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Applying Calibration Bars, Date/Time Stamps,
and Text to Images
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Chapter Purpose

The purpose of this chapter is to guide the user through applying
graphics to images such as calibration bars, date, time, text, etc.
on both single and multi-plane images.

This chapter will describe applying graphics to both 8/16 bit and
24 bit images. It is highly recommended to apply these types of
graphics to 24 bit images only. Graphics applied to 8/16 bit
Images have intensity values that are part of the image and can
Interfere  with further processing downstream (i.e. Image
processing and analysis).
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Why Use a 24 Bit Image for Applying Graphics?

Molecular Devices recommends converting images to 24-bit when applying graphics.
When graphics are applied to a 8/16 bit image, the pixels associated with the graphic
have an intensity value. These pixels can then interfere with any processing
downstream such as image analysis. Additionally, there are more formatting options
for graphics applied to 24-bit images such as being able to apply different colors.

In the below 16-bit example image, In the below 24-bit example image,
the calibration bar is based on the the calibration bar can be displayed
LUT (blue) of the image in different colors
(!3 *DAPI (50%) (el @ |23 | , I “Overlay (50%) S &=

200 um

PlaneStagelabel: CO3 : Site 1 ; PlaneZPosition: 0

PlaneStagelabel: D03 : Site 1 ; PlaneZPosition: 0
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|
Converting a 8/16 Bit to 24 Bit Image

1. Inthe main menu, select Edit > Image > Duplicate As Displayed

2. Select the appropriate image by clicking on the button below Source
Image

3. Under the Duplicate section, select Entire Image

4. Click on the Okay button

(D Duplicate As Displayed ol & ==

Source Image:
OK
DAPI ok |

Destination Image:

¥ | Untitled

Duplicate:
Within active region (@) Entire image

5. This will create a 24 bit image

Ctrl+Z

NOTE: This command will create a 24-bit image that only

Copy... Ctrl+C fnagsiotos el appears to be the same as the original.
Image Status Bar...

Pi Ctrl+V
Rename Image...

Image L Annotate Image...

Displ

= a?’ Duplicate Image/Plane... Ctrl+D

Graphi Duplicate Image/Plane with Zoom... Alt+Z

Process Duplicate s Displayed...

Stack

Preferences.

Configure Default Paths...

Image Format Preferences...

v Untitled
DAPI
HTS - DAPI
FITC
HTS - FITC PlaneStagelabel: C03 : Site 1 ; PlaneZPosition: 0
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Applylng a Calibration Bar

),

Calibration Bars are used to stamp a distance
calibration bar on the selected image
Applying a calibration bar requires that the
Image(s) are annotated with pixel-calibration
values

Click on the Image Info button

ALT + | buttons on the keyboard

« |If the images were taken on an ImageXpress
Instrument, pixel-calibration values should be
automatically populated

If the images were taken on another microscope,

or press the

Property Value

Lo !\pr Mdl
Storage Requir
Image Width
Malald

ent{Megabytes)

MetaSeries Single/Multi-plane TIFF
Wed Mar 30 13:25:52:377 2005

Blue
1.25MB
640

£12

Image Depth (bits)

Image X Calibration (um/pixe

16
Jo.932593

Image Y Calibration (um/pixe

0.932593

1 of
Slg Lbl

PI e Stage Position X
4 ]

C03: Site 1

-

| »

Plane Number: !

&

[ Openlog | [Corfigure Log...| [ image Status Bar... | [ Pot.. |[ Gose |

Data Log Not Open

In the main menu select Measure > Distances >

Calibrate Distances

« Click on thel[#] button to add another row

Enter Name, X/Y calibration values, and select

Units

* Click on the button next to Image to select the
Image of interest and click Apply OR click on
Apply To All Open Images

e DAPI
Calibration: 065 um/pixel
s " 0.65um/pixel
Calibration
Last loaded/saved calibration file:
Mame | x| v | unts |M jon | Comera | Ch [I]
[Nonel 1,0000) 1.0000| Pirels lMNore] ] lAny] | lany]
20X ELWD 0325  0.3250/um :II 20X ELWD j [Any] ] e
4% SF 16250 1.6250 um 4XSF [Any) ] [any)
10% PF 0.6500 06500 um | 1< PF _i[Any] ; [y
40xELWD 01630 01630/um | 40X ELWD v [Any] zeng | ¥
Enter Info 06500 06500 um I [ [ (T
< | 12 @

