Product Data Sheet
PIA-PINK-Secondary Antibody Reagent
Fc-specific secondary antibodies labelled with gold nanoparticles

Products
Name

Type
ready-to-use reagent

Icon

Size

Product
Number

PIA-PINK-Mouse

5 vials 10 mL each

# 104-01

PIA-PINK-Rabbit

5 vials 10 mL each

# 103-01

Overview
Name

PIA-PINK-Secondary Antibody Reagent

Description

Ready-to-use immunostaining reagent of secondary antibodies labelled with
gold nanoparticles. PIA-PINK is an alternative to enzyme labelled or
fluorescent dye labelled secondary antibody solutions. Recommended for
blotting applications. Addition of a suitable primary antibody initiates
specific coloring of the target protein with red gold nanoparticles.

Antibody

PIA-PINK-Mouse
Goat IgG anti-Mouse IgG (Fc)
Polyclonal
Jackson ImmunoResearch
Laboratories, Inc. # 115-005-008

Specificity

The conjugated antibody reacts with the Fc portion of IgG heavy chain but
not with the Fab portion of the targeted immunoglobulins. No binding was
detected against non-immunoglobulin serum proteins. The antibody may
cross-react with immunoglobulins from other species. (JIR)

Conjugation

Gold nanoparticle with absorption maximum at approx. 540 nm

Tested Applications

Western Blot, Dot-Blot

Other Applications

ELISA, electron microscopy

Product Size

Box containing 5 vials 10 mL ready-to-use reagent, each. 10 mL reagent is the
recommended volume to cover a Midi or Mini Blot membrane.
10 mL reagent require 2 ug (2 uL 1 mg/mL IgG) primary antibody.

Delivery

At ambient temperature (8 °C - 30 °C)

Storage

At room temperature (15 °C - 25 °C) or refrigerated (4 °C - 8 °C).
Do not freeze.
Ideally the vials stay horizontally and protected from sun light.

Shelf life

6 months. Use-up immediately when a vial is opened.

PIA-PINK-Rabbit
Goat IgG anti-Rabbit IgG (Fc)
Polyclonal
Jackson ImmunoResearch
Laboratories, Inc. # 111-005-008

For in vitro research use only. Not for diagnostic or therapeutic use.
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PIA-PINK is a ready-to-use immunostaining reagent of secondary antibodies labelled with gold
nanoparticles. It is used in immunological applications without any further dilution.
A single 1 h incubation merges the usually separate steps of primary antibody incubation and washing,
secondary antibody incubation and washing, detection reagent incubation and signal detection.
Immunodetection is achieved by specific accumulation of red colored gold nanoparticles via the
matching primary antibody.
PIA-PINK reagents are tested for application in western blot and dot blot assays, view detailed
instruction below. They are equally suitable for nitrocellulose and PVDF membranes. ELISA and electron
microscopy applications are feasible.

Protocol Western / Dot Blot
Short Instruction
•

After Western Blot or Dot Blot protein transfer, place the blot membrane into a fresh or clean
tray and cover it with PIA-PINK-Block solution # 100-01. Alternatively, freshly prepared selfmade blocking solution (1 % BSA in 1x PBS or in 1x TBS), can be used, but Tween needs to be
omitted from the entire process. Incubate for 5 minutes to protect remaining binding sites and
to remove remaining detergent from the transfer process.



Supplement 10 mL PIA-PINK secondary antibody reagent with 2 µg primary antibody and mix
thoroughly but carefully by at least 5 times inversion to generate the final staining solution.
Use PIA-PINK-Mouse with antibodies from murine hosts,
and PIA-PINK-Rabbit for primary antibodies produced in rabbits.



Decant the blocking solution and cover the membrane with the staining solution.



Incubate on an orbital lab shaker for 1 hour. The accumulation of the gold nanoparticle label is
visible as red bands (Western Blot) or spots (Dot Blot*).



