
 
     

Extended depth of field (EDF) is a novel technique used in a variety of applications including 
FISH spot counting where having the entire cell in optimal focus is critical to obtaining accurate 
results. There are two steps to utilizing the 16um EDF; first images must be acquired with the 
EDF element in place, and second the data must be deconvolved using the EDF kernel prior to 
analysis. This guide describes how to collect and analyze data using the EDF element.  

 
 
To collect a data file using the EDF element: 

 
1. Follow the normal setup and data collection routine as described in the ImageStream 

Quick Start Guide.   

2. Choose EDF1 from the Collection Filter menu on the setup page. 

3. Change the cell classification parameters to accommodate using EDF. 

4. The calibration kernels saved during the last EDF calibration will be 
 appended to the file and the file name will be appended with –EDF. 
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Cell images as they appear on the instrument with (left pair) or 
without (right pair) EDF element in place. Raw Max Pixel values 
indicated in upper left 
 

EDF image of a 
small bead showing 
characteristic L-
shaped pattern 
l characteristics o

he EDF element spr
haped patterns.  Wh
reate an image of the

uring acquisition and
haracteristic L-shape
ith standard mode c

ompensation contro
lace. 

hen analyzing data 
er pixel than in non-d
023 (for the IS100 in
aturate the camera d

bject, Morphology a

ocus gating is not re
an be removed from 

DF images exhibit in

rightfield imagery is 

n in-depth discussio
ytometry Part A (200
1576
f using EDF: 

eads all points of light within 
en EDF images are opened 
 entire cell projected simulta

 before deconvolution, imag
d patterns and raw max pixe
ollection.  

ls for EDF data can be collec

in IDEAS, after the deconvol
econvolved imagery. Theref
strument) or 4095 (for the IS
uring acquisition, these pixe

nd System Masks will be sm

quired. However if there are 
the analysis using a focus g

creased texture due to highe

not as crisp in EDF mode as

n of EDF can be found in the
7) 71A:215-231 
4592 
a cellular image into consistent L-
in ideas, the data is deconvolved to 
neously in focus. 

es will appear blurred into 
l values will be lower with EDF than 

ted with or without the EDF element in 

ution process there will be more light 
ore, raw max pixel values may exceed 
X).  As long as the images did not 
l values are valid. 
aller in EDF mode. 

blurred events due to streaking, these 
ate.  

r resolution. 

 in standard mode. 

 following reference:  


