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IT’S THE ASSAY
THAT DEFINES
NEXT GENERATION
If you're developing biotherapeutics – whether you're part of a 

large pharmaceutical, a contract research organization, or from 

academia – you need to screen antibodies to create effective 

new therapies. And that requires an assay that reveals the real 

action of your antibody on your cellular system – with no risk of 

false readouts due to competition for Protein A binding.

At the same time, you may also be searching for more 

physiological relevance from your research, testing tissue as 

opposed to cultured cells. Here again, you need a technology 

that can resist the antibodies present in tissue lysate, as well as 

the tissue’s hemoglobin content. What’s more, with existing 

technology, phosphorylation may be below detection levels due 

to low amounts of phosphorylated protein in the sample. 

Introducing AlphaLISA® SureFire® Ultra™, a highly sensitive assay 

for detecting protein phosphorylation. This is next-generation 

technology for screening therapeutic antibodies and small 

molecules on cultured cells or tissue lysates – plus any sample 

type currently addressed by standard AlphaScreen® SureFire® 

technology. It delivers a level of sensitivity and dynamic range 

that’s simply extraordinary – and in half the time of other 

assay formats. And with an almost twofold increase in working 

volumes, it enables easier pipetting as well. 

AlphaLISA SureFire Ultra: Everything about it is one step ahead. 
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auto-phosphorylation

Insulin-R, EGF-R, ErbB2,
IGF1Rß, VEGFR2, cMet, ALK
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MAPK 
Measure endogenous proteins in cell lysates as 
well as key disease-related signal transduction 
pathways. Alpha SureFire technology enables the 
sensitive, precise interrogation of various signaling 
pathways, receptors, and kinase targets, and the 
measurement of full-length endogenous protein 
phosphorylation in a cell-based format.

Receptor signaling 
Analyze direct receptor phosphorylation, as  
well as downstream phosphorylation events, and 
choose from more than 80 Alpha SureFire kits 
to understand how errors in signaling can affect 
diseases such as cancer, autoimmunity,  
and diabetes. 

PI3K/Akt/mTOR  
Study the phosphoinositide-3 kinase (PI3K) 
pathway, which contains the downstream kinases 
Akt and mTOR (mammalian target of rapamycin). 
Alpha SureFire technology gives results 
comparable or better in sensitivity to Western 
Blotting, but with higher throughput, less sample 
material, and a less time-consuming protocol.

JAK/STAT  
Screen modulators of receptor activation (agonists, 
antagonists, allosteric modulators, and more) as 
well as agents such as small-molecule inhibitors of 
signal transduction. You can also better understand 
complex biology that governs basic cellular 
activities and coordinates cell actions.

TGFß/SMAD  
Study SMAD proteins, which transduce signals 
from transforming growth factor-beta (TGFß) 
superfamily ligands that regulate cell proliferation, 
differentiation, and death through activation of 
receptor serine/threonine kinases. 

NFκB  
Benefit from high-performance Alpha SureFire  
in a convenient 96-well assay format – ideal  
for low-throughput applications, and in  
situations where there are minimum-volume 
pipetting requirements.
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AlphaLISA SureFire Ultra and AlphaScreen SureFire: 
Assays for All Your Pathways of Interest
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Emission
615 nm

Excitation
680 nm

Streptavidin-coated
Alpha Donor Bead

CaptSure Conjugated
AlphaLISA Acceptor Bead

Phospho-protein

Excitation
680 nm

BETTER SENSITIVITY 
AND DYNAMIC RANGE
ANY WAY YOU MEASURE IT

Alpha Technology (Amplified Luminescence Proximity Homogenous Assay) is a simple, no-wash, bead-based proximity assay that 
brings Alpha Donor and Acceptor beads together, causing a cascade of chemical reactions to create a greatly amplified signal. The 
beads are highly versatile and can be coated with a number of biochemicals, enabling the detection of various biological events.

In the traditional AlphaScreen SureFire assay, antibodies that you engage to modulate your cells can compete for Protein A binding, 
which inhibits the AlphaScreen SureFire signal. There are workarounds of sorts: for example, washing before cell lysis to remove the 
therapeutic antibody, or replacing Protein A beads with anti-lg species-specific beads. 

Better sensitivity and dynamic range for all your samples

With AlphaLISA SureFire Ultra, there’s a better way. Here, Protein A is replaced by proven CaptSure™ 
technology, providing specificity for the capture of the kit's antibody and leading to a lower assay 
background than when using Protein A. In addition, we've replaced AlphaScreen Acceptor beads 
with AlphaLISA Acceptor beads, which have better spectral characteristics with regard to hemoglobin 
interference. This makes for a more efficient, more robust, faster, and simpler assay protocol.

