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Consider a cell stained with 

three fluorochromes.

Spectral vs Conventional Flow Cytometry

Wavelength (nm)
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Spectral vs Conventional Flow Cytometry

The fluorescence intensity is additive, that is, it 

sums up wherever the spectra overlap.
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Fluorescence is measured only in a few defined 

ranges, one detector for each fluorochrome.

ConventionalFlow Cytometry
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ConventionalFlow Cytometry

Any fluorescence outside the defined 

detector ranges is not collected.
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ConventionalFlow Cytometry

The fluorescence measured in some detectors 

includes spillover from other fluorochromes.
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ConventionalFlow Cytometry

The spillover is subtracted 

by colour compensation.
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Wavelength (nm)

SpectralFlow Cytometry

There is no subtraction.
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SpectralFlow Cytometry

All of the fluorescence is included. 
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The fluorescence from each cell is measured at 

many points throughout the spectrumÜ
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SpectralFlow Cytometry
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Üto define the overall fluorescence of each cell,

the sum of all fluorescence from all fluorochromes. 
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SpectralFlow Cytometry
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The Weighted Least Squares Method (WLSM) is appliedÜ
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SpectralFlow Cytometry
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85,000 89,500
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Üto calculate the intensity of each 

fluorochrome on each cell.

SpectralFlow Cytometry



14

The intensity of each fluorochrome on each cell is the Parametric Data.

SpectralFlow Cytometry
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AF color 1 CD45RA_BUV395 CD19_BV421 CD3_BV605 CD8_AF488 CD16/56+PE CD45RO_PerCP-Cy5.5CD7_PE-Cy7 CD4_AF647 HLADR_APC-Cy7
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Data from the 405nm laser

Lymphocytes stained 

with CD4 BV605



Data from the 405nm laser

Lymphocytes stained 

with CD4 BV605
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Spectral Data Plot
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Spectral Data Plot
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10c PBMCs: Raw Data

BUV395 - beads


