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In this presentation, you will learn how to adjust:
* CDA45 gating

* Bead gating

e CD3/SSC gating

We will be using BD MultiSET software, but the same principles
may be applied to other flow cytometry gating programs and
platforms.
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CD3/CD&/CD45/CD4 TruC Data Set[ 1] Data Fe:
Reagent Lot ID: 78222 Events Acguired: 15000  Abs Cnt Bd Lod ID: 20071 Aftr Def File: 3781

File ID: EBB43D7F-52A8 Beads Per Pellet: 47100
A1CT-ADO 208

Lymph Events

Bead Events

CD3+ %Lymph

CD3+ Abs Cnt
CD3+CDB+ “tLymph
CD3+CDE+ Abs Cnt
CO3+CDd+ %tlymph
CO3+CDd+ Abs Cni
CD3+CD4+CDB+ %Lymph
CD3+CD4+C08+ Abs Tt
CD45+ Abs Cnt

THIS Ratio

CD45-PerCP COZ-FITC

QC Messagas:
Code 3: Bample integrity

. Visually inspect.

Code 4: The C03+ %Lymph value lizs outside tha normal referance ranga
Code 4: The CO3+ Aba Cnt walus lies outside the normal referencs range
Code 4: The CO3+C04+ Abs Cnt value lies outside the normal refarance ras

UK NEQAS 358001
S MLTTru v2 0

Tube Mame: COCD16+56/C045/C019 TruC
Siatus: Mot yet run
File Mams:

Select “Manual Gate”
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Manual Gating Work Table:
1. CD45/SSC
2.CD3/CD8
3. CD3/SSC
4. CD8/CD4
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* As samples degrade, monocytes may present lower than usual on the
CD45/SSC plot. The automated gating may not always detect this
anomaly.

Double click on the CD45/SSC plot to enlarge it. Redraw the
lymphocyte gate if necessary.
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 Assamples degrade, the CD3+ population will appear dimmer. It may
even start to overlap with the CD3- population. The automated
software may not always detect this anomaly.

Double click on the CD3/SSC plot to enlarge it. Adjust the CD3 gate if
necessary.
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Manual Gate

When you are ready to check
your work, click the “Analyze”
button for an updated report.
Then, re-enter the Manual Gating
Worktable by selecting “Manual
Gate”
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Checking the CD45/SSC Plot

The bead population is completely
purple. If there is any white, the
bead gate on the CD3/CD8 plot is
pulled too high.

The entire lymphocyte population is
included. If you see a section that is
90% “blue” events at the top of the
gate, you may need a tighter gate.
The gate pictured here is well-
adjusted.
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Checking the CD3 Gating using the CD3/CD8 Plot

* The CD4 and CD8 clusters should be tight and separate. CD3- “Blue” events
should not be present in the CD3+ space, and CD4 and CD8 events should not
be in the CD3- space. A line break is included below to help visualize.
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The staff at the IQA Center is available for technical consultation concerning
laboratory techniques for these procedures. You may contact Raul Louzao at 919-
684-5861 raul.louzao@duke.edu or Sylvester Hood at 919-613-4469
sth7@duke.edu

tllul Duke University IQA
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