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Colony Counting: Using GS800 Scanner, Quality One Software

Turn on Scanner and wait for both
lights to show steady green- this is
the ready state.

Turn on Host computer, logon as
Operator/SMET

Select Quality One to scan (acquire)
and image

+ Students may not use another person's account or lend their account to

someone etse.
Internet
Explorer * Students must be aware of and comply with the licensing and copyright
restrichions applicable fo software and data files they may acoess.
N ',-3 ot Copying software is sfrictly forbidden unless specifically authorized by an
!-.] ) ;’ u-_ ﬂz: appropriate College authority.
2100 expert MD-1000  Quantity One + Users must respect the privacy of others; they may not acoess private
¥3.5.1 files or communications of others, even if those files are unprotected.
POF POF + Federal law prohibits the fransmission of certain software into certain
2 ) foreign nations. When in doubt, students should not send software.
nd-1000-v3.... Q”;”;:E:a?ne + Game-playing within College computer laboratories is prohibited unless
assigned as part of a course.
! m * Use of College computer systems fo listen to Internet-provided music
2l (MP3, Streaming Audio) or Intesnet-provided video {Streaming Video) is
PDQUest prohibited unless as assigned as pari of a course.

jal or pomnographic (as
nts or images is sirictly

Link to BioRad Quantity One 1-D Analysis Software Users Manual (pdf) s o

lamaging any College
cducing a computer

* Under Missouri law, unauthorized access or interferenoe with computer
systems, computer data and other computer users is a felony.


Users.stlcc.edu/Departments/fvbio/Proteomics_Quality_One_Biorad_Software_Manual.pdf
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Colony Counting: Quality One, Select Scanner

= Quantity One

A

Select Scanner

osoft PowerPoint - [...

¥olumes Quick Guide

s Conkour Tool
T [u]n] |
Print Image

Walume Analysiz Report. .

Choose Select Scanner on the
Volume Quick Guide menu
Select GS-800 as scanner type

L L [ [ L [ [ [ | [ g
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= .. Colony Counting: Set Light, Preview, Acquire Image

HEOEE | TR

!

il
~Step | - Select Application 1- Yolumes Quick Guide £
Select... 3 E 1. Select Scanner... j
H- fil .
e RS 5 Open... j
Gray film = i
7- 2 Zoom Bow j
’ . g: . Transform... j
Fiker [JRed [ Greer\ [[Blue  []'hite
Light ™ Reflective & Ti\nsmissive 11- ! 2 ;,_"'_"._ = _:\_ _: - Wolume Rect T ool j
\ 13- i 4 [ E 7|5, Wolume Free hand Tool j
- ! 4 =
~Step |l - Select Scan Area 15 | I %%|B. olume Contour Tool j
Previ - ' I
TEview 2Can - . 7 - Select Toal j
Click and drgg in diagram to set scan are ) ' AR
Top Left . ! * ! . Print Image. . j
Bottom: |15 & Right 21: T B b . Yolume Analpsis Report... j

= K.epboard commands:
\ \ 23 Chrl-click = copy a wolumne box

~Step I - Select Rezalution Shift-click = rotate a volume box

Select...

] |

7 resalution | &N S Microns

' rezolution |63. & ticronz

Image file size: 4.17

_ 1. Selectimage and then Photograph

Qucaie| 13 5o | .| 2. Change Light from Reflective to Transmissive to
e a7 ) best see your specimens
ko v i S \Sﬂw 2. :\‘.. Preview Scan and wait for image outline to appear
3 ke Backup Copy \— 4. Adjust “crop box” to contain just your specimen
[JHighlight Saturated Pissls ~ 5. Select “ACQUIRE” to capture the image

6. Hit STOP if image preview fails to appear
Dptiuns...‘ @ Help |
distart| @ (@ 2 (¥ (0 2] 1y © |45 quantity One - 5.7 @7 © %MK 10:03am




==  Colony Counting: Scanner, Examine Acquired Image
ﬁ'@@ﬁﬂd“‘\ —| =T yoim

Step | - Select Application 1- 1.r|um.=_-5 Quick Guide =]
Select... 3 E 1. Select Scanner... j
- £il - Y
ray film e : g Open... j
- O] x .
—I—I—I % 2. Zoom Box j
ﬁ' 3. Tranzform... j
o et | ] % 4. “Yolume Bect Taool j
w7 |
ar ! J 8. “alume Free hand Tocl j
| 4
' | %2 B olume Contour Tool j
1 jl
N ' |7 Select Tool j
: Al J

