
HA723169

Anti-TIM 3 Antibody [PSH10-00]

Product Type: Recombinant Rabbit monoclonal IgG, pr imary antibodies

Species reactivity: Human

Applicat ions: WB, IF-Cell, FC, IP

Molecular Wt: Predicted band size: 33 kDa

Clone number: PSH10-00

Descript ion: Hepatitis A v irus cellular  receptor 2 (HAVCR2), also known as T-cell immunoglobulin and
mucin-domain containing-3 (TIM-3), is a protein that in humans is encoded by the HAVCR2
(TIM-3)gene. HAVCR2 was first descr ibed in 2002 as a cell sur face molecule expressed on
IFNγ producing CD4+ Th1 and CD8+ Tc1 cells. Later, the expression was detected in Th17
cells, regulatory  T-cells, and innate immune cells (dendr itic cells, NK cells, monocytes,
macrophages). HAVCR2 receptor is a regulator  of the immune response.

I mmunogen: Recombinant protein within human TIM 3 aa 1-223.

Posit ive control: RPMI 8226 cell lysate, HUT 102 cell lysate, RPMI 8226.

Subcellular location: Membrane, Cell junction, Cell membrane.

Database links: SwissProt: Q8TDQ0 Human

Recommended Dilut ions: 
  WB
  I F-Cell
  FC
  I P

1:2,000
1:100
1:1,000
1-2μg/sample

Storage Buffer: PBS (pH7.4), 0.1%  BSA, 40%  Glycerol. Preservative: 0.05%  Sodium Azide.

Storage I nstruction: Shipped at 4℃ . Store at +4℃  short term (1-2 weeks). It is recommended to aliquot into
single-use upon delivery. Store at -20℃  long term.

Purity: Protein A affinity  pur ified.

https://www.uniprot.org/uniprot/Q8TDQ0
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I mages

Fig1:  Western blot analysis of TIM 3 on different lysates with
Rabbit anti-TIM 3 antibody (HA723169) at 1/2,000 dilution.

Lane 1: RPMI 8226 cell lysate (20 µg/Lane)
Lane 2: HT-29 cell lysate (negative) (20 µg/Lane)
Lane 3: HUT 102 cell lysate (20 µg/Lane)

Predicted band size: 33 kDa
Observed band size: 55 kDa

Exposure time: 40 seconds; ECL: K1802;

4-20%  SDS-PAGE gel.

Proteins were transferred to a PVDF membrane and blocked with
5%  NFDM/TBST for  1 hour at room temperature. The pr imary
antibody (HA723169) at 1/2,000 dilution was used in 5%
NFDM/TBST at 4℃  overnight. Goat Anti-Rabbit IgG -  HRP
Secondary Antibody (HA1001) at 1/50,000 dilution was used for  1
hour at room temperature.

Fig2:  Immunocytochemistry  analysis of RPMI 8226 (positive)  and
HT-29 (negative) labeling TIM 3 with Rabbit anti-TIM 3 antibody
(HA723169) at 1/100 dilution.

Cells were fixed in 4%  paraformaldehyde for  15 minutes at room
temperature, permeabilized with 0.1%  Tr iton X-100 in PBS for  15
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-TIM 3 antibody (HA723169) 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 (HA601187, 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.
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Fig3:  Flow cytometr ic analysis of HT-29 ( left, negative) and RPMI
8226 (r ight, positive)  cells labeling TIM 3.

Cells were fixed and permeabilized. Then stained with the pr imary
antibody (HA723169, 1/1,000) ( 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).

Fig4:  TIM 3 was immunoprecipitated from 0.2 mg RPMI 8226 cell
lysate with HA723169 at 2 µg/10 µl beads. Western blot was
performed from the immunoprecipitate using HA723169 at 1/2,000
dilution. Mouse Anti-Rabbit IgG kappa light chain secondary
antibody (M1208-2) at 1/5,000 dilution was used for  1 hour at
room temperature.

Lane 1: RPMI 8226 cell lysate ( input)
Lane 2: HA723169 IP in RPMI 8226 cell lysate
Lane 3: Rabbit IgG instead of HA723169 in RPMI 8226 cell lysate

Blocking/Dilution buffer : 5%  NFDM/TBST
Exposure time: 59 seconds; ECL: K1802

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