For documentation use any digital camera or a gel doc system with the Ponceau Red setting.
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Detailed Instruction
Material required but not provided: clean tray for incubation, filter paper, orbital lab shaker, camera,
blocking solution PIA-PINK-Block # 100-01 or freshly prepared self-made blocking solution (1 % BSA in
1x PBS or in 1x TBS) and primary antibody.

A

B

C

D

1. Transfer the protein onto a suitable membrane (Western Blot (A) or Dot-Blot*). PIA-PINK
performs equally well with either nitrocellulose (NC) or polyvinylidene fluoride (PVDF).
2. Place the membrane into a clean tray (B) cover it with PIA-PINK-Block solution # 100-01 and
incubate for 5 minutes on an orbital lab-shaker to protect remaining binding sites and remove
remaining detergent.
Alternatively, freshly prepared self-made blocking solution (1 % BSA in 1x PBS or in 1x TBS), can
be used, but Tween needs to be omitted from the entire process.
3. Meanwhile, open one vial of 10 mL PIA-PINK Rabbit or Mouse, depending on the primary
antibodies host. (C) Add 2 µg primary antibody into the PIA-PINK secondary antibody goldnanoparticle conjugate solution and mix immediately, by 5 to 10 times inversion. E.g. 2 µL
Mouse anti-His-Tag IgG 1 mg/mL added to 10 mL PIA-PINK-Mouse (D) and mixed. (E)
Use PIA-PINK-Mouse with antibodies from murine hosts.
Use PIA-PINK-Rabbit for primary antibodies produced in rabbits.

E

F

G

H

4. Decant the blocking solution and cover the blot membrane with the the mixed reagent. (F, G)
Incubate the membrane for an hour, shaking strongly at room temperature; 75 bis 100 rpm is
ideal. (H)
Reduced shaking force prolongs incubation time. The accumulation of the antibody coated goldnanoparticles on the target protein can be observed during the incubation. If all binding sites
are covered no further increase in intensity will occur.
Make sure the blot membrane is covered entirely with the reagent to achieve even results.
5. The accumulation of the antibody coated gold-nanoparticles on the target protein can be
observed during the incubation. The result is visible after about 1 h incubation. If all binding sites
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are covered no further increase in intensity will occur. The accumulation of the gold nanoparticle
label is visible as red bands (Western Blot) or spots (Dot Blot).

J

K

L

M

6. Optional for increased signal to noise ratio: Take the membrane out of the incubation tray (J),
rinse it briefly with tab water (K) and dry it on filter paper (L). Upon drying the signal intensity
increases. Airflow from e.g. a cold air dryer can speed up the drying process. (M)
7. The result is visible and permanent. For documentation use any digital camera (N) or a gel doc
system with the Ponceau Red setting.
8. The staining intensity directly correlates with the amount of target protein. To quantify the
result, use a gel-documentation system with the setting “ponceau red”. Alternatively, you can
analyze the pixel density of the image.
Western Blot, NC Membrane, immune-stained with PIA-PINK-Mouse and Mouse
Anti-His-Tag (DIA-900, dianova). Incubation 1 h at RT.
From left to right:
3 µL Color Prestained Protein Standard, Broad Range (10–250 kDa) (NEB, P7719)
H6-Tev Protease:
60 ng (2 pmol)
30 ng (1 pmol)
15 ng (500 fmol)
7.5 ng (250 fmol)
3.8 ng (125 fmol)

N
*) If proteins are complexed with denaturing, highly charged detergents, like SDS, post transfer
removal of the detergent is required. The alcohol content of Western Blot transfer buffers is sufficient
to strip SDS from the protein. If SDS-complexed proteins are dot-blotted, an extra fixation/SDS
removal step using buffered ethanol might be required to protect the reagent from denaturing
detergent and non-specific binding.

Valid from 2021-10-25
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PiNa-Tec®
Notkestraße 85 - D-22607 Hamburg, Germany
Telefone: +49 (0) 40 646 33960 - Mobil: +49 (0) 176 209 40402
Email: katja.werner@pina-tec.de - Internet: www.pina-tec.de
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