. Print Image. .. 7

. Yolume Analpsis Report... j

K.epboard commands:
Chrl-click = copy a volume box
Shift-click = rotate a volume box

] |

a7
Ao Stop | -
Q c:quuel +% Stop -
O ptionz 7=
[(JAuta Save After Scan [JHide Grid 39-
{Make Backup Copy F R D A e s
(] Highlight Saturated Pixels i——— |

Dptiuns...‘ @ Help |

=
-
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File Edit Wiew Image Lane Band Match  Wolume | Analysis Reporks  Window  Help

Colony Counting; Scanner, Select Analysis, Colony Counting

] er— B 1. Skt s
H-ray film

DiFFerenl\J Displat.. . g Open...

Al
G ” ; @B. Fririt Image. ..

. Yolume Analpsis Report...

d

2

£ Operator 2010-07-09 10hr 03min (Raw 1-D o Ca|.;)§i.;.n5,,, 1Ol x| % 5 Zoom Box ﬂ
YNTR Displa 3. Tranzform... j

Feadyfgarosa\J6 Flus, ., : B ;_.-;""'-""‘_“-' _:\_ _i 14 Yolume Rect Taol j

i ff "._E @ 5. Yolume Free hand Tool j

! ﬂﬁ %2 B olume Contour Tool j

E b i M 7. Select Toal j

5 i

| i

K.epboard commands:
Chrl-click = copy a volume box
Shift-click = rotate a volume box

=i M

1. Select Analysis
2. Select Colony Counting from Drop Down Menu

@.ﬁ.cquirel % Stop |

O ptionz
[(JAuta Save After Scan

[JHide Grid

'23 25 27 29
[CJHighlight Saturated Fisels

Dptiuns...‘ @ Help |

=
-
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Colony Counting: Adjust Area of Colony

~Step 1: Define Region and Count For best results, adjust the Gel Doc zoom lens so that
Al = LAl n;'_rlqnu. o el

Define Counting Region.
rag the cursor from center to edage of dish image.

Sensutlwty il il

~Step 2 Adjust Results \
White e

Colony count |o

Adjusted coun* '~

Count vs.
Peak density

Cutoff J
White/Blue 1 [

STEP 1: DEFINE REGION and Basic Count Controls

1
~Step 3: Tools/options 2. Select Icon to Define Region at Center of Image
(@) anore region [X] Show data area 3. Drag cursor to move “Blue” diameter circle
S : Y . :
@] Make Colory [X]Mark white calories | 4, Adjust SS|t|V|ty, higher to find more colonies

[X]Mark blue colonies
@J Erase Colony

~Step 4: Save To Batch File

[JBatchmode... MNew batch... | Open batch... Save Count | Load Next

Batch File Becky.GFP.Neg.03. batchcount. 1. xls iéj E’_:IJE\J ﬁr?_l gjg_l

Count Name |0perat:ct Z010-07-03 10hr 03min/10:04:54

Count Comment |

Close | Reset | Help l

QjStartI é @ ix o v © 'Q Quantity One - 4.6.7 i3 Microsoft PowerPoint - .. |
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File Edit
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Colony Counting: Adjust Count vs. Density |

~Step 1: Define Region and Count

@ Define Counting Region.
Drag the cursor from center to edage of dish image.

Count I Sensitivity ' ilil

Averaging (*1 ("3 5 (7 []Plague

o

{ 1. If thereis aclear peak on the left end of the
colony histogram, it is probably due to
background intensity or noise in the image.
/ 2. Use Cutoff slide to adjust per notes below

~Step 2 Adjust Results

White

Blue

Colony count |0

75

Adjusted coun* '~

[

Count vs. WLM
Peak density [l
" —  —— _ : _ _
I If hackground is heing detected as colontes, you can use the histogram and the Cutoff
slider to correct this.
Cutoff i
\White/Blue . Drag the Cutoff slider to the right until 1t 15 centered on the right edge of the
- hackoround peak.
~Step 3: Tools/options
@J Ignore region [X] Show data area
@I Make Gty [X]Mark white colo __ Background peak
[X]Mark blue calon
@J Erase Colony Count vs.
Feak density
~Step 4: Save To Batch File . Cutoff mark
[JBatchmode... MNew batch... | Open batch... Save Count | Load Ne:
~ Cutoff it
Batch File Becky.GFP.Neg.03. batchcount. 1. xls : U

Count Name |Operator Z010-07-08 10hr O03min/10:06:46

Fig. 5-5. Using the Cutoff slider.

