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FLOW-GEN-009 JA3

Gate Adjustments in BD Multiset Software for
CAP PT Samples and Process Control Cells

This Job Aid should serve as a visual aid when performing lymphocyte gating in BD Multiset software
for CAP proficiency test samples or Status Flow Process Controls. These test samples contain stabilized
cells which may have altered staining characteristics when compared to fresh, non-stabilized test samples
that we receive for patient testing. Dim, nonspecific staining may be present and must be handled by
using the manual gate adjustment feature of Multiset.

Below are examples showing how CD8+ events were contaminated with events (nonspecific staining)
causing a falsely elevated absolute CD8+ result. There may be other instances where this may occur with
other markers in the lymphocyte analysis panel. Lab personnel should thoroughly review all results for
control and proficiency testing samples paying particular attention to this issue.

Example 1 is an example of a reported CAP Proficiency Testing (PT) result that contained an outlier. In
the plot showing CD8 vs CD3 (Middle upper plot), there were nonspecifically stained events that are
counted as CD8+ T-cells. This occurs when the auto-gate feature in Multiset misidentifies these as CD8+
events, (lower right plot).

In order to correct this, The CD8 gate must be adjusted manually by using the manual adjustment feature
in Multiset. See Example 2 lower right plot.

Example 3 illustrates the auto-analysis with no manual gating to correct the misidentification of events.
NOTE: This result would always need manual gate adjustment as shown in Example 2.
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Director:
Operator:
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JOANNE KURTZBERG MD
MELISSA

Sample Name: CAP SURVEY FL-C 2018
Sample ID:  CAPFL14101718

Case Number: LYMPHS

Panel Name: 4 Color TBNK + TruC

Example 1

DUKE STCL

MultiSET™ Lab Report

Software:
Cytometer:

Date Acquired:
Date Analyzed:

EX BN [:’u-ﬁ__
OV Giuk L

MutiSETv302  fotutT
(file-based analysis)

17-Oct-18 12:00:03
Thu, Dec 6, 2018

CD3/CD8/CD45/CD4 TruC
Reagent Lot ID: 51606 Events Acquired: 27500

File ID: 20403C53-7F1C-4E93-
BC41-DAF72FFD8B2B

Abs Cnt Bd Lot ID: 18127
Beads Per Pellet: 49800

Data Set[ 1] Data File:

CAPFL1410171802.01
Attr Def File: 3/8/45/4 MLT/TruC v2.0

Lymph Events 5573
Bead Events 3930
CD3+ %Lymph 49 z
CD3+ Abs Cnt 693 |T . o &
CD3+CD8+ %Lymph 37 |3 BLSRL 2
CD3+CD8+ Abs Cnt 7 s22 H|? T A o
CD3+CD4+ %Lymph e e\
CD3+CD4+ Abs Cnt 79 i
CD3+CD4+CD8+ %Lymph 0 e
CD3+CD4+CD8+ Abs Cnt 1 RS ok
CD45+ Abs Cnt 1412
T H/S Ratio 0.15 Lo

CD3-FITC

Code 3: Sample integrity questionable. Visually inspect.
Code 7: Manual Gate is in effect.

T/f.."\“‘_r.\&f”r lor v 27

il

Tube Name: CD3/CD16+56/CD45/CD19 TruC
Status: Not yet run
File Name:
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Example 2
DUKE STCL EXppPLL p=
MultiSET™ Lab Report

Director: JOANNE KURTZBERG MD Software: MultiSET V3.0.2
Operator: MELISSA Cytometer: (file-based analysis)
Sample Name: CAP SURVEY FL-C 2018 Date Acquired: 17-Oct-18 12:00:03
Sample ID:  CAPFL14101718 Date Analyzed:  Thu, Dec 6, 2018
Case Number: LYMPHS
Panel Name: 4 Color TBNK + TruC
CD3/CD8/CD45/CD4 TruC DataSet[ 1] DataFile: CAPFL1410171802.01

Reagent Lot ID: 51606 Events Acquired: 27500
File ID: 20403C53-7F1C-4E93-

Abs Cnt Bd Lot ID: 18127  Attr Def File: 3/8/45/4 MLT/TruC v2.0
Beads Per Pellet: 49800

BC41-DAF72FFD8B2B
Lymph Events 5573
Bead Events 3930
CD3+ %Lymph 49 i
CD3+ Abs Cnt 693 T o W\&
CD3+CDB8+ %Lymph 3% |3 2 L
CD3+CD8+ Abs Crt (7500 O ks
CD3+CD4+ %Lymph 6
CD3+CD4+ Abs Cnt 79
CD3+CD4+CD8+ %Lymph 0
CD3+CD4+CDB8+ Abs Cnt 1 CD45-PorCP
CD45+ Abs Cnt 1412
T H/S Ratio 0.16 Lo
(&}
[+
<
3| 1
O¢.
N8|
/ CD8-P|
L
QC Messages:

Code 3: Sample integrity questionable. Visually inspect.

Code 7: Manual Gate is in effect.

B EVENTY GATED DuT

J
4 7 !
\l/ ey et / A

Tube Name: CD3/CD16+56/CD45/CD19 TruC

Status: Not yet run
File Name:

Page 1 of 1

FLOW-GEN-009 JA3 Gate Adjustments in BD Multiset
Software for CAP PT Samples and Process Control Cells
Stem Cell Laboratory, DUMC
Durham, NC

CONFIDENTIAL - Printed by: ACM93 on 19 Apr 2019 07:53:54 am

Page 3 of 4



InfoCard #: FLOW-GEN-009 JA3 Rev. 01 Effective Date: 19 Apr 2019

Example 3
DUKE STCL Exeredle B - ND Nomead
MultiSET™ Lab Report Ak Ausd ey
Director: JOANNE KURTZBERG MD Software: MultiSET v3.0.2 5»{ -
Operator: MELISSA Cytometer: (file-based analysis) ~ v 2%
frnde ¢

Sample Name: CAP SURVEY FL-C 2018 Date Acquired: 17-Oct-18 12:00:03
Sample ID:  CAPFL14101718 Date Analyzed: Thu, Dec 6, 2018
Case Number: LYMPHS
Panel Name: 4 Color TBNK + TruC
CD3/CD8/CD45/CD4 TruC DataSet[ 1] DataFile: CAPFL1410171802.01

Reagent Lot ID: 51606 Events Acquired: 27500  Abs Cnt Bd Lot ID: 18127 Attr Def File: 3/8/45/4 MLT/TruC v2.0

File ID: 20403C53-7F1C-4E93- Beads Per Pellet: 49800
BC41-DAF72FFD8B2B

Lymph Events 5573 R
Bead Events 3930 ;
CD3+ %Lymph 54 !
CD3+ Abs Cnt 762 | % R g
CD3+CD8+ %Lymph B8 |2 gy 2
CD3+CD8+ Abs Cnt /‘542)' L 9
CD3+CD4+ %Lymph N e\
CD3+CD4+ Abs Cnt 85 %
CD3+CD4+CD8+ %Lymph 0 oy
CD3+CD4+CD8+ Abs Cnt 1 conrack
CD45+ Abs Cnt 1412 —
T HIS Ratio 0.16 Lo -
Q . gp <
< ot <
S f S -
Op§ Qf .
R,
CD3-FITC
QC Messages:

Code 3: Sample integrity questionable. Visually inspect.

Tube Name: CD3/CD16+56/CD45/CD19 TruC
Status: Not yet run
File Name:
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