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About this kit

This section covers the following topics:

e Purpose of the kit (page 8)
e Kit contents (page 10)

e Storage and safe handling (page 13)

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Purpose of the kit

Uses of the kit ~ The BD Stemflow™ Human and Mouse Pluripotent
Stem Cell Analysis Kit (Catalog No. 560477) provides
the reagents necessary to perform multicolor flow
cytometry on human embryonic stem cells (hESCs),
mouse embryonic stem cells (mESCs), and induced
pluripotent stem (iPS) cells.

This kit can be used to analyze cells for expression of cell
surface and intracellular pluripotency markers and
differentiation markers. We also designed this kit to give
you the option to add additional antibodies that
fluoresce in any open channel (for example, the FITC
channel), or to analyze cells expressing green fluorescent
protein (GFP).

Specific Human and mouse pluripotent stem cells are
antibodies characterized by the expression of specific cell surface
markers and intracellular transcription factors.!»?

The BD Stemflow Human and Mouse Pluripotent Stem
Cell Analysis Kit contains three fluorochrome-
conjugated antibodies that distinguish pluripotent cells
from differentiated cells. One of the antibodies
recognizes Oct3/4 (POUSF1), a transcription factor
expressed in pluripotent stem cells in both humans and
mice.>* The second antibody recognizes SSEA-1 (stage-
specific embryonic antigen-1), a differentiation marker
on human cells and a pluripotency marker on mouse
cells.1»> The third antibody recognizes SSEA-4 (stage-
specific embryonic antigen-4), which is a pluripotency
marker on human cells and can be a differentiation
marker on mouse cells.®” This combination of markers
has been widely used to characterize mESCs, hESCs, and
iPS cells, 1810

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Isotype-control  This kit contains three isotype controls. Each isotype

antibodies control is a non-specific antibody that is conjugated to
the same fluorochrome as one of the specific antibodies,
and is bottled at the same concentration as the specific
antibodies.

The isotype controls are used to identify any non-specific
(background) staining of the specific antibodies in the
BD Stemflow Human and Mouse Pluripotent Stem Cell
Analysis Kit.

This kit has been tested on human H9 and H7 (WiCell,
Madison, WI) and mouse ATCC CRL-1821™ ES-
E14TG2a embryonic stem cell lines, and no problematic
background staining has been observed.

Control beads This kit also contains BD™ CompBead Plus positive and
negative beads to facilitate application setup for analysis
of stained cells.

The positive beads are coated with antibodies that will
bind to one of the specific antibodies in this kit. The
negative beads have no binding capacity.

Once the beads have been stained with the specific
antibodies, they provide distinct positive and negative
populations that assist in optimizing photomultiplier
tube (PMT) settings and calculating fluorescence
compensation. Use of these beads ensures consistent
application setup and conserves cells.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Use of other The reagents in this kit and the methods described in this

antibodies manual are compatible with the use of additional
fluorochrome-conjugated antibodies specific to other
cellular molecules (for example, surface antigens,
transcription factors, cytokines, etc).

For more information about this option, see Drop-in
conjugates (page 29).

Kit contents

Reagent The BD Stemflow Human and Mouse Pluripotent Stem
information Cell Analysis Kit contains the following reagents.
Reagent Details
BD Pharmingen™ Clone: 40/Oct-3

PerCP-Cy™S5.5 Mouse

. : in the intracellular transcription factor
anti-Oct3/4 Use: Used to stain the intracellular transcription facto

Oct3/4 (POUSF1)
Abbreviation: PerCP-Cy5.5 Oct3/4
Quantity: 1 vial (1.5 mL)

Amount for staining: 20 pL per sample (for 5 x 10° to
1x10° cells)

BD Pharmingen™ PE | Clone: MC480

M ti-SSEA-1 . . .
ouse antt Use: Used to stain a terminal carbohydrate epitope (3-

fucosyl-N-acetyllactosamine, or 3-FAL) on
glycoproteins and lactose series glycolipids

Abbreviation: PE SSEA-1
Quantity: 1 vial (1.5 mL)

Amount for staining: 20 pL per sample (for 5 x 10° to
1x10° cells)

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Reagent Details

BD Pharmingen™ Clone: MC813
Alexa Fluor® 647

Mouse anti-SSEA-4 Use: Used to stain a carbohydrate epitope on the major

ganglioside, but not the neutral glycolipid of human
teratocarcinoma cells and undifferentiated human
pluripotent stem cells

Abbreviation: Alexa Fluor® 647 SSEA-4
Quantity: 1 vial (1.5 mL)
Amount for staining: 20 pL per sample (for 5 x 10° to
1x10° cells)
BD Pharmingen™ Clone: X40

PerCP-Cy5.5 Mouse .
IeGy, k Isotype Control Use: Used as an isotype control for PerCP-Cy5.5 Oct3/4

Abbreviation: PerCP-Cy3.5 isotype control
Quantity: 1 vial (1.0 mL)

Amount for staining: 20 pL per sample (for 5 x 10° to
1x10° cells)

BD Pharmingen™ PE Clone: G155-228

M IgM, kI .
ouse gL KISOWPE | Uge: Used as an isotype control for PE SSEA-1

Control
Abbreviation: PE isotype control
Quantity: 1 vial (1.0 mL)
Amount for staining: 20 pL per sample (for 5 x 10° to
1x10° cells)
BD Pharmingen™ Clone: J606