Count Comment |

The vellow portion ofthe bar beneath the histogram tmarks the range of image data
has been designated as background noise, and 15 not being considered for colony

QjStartI BOLERGBERO® 'QQuantityOne-4.s.7 = counting purposes The gold portion of the har marks white colony datarange
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Colony Counting: Adjust White vs. Blue

=12l

= E

~Step 1: Define Region and Count

@ Define Counting Region.
Drag the cursor from center to edge of dish image.

Count | Sensitivity ﬂil

Averaging (*1 ("3 5 (7 []Plague

For best results, adjust the Gel Doc zoom lens so that
Al = LAl 0 Ao i e |

beiadinla GIL

~Step 2 Adjust Results

White Blue
Colony count |0 75
Adjusted coun* '~ oo

Count vs. WL“
Peak density [N
: BT
L s—
Cutoff J
White/Blue 1 |

~Step 3. Tools/options

@J Ignore region [X] Show data area
o [X]Mark white colonies
ake Colon
@l Y [X]Mark blue colonies

@J Erase Colony

~Step 4: Save To Batch File

Save Count | Load Next...

[dBatch mode... Mew batch... | Open batch...

Batch File Becky.GFP.Neg.03. batchcount. 1. xls

Count Name |0peraz:c-r Z2010-07-03 10hr O03min/l0:06:46

Count Comment |

Aistart| @ (G (2 (% (@ (2 (v © |45 quantity One - 4.6.7

Totals
White O
Blue 75

[G Microsoft PowerPoint -

White and Blue Colonies

If vou know you have white and blue colonies in the image, and there are two dear
peaks on the histogram to the right ofthe backeround peak, you can use the histogram
to distinguish between these types of colonies.

rResults

White Bue
Colany couni |93 |162
Adjusted count |93 |162

White peak
p — ||| -Blue peak
Count vz,
Frak density
i e
A s
— S— )
Cutoff r il +— Whiterblue
. — division rark

‘whita/Blus LI

Fig. g-8. Using the White/Blue slider.

Drag the White/Blue slider to the left until it 15 positioned between the two peaks.
The white colony data range 12 indicated by gold on the bar beneath the histogram,
and the blue colony data range is marked with blue.

Az you drag the slider, the numbers ofwhite and blue colomes will change in the
dialog and 1n the text box on the image. Also on the image, you should see the marked
white colonies {gold triangles) change to blue colonies (blue squares).

ote:  Ifthe blue colonies are not marked on the image, check to make sure that the

Mark Blue Colonies checkbox at the bottom ofthe dialog is checked.
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Colony Counting:

Adjust counted items

= E

~Step 1: Define Region and Count
@ Define Counting Regian.
[irag the cursor from center to edge of dish image.

M Senszitivity ﬂ ﬂ

Averaging (1 3 (5 &7  [JPlague
~Step 2 Adjust Besults
Wafhite Blue
Colony count

183 u]
r-

Adjuzted coun* e

Count ve, ﬂ

Peal. density I II| I| |
B

Cutoff |

YWhite/Blug T J

~Step 3: Toals/options

Igniore region

@ b ake Calony
@ Eraze Calony

~Step 4: Sawve To Batch File

[#] Show data area
[%] Mark white colonies

b ark. blue colonies

\

[JBatch mode...  Few bakch. .

Batch File

Open batch... Save Count | Load Mest. .. |

Becky. GFP.MNeg. 03 _batchoount . 1._xls

Count Mame |Dperator Z010-07-0% lohr O0Zmin/sl0:07:32

Count Commett |

Histart| @ (@ [ [ (@ ) v @ [£5quantity one - 4.6.7

1. Use STEP 3: to Adjust items in/out of the counts
2. Erase colony; then pick items from image that are

3. Make Colony; then pick items to be added as

ﬂ'.;_'z_;l, Microsoft PowerPaint - [L.. |

+ % For best resulks, adjust the Gel Doc zoom lenz zo that
I Ll M Lorl o P P ) S 4 | I Y | M |

Marked
Colonies

Totals
White 153
Blue 0

NOT part of the colonies

colonies (yellow markers)

=
-

2)

D %] ® 10:07 am




R Colony Counting: Save Count Data to File (Excel, other)

= E

Ly

For best results, adjust the Gel Doc zoom lens =o that
Ll M Lorl o P P ) S 4 | I Y | M |

~Step 1: Define Region and Count

@ Define Counting Regian.
[irag the cursor from center to edge of dish image.

