
RESEARCH POSTER PRESENTATION DESIGN © 2015

www.PosterPresentations.com

Figure 2. Primary antibody titration provides optimal signal-to-noise. Antigen retrieved human 
kidney (FFPE), probed with anti-AE1/AE3 (green) (A-D) without treatment (A) and with TrueVIEW™ 
Autofluorescence Reducer (B-D). Primary antibody was titered to achieve optimal signal-to-noise.
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Autofluorescence originating from native tissue components and
aldehyde fixation often impairs or prevents the use of immuno-
fluorescence assays. Multiple tissue components such as red blood
cells, elastin, and collagen can generate strong fluorescent signals
making it difficult to discern between specific signal and
background.

Currently available methods for reduction of tissue autofluorescence
are not broadly effective and often reduce immunofluorescence
signal by a similar amount resulting in little, if any, improvement in
signal to noise.

Here we demonstrate an effective reduction of autofluorescence
using a novel reagent that improves signal-to-noise and thus
enhancing detection of specific signal. The procedure is simple,
rapid, broad spectrum and applied post assay.

ABSTRACT

Autofluorescence is a general term describing the background
fluorescence in tissue sections unrelated to the specific signal
generated during an immunofluorescent assay. This background makes
interpretation of assay results difficult due to poor signal-to-noise
quality.

Aldehyde fixation can significantly increase tissue autofluorescence
making many formalin-fixed paraffin embedded (FFPE) tissues
unsuitable for immunofluorescent assays. Primary sources of tissue
autofluorescence can also include collagen, elastin, red blood cells,
and lipofuscin. The degree of autofluorescence varies greatly from
tissue to tissue and block to block. FFPE kidney, spleen and pancreas
are often unsuitable for immunofluorescent assays.

Traditional remedies for reducing tissue autofluorescence often reduce
the specific signal as well as autofluorescence to a similar extent
resulting in little improvement in signal-to-noise. In addition, others
have shown that no one method is applicable to all tissue types (Davis,
et al. 2014; Baschong, et al. 2001).

Sudan Black, sodium borohydride and copper sulfate are ineffective at
specifically reducing autofluorescence from many tissue elements and
aldehyde fixation. (Clancy and Caullerb, 1998; Schnell et al. 1999).

INTRODUCTION

RESULTS

CONCLUSIONS
A new method for dramatically improving signal-to-noise in a variety
of different immunofluorescence assays has been demonstrated. This
method is rapid, easy to use and allows the researcher to use FFPE
specimens in investigations that were previously unfeasible due to
autofluorescence, including spleen and pancreas. This method has
broad application for tissue-based immunofluorescence assays and is
compatible with standard fluorescence and confocal laser microscopes.
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A SIMPLE METHOD FOR DRAMATIC REDUCTION OF TISSUE AUTOFLUORESCENCE

NEW TECHNOLOGY
Vector Laboratories has developed a new hydrophilic compound (TrueVIEW™ Autofluorescence Reducer) that absorbs
and blocks tissue autofluorescence from aldehyde fixation, red blood cells, collagen and elastin. This proprietary
compound, applied briefly to tissue sections after completion of the immunofluorescent staining, reduces autofluorescence
and dramatically improves signal-to-noise in FFPE tissues. Vector’s TrueVIEW™ reveals the true signal in even the most
challenging tissues.

MATERIALS AND METHODS
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Figure S1. Quenching of Kidney AF with Variation in Duration of TrueVIEW™ 
Treatment.

Five micron sections of paraffin-embedded formalin-fixed (FFPE) tissues
were deparaffinized and rehydrated through a graded alcohol series. After
washing in tap water, sections were antigen retrieved for 1 minute with a
citrate-based retrieval solution using a pressure cooker. Sections were
washed with PBS and blocked with 2.5% normal serum for 30
minutes. Blocking serum was tipped off, and primary antibody was applied
in 2.5% normal serum for 30 minutes. Following a 5 minute PBS
wash, fluorochrome-conjugated secondary antibody was applied in 2.5%
normal serum for 30 minutes. Sections were washed in PBS, and the
TrueVIEW™ reagent was then applied for 5 minutes. Sections were washed
in PBS for 5 minutes and then mounted in Vectashield HardSet mounting
media.

Blocking solutions, antigen-retrieval solutions, fluorophore-conjugated
secondary antibodies, TrueVIEW™ reagents, and mounting media were
from Vector Laboratories, Inc. All primary antibodies were from Leica
Biosystems and Dako.

SUPPLEMENTAL INFORMATION
The incubation time of the sections to the Vector TrueVIEW™ Reagent was examined to
determine the speed with which the treatment could be performed (Figure S1). Maximum
quenching of the background tissue autofluorescence was observed after 90 seconds exposure to
the TrueVIEW™ Reagent.
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Figure 1. Dramatic reduction of autofluorescence reveals true localization of target antigen. A) Human spleen (FFPE) probed with anti-
CD20 (red) and anti-Ki67 (green) and B) pancreas (FFPE) probed with anti-END (red) and anti-insulin (green) with and without TrueVIEW™
Autofluorescence Reducer.
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Figure 4. Dramatic reduction in green 
and red autofluorescence. Antigen 
retrieved human kidney (FFPE) stained with 
DAPI without treatment (A,B) and with 
TrueVIEW™ Autofluorescence Reducer (C,D). 
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Figure 3. Improved signal-to-noise allows increased exposure times. Antigen retrieved human 
kidney (FFPE), probed with anti-AE1/AE3 (green) (A-D) without treatment (A) and with TrueVIEW™ 
Autofluorescence Reducer (B-D). Exposure times were lengthened to increase signal.
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