on cancer-associated fibroblasts and smooth muscle
cells. HRP Conjugated UltraPolymer Goat Polyclonal Antibody
HA1119/HA1120 was used as a secondary antibody. The
immunostaining was performed with the Sequential Immuno-
staining Kit ( IRISKit™MH010101, www.luminir is.cn). The section
was incubated in five rounds of staining: in the order of HA721115
(1/2,000 dilution), M1511-8 (1/1,000 dilution), HA720082 (1/500
dilution), HA601138 (1/3,000 dilution), and ET1607-53 (1/2,000
dilution) for  20 mins at room temperature. Each round was
followed by a separate fluorescent tyramide signal amplification
system. Heat mediated antigen retr ieval with Tr is-EDTA buffer  (pH
9.0) for  30 mins at 95℃ . DAPI (blue) was used as a nuclear
counter stain. Image acquisition was performed with Olympus
VS200 Slide Scanner.

Fig11:  Fluorescence multiplex immunohistochemical analysis of
mouse lung (Formalin/PFA-fixed paraffin-embedded sections).
Panel A: the merged image of anti-TTF1 (HA720067, Red), anti-
RAGE (ET1702-27, Green), anti-aSMA (ET1607-53, Cyan) and
anti-Ki67 (HA721115, Yellow) on mouse lung. HRP Conjugated
UltraPolymer Goat Polyclonal Antibody HA1119/HA1120 was used
as a secondary antibody. The immunostaining was performed with
the Sequential Immuno-staining Kit ( IRISKit™MH010101,
www.luminir is.cn). The section was incubated in four rounds of
staining: in the order of HA720067 (1/4,000 dilution), ET1702-27
(1/3,000 dilution), ET1607-53 (1/10,000 dilution) and HA721115
(1/3,000 dilution) for  20 mins at room temperature. Each round
was followed by a separate fluorescent tyramide signal
amplification system. Heat mediated antigen retr ieval with Tr is-
EDTA buffer  (pH 9.0)  for  30 mins at 95℃ . DAPI (blue) was used
as a nuclear counter stain. Image acquisition was performed with
Olympus VS200 Slide Scanner.
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Fig12:  Immunocytochemistry  analysis of HeLa cells labeling Ki67
with Rabbit anti-Ki67 antibody (HA721115) at 1/100 dilution.

Cells were fixed in 100%  precooled methanol for  5 minutes at
room temperature, then blocked with 1%  BSA in 10%  negative
goat serum for  1 hour at room temperature. Cells were then
incubated with Rabbit anti-Ki67 antibody (HA721115) at 1/100
dilution in 1%  BSA in PBST overnight at 4 ℃ . Goat Anti-Rabbit
IgG H&L ( iFluor™ 488, HA1121) was used as the secondary
antibody at 1/1,000 dilution. PBS instead of the pr imary antibody
was used as the secondary antibody only  control. Nuclear DNA
was labelled in blue with DAPI.

Beta tubulin (M1305-2, red) was stained at 1/100 dilution
overnight at +4℃ . Goat Anti-Mouse IgG H&L ( iFluor™ 594,
HA1126) was used as the secondary antibody at 1/1,000 dilution.

Fig13:  Immunocytochemistry  analysis of HeLa cells labeling Ki67
with Rabbit anti-Ki67 antibody (HA721115) at 1/250 dilution.

Cells were fixed in 4%  paraformaldehyde for  20 minutes at room
temperature, permeabilized with 0.1%  Tr iton X-100 in PBS for  5
minutes at room temperature, then blocked with 1%  BSA in 10%
negative goat serum for  1 hour at room temperature. Cells were
then incubated with Rabbit anti-Ki67 antibody (HA721115) at
1/250 dilution in 1%  BSA in PBST overnight at 4 ℃ . Goat Anti-
Rabbit IgG H&L ( iFluor™ 488, HA1121) was used as the
secondary antibody at 1/1,000 dilution. PBS instead of the pr imary
antibody was used as the secondary antibody only  control.
Nuclear DNA was labelled in blue with DAPI.

p16 (HA601131, red) was stained at 1/100 dilution overnight at
+4℃ . Goat Anti-Mouse IgG H&L ( iFluor™ 594, HA1126) was used
as the secondary antibody at 1/1,000 dilution.

Fig14:  Flow cytometr ic analysis of HeLa cells labeling Ki67.

Cells were fixed and permeabilized. Then stained with the pr imary
antibody (HA721115, 1μg/mL) (red) compared with Rabbit IgG
Isotype Control (green). After  incubation of the pr imary antibody
at +4℃  for  an hour, the cells were stained with a iFluor™ 488
conjugate-Goat anti-Rabbit IgG Secondary antibody (HA1121) at
1/1,000 dilution for  30 minutes at +4℃ . Unlabelled sample was
used as a control (cells without incubation with pr imary antibody;
black).
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Fig15:  Immunofluorescence analysis of frozen mouse spleen
tissue with Rabbit anti-Ki67 antibody (HA721115) at 1/200 dilution.

The section was pre-treated using heat mediated antigen retr ieval
with sodium citrate buffer  (pH 6.0)  for  about 2 minutes in
microwave oven. The tissues were blocked in 10%  negative goat
serum for  1 hour at room temperature, washed with PBS, and then
probed with the pr imary antibody (HA721115, green) at 1/200
dilution overnight at 4 ℃ , washed with PBS. Goat Anti-Rabbit IgG
H&L ( iFluor™ 488, HA1121) was used as the secondary antibody
at 1/1,000 dilution. Nuclei were counterstained with DAPI (blue).

Note: All products are “FOR RESEARCH USE ONLY AND ARE NOT INTENDED FOR DIAGNOSTIC OR THERAPEUTIC USE”.
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