M Senszitivity ﬂ ﬂ

Averaging (1 3 (5 &7  [JPlague

~Step 2 Adjust Besults

Wwihite Blue
Colony count 152 ]
Adjuzted coun* e F-
Count ve,
Peak density Il II| I| | 1 STEP 4:
2. Select New Batch, Enter or edit filename

i /

Cuikaff 1 /
YWhite/Blug T / J

/

~Step 3: Toals/options

lgnare region 8 [Slem et £ 1. Save or Print File and Images
1 ok Gl [®] Mark white colonies
@ e e [>] Mark blue colonies

/ Blue 0O

@ Eraze Colony YWithite 162 \

~Step 4: Sawve To Batch File

[¥] Batch mode...  Mew batch... | Open batch... Save Count | Load Nest...

Batch File |Bec]-:§,r.GFP.Heg.DS.hatchcmmt.l.xls

Count Mame |Dperator Z010-07-0% lohr O0Zmins10:11:41

Count Commemt |

Cloze | Fezet | Help |

=
-
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Colony Counting: Viewers, Counters at FV

Key Features:
Even, glare-free illumination
Light is spread uniformly over the entire culture plate
Colonies are bright and easily distinguished
Adjustable dish holder for centering both round dishes and square culture plates
Adjustable focusing rod
Lens rotates a full 360°
Built-in tilt leg
Optional 1.5X auxiliary lens fits over standard lens, increasing magnification to 3X
Footprint: 12.5in wide x 14 in high x 12 in depth

Quebec Darkfield

Model 3330

1. An adjustable dish holder for centering round dishes with diameters up to 100mm and
square culture plates up to 200mm x 100mm.

2. An optional 1.5X auxiliary lens fits over the standard lens increasing magnification to
3.0X.

3. The adjustable focusing rod allows the 1.5X standard lens to be raised or lowered. The
lens also rotates a full 360° for ready access to culture plates.

4. A built-in tilt leg may be mounted in the front or rear of the instrument allowing a
convenient tilt angle, or it may be locked flat to the instrument base.

5. A white-ruled Wolffheugel counting plate is included.

6. Internal standard light bulb, 110V plug connection, On/Off switch. Quebec Darkfield

Model 3325, 3327

FVCC:BioTech;Morrison 7/15/2010 Page 12



Counter: Automated, Invitrogen “Countess” ;
(Example Only , Presently Not at FV)

--'ll_l.\_l_

-h-I—

The Countess™ Automated Cell Counter uses
trypan blue staining combined with a
sophisticated image analysis algorithm to
produce accurate cell and viability counts in just
30 seconds. The algorithm also measures
average cell size of live, dead, and total cells to
give you all the data you need to proceed with
your experiments. The measurement range
extends from 1 x 104 to 1 x 107 cells/ml, with
an optimal range from 1 x 105 to 4 x 106
cells/ml, broader than that of a hemocytometer
(view technical notes for more comparison
data). The optimal cell size is between 5 pum to
60 um (view validated cell lines). A handy
dilution calculator even helps you determine
how to prepare your sample for your next
passage or experiment.

FVCC:BioTech;Morrison 7/15/2010

1 iy Counbess™ Automated Cell Gounke
t Il Homsaspbormeadee

Measured concentration
2

Call suspansion dilution (calls/ml)

The Countess™ Automated Cell Counter eliminates the tedium
and subjectivity of manual cell counting. Automated counting
frees up your time, reduces eye strain, and minimizes subjective
judgments that can lead to error. It takes 3 simple steps:

1. Mix 10 pl of sample with 10 pl of trypan blue, and pipet into
Countess™ chamber slide
2. Insert slide into the instrument

3. Press the "Count cells" button, results are displayed in 30
seconds
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: Other Protocols or Notes

» Future home of other or more details protocols....
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