The AlphaLISA SureFire Ultra assay is a sandwich immunoassay for quantitative detection of phosphoproteins from cells using 
Alpha Technology.  The Donor beads are coated with streptavidin to capture one of the antibodies, which is biotinylated, and 
the Acceptor beads are coated with a proprietary CaptSure agent that immobilizes the other assay antibody, labeled with a 
CaptSure tag. In the presence of phosphorylated protein, the two antibodies bring the Donor and Acceptor beads close 
together, enabling the generation of an Alpha signal upon illumination of Donor beads by the Alpha-enabled plate reader.  
The amount of light emission is directly proportional to the amount of phosphoprotein present in the sample.
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AlphaScreen SureFire: The Traditional 
Platform For Cell-Based Kinase Cellular 
Signaling Protein Detection
Still the platform of choice for a wide variety of applications, 
AlphaScreen SureFire is a no-wash cellular kinase assay 
with optimized kits for detection of activated kinases by 
immunosandwich capture of endogenous phosphorylated 
proteins in cells. It uses our exclusive bead-based Alpha 
Technology, an extremely versatile platform that’s ideal for 
studying small to large molecules as well as binding partners 
of disparate sizes.

With AlphaScreen SureFire, you get:

• Pathway profiling

• Four-hour assay

• Great sensitivity and dynamic range

• All-in-one-well alternative to Western Blotting

• Flexibility to use any cell line, including stem cells and  
primary cells

• Convenience of choosing HTS-compatible version or  
96-well format for low-throughput applications  
(AlphaScreen SureFire is available in a high volume [HV], 
96-well format for some targets.)

With CaptSure technology, there’s no more interference 
from spiked antibodies, and with a lower background signal, 
you have better sensitivity and dynamic range, resulting 
in more – and more accurate – information from all your 
samples. This is especially important when testing tissue, 
where hemoglobin color quenching can interfere with the 
AlphaScreen SureFire signal, and tissue phosphorylation may 
dip below detection limits of that technology due to low 
amounts of phosphorylated protein in the sample. With the 
extraordinary sensitivity of the AlphaLISA SureFire Ultra assay, 
you can now see what you could not detect before using 
other assays.

What’s more, AlphaLISA SureFire Ultra assays are easy, 
one- or two-step procedures, making them much simpler to 
perform than other assays. They’re cost-effective and flexible 
because a single plate can accommodate any assay for any 
target – multiple plates are not necessary. AlphaLISA SureFire 
Ultra standard assay volumes are 20 µL rather than the 
typical 11 µL for AlphaScreen SureFire assays – and because 
you’re pipetting larger volumes, the assays are easier to set 
up and perform. High volume (HV) formats are available for 
all the AlphaLISA SureFire Ultra targets, with a final volume 
of 60 µL for easy pipeting in 96-well plate format.

Emission
520-620 nm

Excitation
680 nm

Streptavidin-coated
Alpha Donor Bead

Protein A Conjugated
AlphaScreen Acceptor Bead

Phospho-substrate

EExcxciitatattiioonn
686800  nnmm

AlphaLISA SureFire Ultra detection capabilites are 
nothing short of extraordinary: For example, you 
can detect amounts as low as 2 pM of phospho-
ERK and 1-9 pM of phospho-Akt-1/2/3, opposed 
to 23 pM of phospho-ERK and 9-90 pM of 
phospho-Akt-1/2/3 for AlphaScreen SureFire. 

For the most up-to-date list of Alpha SureFire 
products, visit  www.perkinelmer.com/SureFire

Breaking Through Detection Limits, 
One Kit at a Time
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Outstanding sensitivity

CaptSure technology in AlphaLISA SureFire Ultra results in better sensitivity and 
dynamic range, enabling you to detect basal phosphorylation events, perform 
assays using less cellular material, and benefit from more comfortable assay 
windows. AlphaLISA SureFire Ultra is also an optimal solution for measuring 
protein phosphorylation in tissue lysates. Hemoglobin in tissue can absorb 
light, an effect known as color quenching, which causes false readouts. 
AlphaLISA beads' spectrum is the optimal solution for avoiding such color 
quenching. What’s more, tissue protein phosphorylation may be below the 
limit of detection in classical assays, but the sensitivity and dynamic range of 
AlphaLISA SureFire Ultra open new possibilities for getting a clear signal in 
tissue lysates. 

Quick and easy protocol

AlphaLISA SureFire Ultra is not only very sensitive, it’s also 
easy to use: With only one or two addition steps and no 
washing, you get results in about two and a half hours. 
Increased volumes, with a final 20 μL in 384-well plates, 
make manual pipetting easier, while still being compatible 
with assay automation. A high-volume 96-well plate format 
is also available, with a final volume of 60 µL. (No need to 
thaw reagents: they are immediately available for use.) And 
as the assay does not use specific coated plates, you have the 
flexibility to run the number of wells you need and to analyze 
different endogenous or transfected targets in parallel on 
the same plate, whether or not they're from the same cell 
lysate. Both AlphaLISA SureFire Ultra and AlphaScreen SureFire 
technologies also make it possible to culture cells and detect 
analytes using an all-in-one-well format.

