Automatic imaging for colony assay

1. [bookmark: _GoBack]Turn on the power of three instruments: Power Supply 232, X-Cite 120LEDBoost, microscope
2. Turn on ZEN blue on desktop
3. Small window will pop out showing “Stage/Focus is not Calibrated” -> Calibrate Now: automatic calibration
4. Import saved image for coping the previous settings:
a) File -> Open -> DATA (D:) -> select file -> Open
b) Acquisition -> Reuse
· Alternative way- import saved template: Acquisition -> the default is MultiChannel Experiment*, select the desired template
5. Check Software Autofocus -> select Smart (not Full)
6. Check Channels: only the Bright field is ON
7. Tiles -> Sample Carrier ->
a) Select Template: select Petri Dish 35 mm -> OK 
b) Calibrate -> Sample Carrier Calibration Wizard:
i. 1/4 Select Low Magnification Objective: Objective: 10x Air 0.3 -> Next
ii. 2/4 Setup Illumination: make sure that Transmitted light ON/Reflected light OFF -> Next ->
iii. 3/4 Calibration Stage: X/Y Position: click Calibrate -> Continue -> Next ->
iv. 4/4 Search Reference Point: manually locate dish at the center of imaging field -> look at little screen attached to microscope: click Make it Visible! -> the light will shed on the dish -> adjust the position of the dish OR the value of Position X/ Position Y (25000 μm/ 40,000 μm), make the light shed at the center of the dish -> click Set Current X/Y -> Finish
8. Draw tiles
Tiles -> Tile Regions -> Contour: select rectangular/circular contour shape -> Add “+ “ -> adjust the size of tiles (yellow boxes)
9. Check Tiles -> Options -> Tile Overlap: 10%
10. Acquire images:
a) Tiles -> Advanced Setup -> select desired tiles from drop-down menu
b) Live: to get live image, zoom in and adjust the focus and brightness (make the median of brightness peak locate at the middle of X axis)
c) Start experiment -> Save


· Reduce the volume of diaminobenzidine solution from 1 ml to 0.5 ml helps improving the resolution





Image Stitching

1. Processing -> Batch -> Batch Method -> Stitching -> + Add Files
2. Check Parameters:
a) Edge Detector: Yes
b) Minimal Overlap: 5%
c) Maximal Shift: 10%
d) Comparer: Optimized
e) Global Optimizer:  Best
3. Click Apply


· The best stitching is the combination of the following parameters: stitching + fuse + correct shading edge
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