
Standard Operating Procedure
Analyzing Imagery Using RosetteDetect™

Overview: This document summarizes how to use the RosetteDetectTM web platform using
images gathered from RosetteArrayTM plates/kits.

Equipment Required:

● Computer(s) with Image Capture Software, Internet Access, and spreadsheet processing
software

Materials Required:

● Immunostained 96-well RosetteArrayTM plate (DAPI (405 nm), N-Cadherin (488 nm), Pax6
(561 nm)) mounted with Glass Antifade Mountant Solution (Catalog #: P36984,
Thermofisher) and cultured using Neurosetta’s Standard Operating Procedure

● Image sets gathered using Neurosetta’s Standard Operating Procedure

● Image Processing Credits purchased at:
https://neurosetta.com/product/image-processing-credits/

Protocol Overview:

1. Buying image processing credits
2. Logging into the RosetteDetectTM web portal
3. Uploading and processing image sets with RosetteDetectTM

4. Downloading and interpreting results

Protocol:
1. Buying Image Processing Credits

Image processing credits are available for purchase at:
https://neurosetta.com/product/image-processing-credits/. One credit can be redeemed for the
processing of one image set. Once purchased, an account for rosette detect will be
automatically created using the email address input for the purchase.

https://neurosetta.com/wp-content/uploads/2024/12/Neuroetta-SoP-RosetteArray-culture_REV5.pdf
https://neurosetta.com/wp-content/uploads/2024/12/04172024_SoP_ImageCapture.pdf
https://neurosetta.com/product/image-processing-credits/


2. Logging into the RosetteDetectTM web portal

Logging into the site is accomplished by accessing a magic link sent to the user’s email
account.

1. First navigate to https://rosettedetect.neurosetta.com/
2. Enter the email address used to purchase the image processing credits
3. A magic link will be sent to the client’s email address. Click on it and you will be

automatically logged into the RosetteDetectTM portal. Once logged into the portal the
client can see their purchased and available credits at the top of the screen. To buy more
credits click the “Buy Credits” button in the top right corner.

3. Uploading and Processing Image Sets with RosetteDetectTM

Uploading and processing image sets using RosetteDetectTM is a user-friendly, intuitive process.
Image sets must be captured using Neurosetta’s Standard Operating Procedure (Hyperlink).
After upload, image sets will undergo a quality check to ensure reliable data. Clients will only be
charged for image sets that pass the quality check. After the quality check is completed, the
image sets will be analyzed using RosetteDetectTM’s AI-powered and proprietary image analysis
software.

1. To begin uploading and processing image sets, enter an image set name in the “Set
Name” text box.

2. Next, adjust the color channel settings to whatever method was used for staining. To
automatically quality check and process image sets on upload, then check the
“Automatically process image sets after upload” box. This box will be referred to as the
“AutoBox” from here on out. Alternatively, leave it unchecked and get quality check
results before processing. To begin uploading, click the “Upload Images” button.

3. Click to upload or drag and drop image sets into the portal. Currently supported image
set types are .nd2, .oib, .lif, .czi, and .tiff. All image files must have five slices and contain
a single tissue.

4. If the “AutoBox” is checked, image sets will be automatically quality checked and
processed.

5. If the “AutoBox” is not checked, then wait for all images to upload and click the “Finalize
set” button. Once that is clicked, the set will be saved and ready for processing. Check
the quality check status of image sets in the “IMAGES” column. If only a green
checkmark appears, then all image sets have passed. If an image does not pass the
quality check, then a red “X” mark will appear, showing the number of image sets that did
not pass. Hover over this check mark to see which image sets have not passed the
quality check and the reason for failure.

6. Click the “Begin Processing” button to process a dataset.
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4. Downloading and interpreting results

Once processing is completed, a dataset will be saved and results can be downloaded by
clicking the buttons under the “Actions” column. Clicking the first button ( ) will download
tabular results showing rosette emergence and morphological data. Clicking the second button
( ) will download example result images that show the outlined rosette.

1. Tabular data (see Figure 1) includes:
a. Name: Name of file uploaded
b. Successfully Processed (True/False): Boolean value indicating is file was

successfully processed. If there is a “false” value please contact
customerservice_RD@neurosetta.com. Include the corresponding “Message”
text in the email.

c. Message: Error message if there is an unsuccessful image processed.
d. Rosette Detected? (True/False): Boolean value indicating if there is a rosette

detected in the image set
e. Area (µm2): 2D rosette area. This calculation uses the assumption that the image

resolution is 0.62 microns/pixel and image sets are 512 pixels by 512 pixels
f. X & Y Coordinates (pixels): Coordinates in pixels of rosette centroid (pixels)
g. Eccentricity (0-1 double): Eccentricity of rosette
h. Cells (integer): Count of thresholded DAPI+ segments
i. NEC (integer): Count of neuroepithelial/radial glial cells from thresholded Pax6+

segments
j. Sample Image Generated? (True/False): Boolean value indicating if a sample

image was generated for this image set
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2. Example result images showing an outlined rosette (Figure 2) are available at a rate of 5
examples per 1000 images processed. This is meant to be a sanity check for the client’s
team to determine if data is being processed correctly. If there are any problems with
your results please contact customerservice_RD@neurosetta.com.
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