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More channels.
No spectral unmixing

SpectraSplit provides more
channels in multiplex imaging
without added complexity.

The filter sets are optimized

to separate fluorochromes
directly in the optics, eliminating
the need for spectral unmixing.
The result is crisp, highfidelity
multiplex images with direct
signal separation.

Image up to 10 fluorochromes
in a single acquisition

No spectral unmixing required
SpeCtraSplit® - what you see is what you collect
High signal-to-noise ratio

- crisp images and fast scanning

www.kromnigon.com Extends — not replaces
your existing fluorochrome panel



Separation in the optics
— not by computation

“We've imaged over 2,500 highly-multiplexed slides with the Spectra

Spectral unmixing can introduce artifacts that are difficult to detect ' ; E Split® 7 filters in the past year and the data in every single sample set is crisp and
. ) . . . L M clean. Our users do a large amount of RNAScope staining utilizing the Opal dye
Multiplex fluorescence imaging beyond five colors typically relies set and it's been a game changer for us to have the SpectraSplit filters that are

on spectral unmixing to separate overlapping fluorochromes. While ' precisely matched to these dyes. The imaged samples have been a wide range

f f of tissue sections and cultured cells and none of my other microscopes, both
powerful, these methods depend on reference spectra, calibration, filter-based and with spectral detection, match the Opals as well as SpectraSplit® 7.”
and computational models, and become challenging when large

compensations (>30%) are required. When this occurs, over- and
under-compensation artifacts are difficult to detect.

Christina Baer, Director, SCOPE Imaging Facility,
UMass Chan Medical School, Worcester MA

SpectraSplit® separates fluorochromes directly in the optics
SpectraSplit uses precisely designed narrow bandpass filters to
achieve maximum separation while maintaining brightness of
commonly used fluorochromes in spatial biology. When combined
with a harmonized light source across the channels, the result is
high-fidelity images without the need for computational post-
processing.

More channels within the same
spectral range

Pentaband filters are commonly used for multiplex imaging of DAPI, FITC,
Cy3, Cy5, and Cy7. SpectraSplit® makes more efficient use of the same

Fluorochrome compatibility across channels light spectrum by adding additional channels within the same range.

SpectraSplit® extends standard pentaband filter configurations by
adding more channels within the same spectral range (left side of the
table below). SpectraSplit®7 and 10 are compatible with widely used
fluorochromes from multiple suppliers (right side of the table below).
You can mix and match freely for multiplex IHC—one fluorochrome per row.

SpectraSplit®7 provides seven channels between DAPI and Cy7.
SpectraSplit®10 provides nine channels within the same range, plus one
additional infrared channel beyond Cy7.

Each channel produces a distinct fluorochrome signal, specifically opti-
mized for reliable, straightforward multiplexing. Thus, SpectraSplit®
enables true separation of up to 10 fluorochromes in a single acquisition.

Standard Spectra Spectra SpectraSplit Thermo Biotium  Biotium AAT Bioquest  Thermo Kromnigon Akoya Ultivue Thermo Fisher ~ ATTO-TEC  Classical dyes BD/ Protein expression
pentaband Split®7 Split®10 Channels Fisher Fisher Biosciences BioLegend fluorophores

DAPI Alexa Fluor CF350 iFluor 350 DAPI Dylight 350 Atto 343H DAPI / Hoecht
(375/365) 350

Blue (410) Alexa Fluor CF405S iFluor 405 CF405S Dylight 405
405

Cyan (435) = CF430 TyraMax iFluor 440 Aluora 430 CF430 Opal 480 Atto425 ECFP
430/500 and 514

Green (495) Alexa Fluor CF488 TyraMax iFluor 488 Aluora 488 488 Opal 520 Ultivue, FITC Dylight 488 Atto488 FITC EGFP
488 490/520

Orange (545) Alexa Fluor CF555 TyraMax iFluor 555 Aluora 546 555 Opal 570 Ultivue, Cy3 Dylight 549 Atto542 Cy3 mOrange/mRFP
546 and 555 555/565 and 550

Red (590) Alexa Fluor CF594 = iFluor 594 Aluora 594 594 Opal 620 Dylight 594 Atto590 Texas Red mCherry/mPlum
594

Far-red (650) Alexa Fluor CF647 TyraMax iFluor 647 Aluora 647 647 Ultivue, Cy5 Dylight 650 Atto647 Cy5 iRFP670
647 647/670

Far-red (695) Alexa Fluor CF700 = iFluor 700 Aluora 700 iFluor 700 Opal 690 Atto700 miRFP720
700

365

DAPI 375

FITC 495

E

Infrared
(740/750

)
Infrared (840) CF850 iFluor 860 iFluor 860
CF870

Alexa Fluor CF750 TyraMax iFluor 750 Aluora 750 iFluor 750 Opal 780 Ultivue, Cy7 Dylight 750 Atto740 APC/Fire
750 740/770 750




Unprocessed images. Clean signals in

every channel

The figure below shows validation of the SpectraSplit®10 channels from DAPI to Cy7.
Each row is a single-stained tissue section (DAPI + antibody fluorochrome) and each
column corresponds to a SpectraSplit®10 channel. The validation confirms precise fluoro-
chrome separation for each channel with no detectable bleed-through and high signal-to-
noise ratios. SpectraSplit® delivers crisp, unprocessed images - what you see is what you collect.

Single-stained tissue sections
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Specifications

Easy integration with fluorescence microscopes

SpectraSplit is compatible with fluorescence microscopes using conventional optical
filters. Filter sets can be installed in filter cubes or filter wheels and require no dedicated
software.

Light sources

SpectraSplit®7 is compatible with a range of light sources, including pE-800 and pE-4000
(CoolLED), X-Cite NOVEM (Excelitas), and SPECTRA X Light Engine , unfiltered version
(Lumencor). SpectraSplit®10 is optimized for use with the pE-10 lllumination System
(CoolLED) to ensure consistent performance across all channels.

Filter set configuration

SpectraSplit®7 and SpectraSplit®10 include four and five filter sets, respectively. Each
set comprises one excitation filter (25 mm diameter, 3.5 mm thickness), one emission
filter (25 mm diameter, 3.5 mm thickness), and one dichroic mirror (25.5 x 36.0 x 1T mm).

SpectraSplit®7 SpectraSplit®10

Set 1: Triple-band set (375/495/740) Set 1b: Double-band set (495/750)
Set 2: Double-band set (435/650) Set 2b: Double-band set (435/650)
Set 3: Single-band set (545) Set 3b: Triple-band set (365/545/840)
Set 4: Single-band set (590) Set 4: Single-band set (590)

Set 5: Double-band set (410/695)
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