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Multiphoton

Advantages:
- Imaging depth up to ~500 um

- Increased resolution in XY plane

- Increased resolution in the Z axis
(3D reconstructions)

- Low risk of photo-bleaching
- Loss of auto-fluorescence
- Acquisition speed (10s of
frames/sec)
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Resonant Scanning
Confocal
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Advantages:

- More options for fluorophores (due to
the common use of multiple
excitation laser lines)

- More targets imaged simultaneously
- Low risk of tissue damage
- Tissue auto-fluorescence

(some auto-fluorescence allows for land-
marking of structures such as blood
vessels, adipose tissue, etc.)

an imaging
modality

Disadvantages:

- Fluorophore restraints (often need
multiple fluorophores with a common
excitation wavelength)

- Loss of auto-fluorescence

- Risk of sample burning (limits laser
power, exposure time and frame rate)
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Disadvantages:
- Imaging depth (only ~150-200 pum)
- Tissue auto-fluorescence
- Increased risk of photo-bleaching
- Slightly reduced resolution
- Reduced acquisition speed

Figure 6. Comparing resonant scanning confocal versus multiphoton IVM imaging for studying cell
recruitment and behaviour in the TME. Advantages and disadvantages of each imaging modality
are listed to provide a basis for choosing which technique would best suit a specific experiment.
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