(Calibrate by Region... [Loadfrom Fie...| [Saveto Fie...|
(oo ] [Aoply ToAOpen images | [ Gose |
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.
Applying a Calibration Bar

5. In the main menu, select Edit > Graphics > Calibration bar

6. Select the source image by clicking on the button next to Image or
clicking on the image itself (highlighted in green)

7. Enter / Adjust the following:
 Bar size (um): Length of the bar stamped on the image
 Thickness (pixels): thickness of the bar stamped on the image
« Bar Orientation: adjust the X/Y values or click and drag the outline of the bar

in the image to adjust positioning

If you would like to apply the
graphic to a stack of images. Use
this button to select the

Bar Orientation —_ ot | ( )
OVetcd | Y. 28
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Applying a Calibration Bar to 8/16 Bit Image

8. Click on the More>> button for more formatting options
« To apply the calibration bar as part of the overlay (does not affect pixel intensity
In image), select Measurement Overlay and select the desired color from the
drop-down menu
« To apply the calibration bar as part of the image (affects pixel intensity in

Image), select Image and set the colors for the borders:
» Fill interior area of bar: highest value possible
 Draw label on image: highest value possible
 Erase image behind label: lowest value possible

 Under Bar border color enable all options
e Click on the Font button to change font and size

9. Click onthe Stamp button to apply the calibration bar

== g;?agem Moo resvent Color: ';a:n:gem Measurement Color
© Measurement Overay @ Measurement Oveday | Pumle v
CLi Color:
Bar size (um): 101 & B boer; ol '?’4?59:5 : Bar border color: 644472
Thickness (pixels): 10 2] (V] Fil interior area of bar 534359 3-: (V] Fill interior area of bar 644475
Bar Orieritation Draw label onto image '73473@:: i Drs el Gk Riag baea7|
@ Horizontal X "?;Eﬁ = B s e (343695 Erase image behind label 1300 [2]
© Vettical Y. 28 5 MS Sans Serf Regular 18 MS Sans Ser Regular 18
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Applying a Calibration Bar to 24 Bit Image

8. Click on the More>> button for more formatting options
» To apply the calibration bar as part of the overlay (does not affect pixel intensity
In image), select Measurement Overlay and select the desired color from the
drop-down menu
« To apply the calibration bar as part of the image, select Image and set the

colors for the borders:
» Bar border color: color of choice
» Fill interior area of bar: color of choice
 Draw label on image: color of choice
» Erase image behind label: different color than the above (suggested set to black)
e Under Bar border color enable all options

» Click on the Font button to change font and size
9. Click onthe Stamp button to apply the calibration bar

Stamp Location Location
(:)ainmage Measurement Color: (gai':ge IMea.; urement C \;.h:\.r&
. © Measurement Overlay () Measurement Overay | Pumle =)
i ) = — Bar border color: 34369)% | Bar border color- -
size £ ~ ———
- - L (V] Fill interior area of bar (34369t V] Fillinterior area of bar (Color...| N
B Pt - [V] Draw label orto image [43695] ] Draw label ontoimage (Color...| [
@ Hoizotd = X 118 H = Erase image behind label (34369 Erase image behind label -
© Vertical Y: 28 5 [ Font... | MS Sans Serf Regular 18 [ Font... | MS Sans Serf Reguiar 18
- —
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Applylng a Date / Time Stamp

In the main menu, select Edit > Graphics > Date/Time

2. Select the source image by clicking on the button next to Image or
clicking on the image itself (highlighted in green)

3. From the Date/Time drop-down menu, select the desired option:
« Time Image was Created: time image was created (acquired)
e Current Time: current time on the computer
 Elapsed Time (use for stacks only): time between planes
e Stopwatch 1/2/3: enter description

4. Click on the Font button to change font type, size, and formatting

: Time Image Was Created
If you would like to apply Curent Time
the graphic to a stack of Elapsed Time

images. Use this button Stopwatch 1

|a |

X: 1440 ‘ 499% Stopwatch 2
i = Text: } =
to select the appropriate ] Lidid] op

[ Cose |

Stopwatch 3

plane(s). Y: 951 [ Backgiound: 1748
o [¥] Make Colors image Min/Max
@ [¥] Fil Background
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Applying a Date / Time Stamp

5.

