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Figure S1. Examplary calibration curves for the blue (a), green 1 (b), green 2 (c), and red (d) camera
pixels [1450, 200], [1620, 800], [945, 1200], and [400, 100] (counted after image debayerization) for a
microscope objective Nikon Plan 40×/0.65,∞/0.17, WD 0.56 (LED current 3500 mA, ILCX 0 µm, ILCY
0 µm).
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Figure S2. Distributions of the calibration image intensities correspondingly to Figure S1 for a microscope
objective Nikon Plan 40×/0.65,∞/0.17, WD 0.56 (LED current 3500 mA, ILCX 0 µm, ILCY 0 µm).

Figure S3. Examplary calibration curves for the blue (a), green 1 (b), green 2 (c), and red (d) camera
pixels [1450, 200], [1620, 800], [945, 1200], and [400, 100] (counted after image debayerization) for a
microscope objective Nikon LWD 20×/0.40,∞/1.2, WD 3.1 (LED current 4000 mA, ILCX 0 µm, ILCY 0
µm, closed iris).
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Figure S4. Distributions of the calibration image intensities correspondingly to Figure S3 for a microscope
objective Nikon LWD 20×/0.40,∞/1.2, WD 3.1 (LED current 4000 mA, ILCX 0 µm, ILCY 0 µm, closed
iris).

Figure S5. The dependence of the PIE at α = 2 on the relative position of the objective along the z-axis
for the red (R), green (G), and blue (B) channel of a calibration gray filter (F5 opacity). The z-positions
correspond to the images’ orders. The in-focus image that was selected for the microscope calibration is
shown by the arrow. The used microscope objective was a Nikon LWD 20×/0.40,∞/1.2, WD 3.1 (LED
current 4500 mA, ILCX 0 µm, ILCY 0 µm, open iris).
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Figure S6. Examplary calibration curves for the blue (a), green 1 (b), green 2 (c), and red (d) camera
pixels [1450, 200], [1620, 800], [945, 1200], and [400, 100] (counted after image debayerization) for a
microscope objective Nikon LWD 20×/0.40,∞/1.2, WD 3.1 (LED current 3000 mA, ILCX 0 µm, ILCY 0
µm, open iris).

Figure S7. Distributions of the calibration image intensities correspondingly to Figure S7 for a Nikon
LWD 20×/0.40,∞/1.2, WD 3.1 (LED current 3000 mA, ILCX 0 µm, ILCY 0 µm, open iris).
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Figure S8. Conversions of a L929 mouse fibroblasts’ image using simple Matlab functions. a) 12-bpc
original uncorrected rgb image and b) spectrally corrected image. c) Uncorrected image a after conversion
to grayscale. d) Spectrally corrected image b after conversion to grayscale. e) Uncorrected image a after
binarization and f) spectrally corrected image b after binarization. The microscope objective was a Nikon
Plan 40×/0.65,∞/0.17, WD 0.56 (LED current 4500 mA, ILCX 1000 µm, ILCY -2000 µm).
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Figure S9. Conversions of a L929 mouse fibroblasts’ image using simple Matlab functions. a) 12-bpc
original uncorrected rgb image and b) spectrally corrected image. c) Uncorrected image a after conversion
to grayscale. d) Spectrally corrected image b after conversion to grayscale. e) Uncorrected image a after
binarization and f) spectrally corrected image b after binarization. The microscope objective was a Nikon
Plan 40×/0.65,∞/0.17, WD 0.56 (LED current 4500 mA, ILCX 1000 µm, ILCY -2000 µm).
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Figure S10. Detail of Figures 9c–d. Conversions of a L929 mouse fibroblasts’ image using simple Matlab
functions. a) 12-bpc original uncorrected rgb image and b) spectrally corrected image. c) Uncorrected image
a after conversion to grayscale. d) Spectrally corrected image b after conversion to grayscale. Binarized
c) uncorrected image a and d) spectrally corrected image b. The microscope objective was a Nikon Plan
40×/0.65,∞/0.17, WD 0.56 (LED current 4500 mA, ILCX 0 µm, ILCY 0 µm).
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Figure S11. Detail of Figures 9e–f. Conversions of a L929 mouse fibroblasts’ image using simple Matlab
functions. a) 12-bpc original uncorrected rgb image and b) spectrally corrected image. c) Uncorrected image
a after conversion to grayscale. d) Spectrally corrected image b after conversion to grayscale. Binarized
c) uncorrected image a and d) spectrally corrected image b. The microscope objective was a Nikon Plan
40×/0.65,∞/0.17, WD 0.56 (LED current 4500 mA, ILCX 0 µm, ILCY 0 µm).
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