No more interference from antibodies

The detection and characterization of specific antibody clones require an assay 
that detects cell pathway modulation by the antibody. AlphaScreen SureFire 
assays provide a homogenous, miniaturizable, high-throughput format for 
phosphoprotein detection in cell lysates, but rely on antibody capture by 
Protein A – and the screened antibody can compete for Protein A binding, 
leading to nonspecific signal inhibition. With AlphaLISA SureFire Ultra assays, 
there’s no Protein A to be competed for, so antibodies don’t inhibit the assay 
signal. In the example shown here, 10 µg/mL of rabbit IgG were added in the 
immunoassay, which inhibited the AlphaScreen SureFire signal, but not the 
AlphaLISA SureFire Ultra signal. 

WITH NO INTERFERENCE
THERE’S NO LIMIT TO
WHAT YOU CAN DO

pERK1/2 (T202/Y204) 

pAKT (S473) 
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GET BETTER RESULTS FROM
EACH AND EVERY ASSAY
AlphaScreen SureFire IgG Protein A Detection Kits

These kits are specifically designed for use with AlphaScreen SureFire assay kits. (With 
AlphaLISA SureFire Ultra, beads are included in each kit – there’s no need to purchase 
them separately.)

Microplates

All our microplates are specially designed to optimize your assay results, delivering low 
background, optimum light output, and little or no crosstalk in 96-, 384-, and 1536-well 
formats – while meeting SBS/ANSI standards. Choose the plate that best suits your  
research: AlphaPlates®, OptiPlates™, ProxiPlates™, 1/2 AreaPlates, and many more available  
at www.perkinelmer.com/microplates.

cAMP, Calcium Flux, and lites

With Alpha Technology, you’re able to measure cAMP, cGMP, or endogenous levels of 
phosphorylated MEK, ERK, AKT, CREB, and many more, quickly and easily. More than 100 
of our GPCR cell lines that have already been validated for calcium flux or cAMP assays using 
the AequoScreen® or LANCE® technologies have also been validated in Alpha SureFire pERK, 
pAkt, and pCREB assays. And our highly sensitive, homogenous lites® luminescence assays 
are ideal for luciferase reporter gene, cytotoxicity, or cell-proliferation screening assays.

Multimode Plate Readers and Label-free Technology

Our EnSight™ and EnSpire® Multimode Plate Readers offer proven Corning® Epic® label-free 
technology in addition to industry-leading labeled assays including absorbance, fluorescence, 
TR-FRET, luminescence, and Alpha Technology. Drawing on more than 20 years’ experience 
in multimode detection, these systems’ unique combination of industry-leading detection 
technologies let you take an orthogonal approach to your research. What’s more, the EnSight 
system offers well imaging, allowing you to image your cells and generate per-cell data or 
normalization relative to the number of cells present in the well.

Automation Solutions

For more throughput and better reproducibility, the JANUS® Automated Workstation delivers 
the speed, consistency, and convenience you need to optimize your research. Our multimode 
plate readers are also compatible with a wide range of third-party automation products, 
which increases your flexibility even further.

Informatics

Our collaborative platform for data aggregation and visualization, TIBCO Spotfire® makes it 
easy to integrate data gleaned from AlphaLISA SureFire Ultra, AlphaScreen SureFire, and any 
other detection technology with compound data such as structures and chemical properties. 
With just a few clicks you’ll be running visualizations, analyzing complex data – and making 
new discoveries.

OnPoint Custom and Reagent Services

Our OnPoint scientists are experts in state-of-the-art assay and reagent technologies and 
detection instrumentation, and are able to recommend solutions from a broad portfolio 
of innovative technologies including custom assay development, custom labeling services, 
microplate barcoding and coating, custom radiosynthesis, and much more. If you need one 
of our Alpha SureFire targets in the Ultra or high volume (HV) formats and do not find it, 
contact us and we'll be happy to discuss your requirements.

EnSight Multimode Plate Reader with 
well imaging and Corning® Epic® label-
free technology.

On Point
services

AlphaPlates are light gray plates spe-
cially designed to optimize your Alpha 
assay results, reducing crosstalk that 
may result from differences in sample 
concentrations on the same plate.
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For background information on Alpha Technology, visit www.perkinelmer.com/AlphaTech

For technical support, visit www.perkinelmer.com/ASK

For more information on AlphaLISA SureFire Ultra and a full listing of Alpha SureFire products, 
visit www.perkinelmer.com/SureFire