Click on the Format button to configure
Date/Time format

Click in the corresponding tab as selected in
the Date/Time drop-down menu

Enable the desired checkboxes and click the
OK button

[¥] Weekday [¥] Hours

[¥] Month [¥] Minutes
[V] Day [V] Seconds
[V] Year [¥] Miliseconds

Sample: Wed Jul 01, 2015 15:31:58. Sample: 365:15:32:17.989

image: Selected DAPI | £ |
Date/Time: | Elapsed Time ) [ undo |
o L
X: 1440 [ Texn (49996 =]
Y: 9514{371} Background {1748 ;}
Dot o

Lok | Cancel | | [ ok ][ Cancel |
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Applying a Date / Time Stamp to 8/16 Bit Image

8. Adjust the position of the time stamp using  FEmm ===
the X/Y spin boxes or by click and dragging | ,..... ssceion |2 |
the position box on the image Date/Time: [Elapsed Time v) [ undo

9. If the Make Colors image Min/Max is = -
enabled, the colors of the stamp will be D
based on the displayed (LUT) color of the B X Beckorouid
image

« Disable the checkbox in order to enter values P “seecteaFTC 6030 (5710
In the spin boxes under the Color section -
* Values are based on pixel intensity (higher
values = brighter color)
10. Optionally, enable Fill Background to

change the color behind the stamp

11. Click on the Stamp button
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Applying a Date / Time Stamp to 24 Bit Image

' D Date/Time = ] [i_E.j
. . . . image: Untted | £ |
8. Adjust the position of the time stamp using Dote/Tro: [Bapeci s 2 [

the X/Y spin boxes or clicking and dragging  |[Fesen  coor =

the position box on the image xz o ter (oo |
p g Y: 49 +  Background: -

[] Make Colors image Min/Max

9. If Make Colors image Min/Max is enabled, || #igadgound
text will be gray and background will be
b | aCk f B “Untitled (100%) (10/10) ‘-? == |

10. Disable the checkbox in order to select
desired colors

11. Click on the Stamp button

PlaneStagelabel: E06 ; PlaneMagnification: 20X Plan Fluor ELWD
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Adding Text

1. The Text dialog can be used to stamp any

text to image(s)

2. Inthe main menu, select Edit > Graphics X

> Text

3. Select the source image by clicking on the
button next to Image or clicking on the
Image itself (highlighted in green)

4. Enter the desired text in the Text section

5. Click on the Font button to change font
type, size, and formatting

6. Use the X/Y spin boxes or click and drag

Ye

Text:

varable name between

(] Coert

Image: Selected Cy5 (Alexa 647)
03 2] Tet oer
@ Back. Color: | Undo J
ENTER DESIRED TEXT H:RE -
NOTE: Variables may be sfiecfiied by enclosing the

% characters (ex. %X%).

14

I

If you would like to apply the
graphic to a stack of images. Use
this button to select the
appropriate plane(s).

the outline of the text box to adjust

positioning

Q
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Adding Text to 8/16 Bit Images

7. Text color for 8/16 bit images is based on the displayed color (LUT)
 Use 65,535 for Text Color
* |f enabling Erase image behind text, set Back color O

8. Click on the Draw button

f = ) T “Selected Cy5 (Alexa 647) (33%) (4/4) (o] @ |3
D Text o & = IOKIODID
Image: Selected Cy5 (Nexa 647) | £ |
X: 415 £ | Text Color: 6553512 Close
Y: 31 %|JBack.Color: 0 2 Undo

/| Erase image behind text
Text: Sample Text

NOTE: Variables may be specified by enclosing the
vanable name between two % characters (ex. %X%).

Font... | Courier New Regular 72

Text color is based on the LUT of the image.
Changing the color will change the display of the
image and the text color.

PlaneStagelabel: ; PlaneZPosition: 12039.3
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Adding Text to 24 Bit Images

7. Text color for 24 bit images can be selected
* Click on the Color button next to Text color to select a color from the palette
« If enabling Erase image behind text, click on the Color button next to Back.

Color
8. Click on the Draw button B . =D X
(D e =)
Image: Oveday I
X: 421 < | Text Color: [Color...} { Close ]
Y. 16 [3]Back.Color: [Color... | [ Undo |
V| Erase image behind text

Text: Sample Text

NOTE: Vanables may be specified by enclosing the
varnable name between two % characters (ex. %X%).

Font... Courier New Regular 72
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Support Resources

F1 / HELP within MetaXpress® Software

Support and Knowledge Base: http://mdc.custhelp.com/

User Forum: http://metamorph.moleculardevices.com/forum/

Request Support: http://mdc.custhelp.com/app/ask

Technical Support can also be reached by telephone:
« 1(800) 635-5577
« Select options for Tech Support - Cellular Imaging Products -
ImageXpress Instruments
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