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SONY Spectral vs Conventional Flow Cytometry

Consider a cell stained with
three fluorochromes.

Fluorescence Intensity

Wavelength (nm)

2 Sony Biotechnology Inc.



SONY Spectral vs Conventional Flow Cytometry

The fluorescence intensity is additive, that is, it
sums up wherever the spectra overlap.
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SONY ConventionalFlow Cytometry

Fluorescence is measured only in a few defined
ranges, one detector for each fluorochrome.
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SONY ConventionalFlow Cytometry

Any fluorescence outside the defined
detector ranges is not collected.
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SONY

Fluorescence Intensity

ConventionalFlow Cytometry

The fluorescence measured in some detectors
includes spillover from other fluorochromes.
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SONY

Fluorescence Intensity

ConventionalFlow Cytometry

The spillover is subtracted
by colour compensation.
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SONY Spectral Flow Cytometry

There is no subtraction.
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SONY Spectral Flow Cytometry

All of the fluorescence is included.
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SONY Spectral Flow Cytometry

The fluorescence from each cell is measured at
many points throughout the spectrumU
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SONY Spectral Flow Cytometry

Uto define the overall fl uorescence of
the sum of all fluorescence from all fluorochromes.
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SONY Spectral Flow Cytometry

The Weighted Least Squares Method (WLSM
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SONY Spectral Flow Cytometry

Ut o calculate the intensity of eac
fluorochrome on each cell.
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SONY
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The intensity of each fluorochrome on each cell is thParametric Data

SpectralFlow Cytometry
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SONY ID7000 Spectral Cell Analyzer

Laser Excitation

Spectral Data Acquisition” -
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SONY Automated Sampling
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Extra tube positions ; s#
for QC and Cleaning &

Washing block

<oy )
Thermo-electric
cooling




Standard 96+well Plate

U bottom
V bottom
LI bottom




Mid-depth 96-well Plate




Deep Well 96-well Plate

Lb}



-well Plate

384




SONY

Conf,ble on a single well level:
A Upto 200uL/min, 40k eps |
A Agitation, washing - configurable |

A Clog/bubble detection and recovery
A Low Dead Volume mode
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Laser Excitation
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SONY | Up to Seven Lasers




SONY
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Spectral Data Acquisition
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Spectral Data Acquisition






SONY

Mirror
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Grating

Optical
. Fiber

Spectral Data Acquisition

147 Detectors (PMTs)
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SONY Spectral Data

Each cell produces a unique set of intensity
values, a unique
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Spectral Data

The shape of each cell's Is determined by the
combination of fluorochromes and autofluorescence in or on that cell.
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SONY Spectral Data

The shape of each cell's Is determined by the
combination of fluorochromes and autofluorescence in or on that cell.
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SONY

AF
colour1
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Spectral Data

The shape of each cell's Is determined by the
combination of fluorochromes and autofluorescence in or on that cell.
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SONY

AF
colour1
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Spectral Data

The shape of each cell's Is determined by the
combination of fluorochromes and autofluorescence in or on that cell.

CD45RA cD19
BUV395 BV421

-
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SONY

Spectral Data

The shape of each cell's spectral signature is determined by the
combination of fluorochromes and autofluorescence in or on that cell.

AF
colour1
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CD45RA cD19 CD3
BUV395 BV421 BV605
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SONY

AF
colour1
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Spectral Data

The shape of each cell's spectral signature is determined by the
combination of fluorochromes and autofluorescence in or on that cell.

CD45RA cD19 CD3 CD8
BUV395 BV421 BV605 AF488
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SONY

AF
colour1
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Spectral Data

The shape of each cell's spectral signature is determined by the
combination of fluorochromes and autofluorescence in or on that cell.

CD45RA cD19 CD3 CD8 CD16/56
BUV395 BV421 BV605 AF488 PE
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SONY

Spectral Data

The shape of each cell's spectral signature is determined by the
combination of fluorochromes and autofluorescence in or on that cell.

AF
colour1
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CD45RA cD19 CD3 CD8 CD16/56 CD45R0O
BUV395 BV421 BV605 AF488 PE PerCP-Cy5.5
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SONY

Spectral Data

The shape of each cell's spectral signature is determined by the
combination of fluorochromes and autofluorescence in or on that cell.

AF
colour1
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CD45RA cD19 CD3 CD8 CD16/56 CD45R0O Ccb7
BUV395 BV421 BV605 AF488 PE PerCP-Cy5.5 PE-Cy7
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SONY

Spectral Data

The shape of each cell's spectral signature is determined by the
combination of fluorochromes and autofluorescence in or on that cell.

AF
colour1
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CD45RA cD19 CD3 CD8 CD16/56 CD45R0O Ccb7 CDh4
BUV395 BV421 BV605 AF488 PE PerCP-Cy5.5 PE-Cy7 AF647
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SONY Spectral Data

The shape of each cell's spectral signature is determined by the
combination of fluorochromes and autofluorescence in or on that cell.

AF CD45RA cD19 CD3 CD8 CD16/56 CD45R0O Ccb7 CDh4 HLADR
colour1 BUV395 BV421 BV605 AF488 PE PerCP-Cy5.5 PE-Cy7 AF647 APC-Cy7
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SONY Spectral Data

#* 355nm * 405nm

Intensity_A
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Data from the 405nm laser
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Data from the 405nm

laser
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Fluorescence Intensity

Spectral Data Plot
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Fluorescence Intensity

Spectral Data Plot
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SONY 10c PBMCs: Raw Data

BUV395 - beads
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