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Fluorescence labelling is a highly versatile approach to immunohistochemistry Targetana s . - _ _ _ =l sow e
(IHC), offering the ability to detect numerous targets simultaneously with All optimization should be done at the primary antibody concentration
excellent sensitivity and specificity. Currently, the fluorescent labelling method @ Prepare samples © Takeimages © Analyze your images step — this is the easiest to adjust and the rest of the workflow Is
utilized for IHC is the use of secondary antibodies. This multi-step process is ~— FrPEtissue  Dowsx& ., Image  Unmix& o ndica Labe HALOS standardized from here.
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restricted by_targ_ets that share the same species isotype, Ilmltlng the nur_nber qf Considerations. * Fluorophore has a big impact on primary antibody concentration needed for
targets posslble In one sample. Anqther method _use_zd for multlplex staining Is +  Staining pattern successful labeling with Aluora dyes.
cyclic labeling, the process of staining and stripping a tissue sample with W »ll—f}‘-l - *  Target multiplex compatibility Q
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different antibodies to detect multiple targets. This process is time-consuming I hO{e o RS ,\QQ po
and increases the risk of tissue damage or loss of antigenicity. Our new reagents Tissue type Prore oS yﬁéob?\ N 65:\ PO 16“
will enable researchers to stain in fewer steps with preserved antigenicity, Tissue preservation ?*669 P

Tissue thickness >

Antigen localization
Antigen abundance
Autofluorescence

ensuring accurate and reliable detection of target antigens in tissue samples. @
One of the key benefits of these products is the ability to achieve higher-plex
labeling, allowing researchers to multiplex with 8-10 biological targets on a
single sample in one staining mix. This reduces the need for cyclic labeling,
streamlines the workflow, and reduces overall time required for analysis. We Invitrogen™ EVOS™
provide a process that enables successful detection of multiple protein markers 51000 Imaging System
across diverse tissue organs while simultaneously detecting transcriptomic
targets, providing comprehensive insights into complex biological processes and
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disease mechanisms. Intended for research use only. Our primary antibody conjugates and Aluora Spatial Amplification Kits —[Fgyyurpusy Aluora spatial Primary antibody g e
allow for sensitive and specific antibody multiplexing using an array of amplification conjugate
Introduction and methods fluorophores that can be spectrally unmixed using a v_a_rlety _of Imaging Nabelingltimerorainlex 12+ hours Single stepllabeling =1
platforms. Below are the spectra of the dyes we are providing with our new
* Spatial biology in IHC allows researchers to understand the spatial coniugates hour
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* Multiplex IHC techniques enable the simultaneous analysis of multiple protein Workflow order First Last T Y
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Figure 4. FFPE normal human tonsil (A) and tonsil lymphoma (B) samples have

autofluorescence been labeled with primary antibody conjugates. With this advanced 9-plex

° Innovative IHC primary antibody conjugates offer a convenient solution for

multiplex staining, saving time and resources. Stripping compatibility No (covalent) Yes (can be stripped) technology, the enhanced expression of CD138 (tumor marker in myelomas,
: : o : : : lymphomas), FoxP3 (immunosuppressive T-regulatory cells), and other biologically
° Invitrogen™ Aluora™ Spatial Amplification Kits enhance the multiplexing relevant markers in the | : Sy - :
o L _ " _ : - _ i 1. ymphoma tissue can be visualized, allowing mapping of
capabilities by providing highly sensitive detection of low-abundant targets, Antlt_)o%yfco?cbenltratlon 0.01-0.5 pg/mL 1-20 pg/mL the tUMOr Microenvironment.
enabling the detection of multiple targets with exceptional sensitivity and : R ' [ECILIE) 1O 1RSI L abel; b Al d . bodi
specificity 450 500 550 600 650 700 750 800 850 abeling with Aluora dyes + primary antibodies
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IHC Primary Ab Organic Primary Ab Primary Ab Mix Single Step offered in 7 varieties of Invitrogen™ Alexa Fluor™ and Alexa Fluor™ Plus dyes, as well as Signal amplificaiton is a valuable tool in IHC multiplexing, amplifying even their Specilic targets or Interest iIs powerful capability empowers
Fluorophore  Conjugate ) labeled Sample Invitrogen™ eBioscience™ eFluor™ 506 dyes. Conjugates of different colors can be the lowest abundance targets for detection with exceptional sensitivity researchers to SUCCGSSfU”y mU|t|p|eX regardless of the epitope abundance.
5 ,)t{ multiplexed together and easily unmixed on the EVOS S1000 and other spectral ~and spatial resolution.  Signal amplification can be used with a variety of SSRGS huma fonsil. et N B {ymphoma human tonsil 8 S
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Figure 1A. Primary antibodies are conjugated to fluorophores then added into a primary Considerations in IHC experi mental d €sign
antibody multiplex mix. These are added to tissue and incubated for 1hr. Primary antibody conjugates
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B) Aluora Spatial Amplification Labeling Heat-Induced Epitope Modifying incubation duration, adjusting buffer : |
Primary Ab Secondary HRP Ab o S Retrieval (HIER) pH, gnd selecting specific heqti_qg equipment TyramideiSi:gnaI'A.rr'lplification : 'CI:')[/)r;nxgsesglgnal Amplifiéatioh
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,)k\ — ! ,)L\ ! > ' ,)k\ I > conjugate concentration |labeling. Some fluorophores, such as eF506, , Chlapego e P
DDDNDDDDN may require higher antibody concentration. :
t | Initial testing Testing at least 3 different concentrations and Figure 5. Both Aluora spatial amplification and primary antibody conjugate

REEEEBIE L0 IR IE BB labeling methods were used to multiplex on a single tissue sample. The

labeling process began with multiple rounds of Aluora spatial amplification labeling to

starting with HIER of pH=9 for 10min can
yield higher success rates.

Figure 1B. Multiplex Aluora spatial amlilfication labeling workflow uses horseradish Figure 3. FFPE human tonsil labeled with our new spatial dyes using Aluora achieve covalent fluorophore labeling on the sample, ensuring no cross-
peroxidase (HRP) to enzymatically deposit fluorophores on and surrounding protein Adjusting antibody Fine-tuning antibody concentration and HIER Spatial Amplification Kits. The 9-plex tissue label allows investigation of the reactivity with upcoming primary antibody labeling; su+bsequently, the primary
epitope targeted primary antibody. Automated Stainer = ~12 hours; Manual staining = ~2-3 concentration and HIER if | parameters may be required for optimal immune responses within the human tonsil and differentiate between T cells, B antibody labeling mix was added in a single step. The figure above illustrates
days. necessary results. cells, and tissue structure. the contrasting cellular phenotypes between two tissue types.

& 1 earn more at thermofisher.com/cellanalysis Trademarks/licensing

© 2024 Thermo Fisher Scientific Inc. All rights reserved. All trademarks are the property of Thermo Fisher Scientific and its subsidiaries unless otherwise specified. This information is not intended to encourage use of these products in any manner that might infringe the intellectual property rights of others.


https://www.thermofisher.com/us/en/home/life-science/cell-analysis.html?CID=fl-cellanalysis

	Finalized Poster
	Slide 1