Alexa Fluor® 647
Mouse IgG3, x Isotype
Control

Use: Used as an isotype control for Alexa Fluor® 647
SSEA-4

Abbreviation: Alexa Fluor® 647 isotype control
Quantity: 1 vial (1.0 mL)

Amount for staining: 20 pL per sample (for § x 10° to
1x10° cells)

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Reagent Details

BD™ CompBead Plus | Use: Used to create control beads stained with

Anti-Mouse Ig, ¥ PerCP-Cy5.5 Oct3/4, PE SSEA-1, or Alexa Fluor® 647
SSEA-4 (because beads bind any mouse kappa light-
chain-bearing immunoglobulin)

Abbreviation: Anti-mouse beads
Quantity: 1 vial (6.0 mL)

BD™ CompBead Plus  Use: Used as negative control beads (because beads
Negative Control (PBS  have no binding capacity)

ith BSA . .
with BSA) Abbreviation: Negative beads
Quantity: 1 vial (6.0 mL)

BD Cytofix™ fixation | Use: To fix cells

buffer Quantity: 1 bottle (50 mL)

BD Perm/Wash™ buffer = Use: To permeabilize and wash cells

(10%) Quantity: 1 bottle (60 mL)

Serum proteins  Components in this kit contain a small percentage of
serum proteins. Source of all serum proteins is from
USDA-inspected abattoirs located in the United States.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Storage and safe handling

Storage

Warning

The entire BD Stemflow Human and Mouse Pluripotent
Stem Cell Analysis Kit must be stored in the dark at 2° to
8°C. Do not freeze.

Danger

BD Cytofix™ Fixation Buffer (component 51-9006276)
contains 4.2% formaldehyde (w/w).

Hazard statements

Harmful if inhaled.

Causes skin irritation.

Causes serious eye damage.

May cause an allergic skin reaction.
Suspected of causing genetic defects.
May cause cancer. Route of exposure: Inhalative.
May cause respiratory irritation.
Precautionary statements

Wear protective clothing / eye protection.
Wear protective gloves.

Do not breathe mist/vapours/spray.

IF IN EYES: Rinse cautiously with water for several

minutes. Remove contact lenses, if present and easy to do.

Continue rinsing.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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If skin irritation or rash occurs: Get medical advice/
attention.

The reagents in this kit contain sodium azide. Sodium
azide yields highly toxic hydrazoic acid under acidic
conditions. Dilute azide compounds in running water
before discarding to avoid accumulation of potentially
explosive deposits in plumbing.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Before you begin

This section covers the following topics:

e Workflow overview (page 16)
e Required materials (page 17)

e Common cell-preparation techniques (page 18)

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Workflow overview

Workflow Following is an overview of the steps involved in using
the BD Stemflow Human and Mouse Pluripotent Stem
Cell Analysis Kit to analyze cells.

[ Perform flow cytometer QC ]

Obtain a single-cell suspension |

in PBS
v
Fix the cells
at 1 x 106 cells per mL for 20 minutes at RT
in BD Cytofix fixation buffer then wash 2x in BD Perm/Wash buffer
Permeabilize the cells
at 1x 108 cells per mL for 10 minutes at RT
in BD Perm/Wash buffer
Stain the beads Stain the cells
necB in BD Perm/Wash buffer use 5x 105 to 1 x 106 cells per sample
9 at1x 107 cells per mL )
*negB + amb + PerCP-Cy5.5 Oct3/4 in BD Perm/Wash buffer for 30 minutes at RT
+negB + amb + PE SSEA-1 then wash 2x in BD Perm/Wash buffer
*negB + amb + Alexa Fluor® 647 SSEA-4 + unstained cells then resuspend in 300-400 pL stain buffer
*negB + omb +any drop-in conjugates + cells + all 3 specific antibodies (cells at 1 to 3 x 10 cells per mL)
(negB = negative beads) + cells + all 3 isotype controls
(oemb = anti-mouse beads)
v Y

Run the beads
to adjust scatter and fluorescence settings,
create application settings,
and calculate compensation

v
Set up the workspace
to create tubes, labels, plots, and histograms
Run the unstained cells
to fine-tune scatter and gate on cells
A

Record data
« from unstained cells
to measure autofluorescence
« from the isotype control cells
to measure background staining
« from the specific-stained cells
to distinguish pluripotent
from differentiated cells

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Required materials

Materials list The following reagents, consumables, and equipment are
required for use with the BD Stemflow Human and
Mouse Pluripotent Stem Cell Analysis Kit:

1X PBS without Ca?* or Mg?*

Accutase™ Enzyme Cell Detachment Medium from
Innovative Cell Technologies, or equivalent (if
analyzing hESCs)

TrypLE™ Express stable trypsin replacement

enzyme from Invitrogen, or equivalent (if analyzing
mESCs)

Microscope for confirming a single-cell suspension

Falcon® 70-pm cell strainer (Catalog No. 352350),
or equivalent (optional, but recommended)

Hemocytometer or other cell counter
Deionized water, or equivalent

BD Pharmingen™ stain buffer (FBS) (Catalog No.
554656), or equivalent

Falcon® round-bottom 12 x 75-mm polystyrene
tubes with caps (Catalog No. 352058), or equivalent

BD™ LSR 1II flow cytometer, BD FACSCanto™ II
flow cytometer, BD FACSCalibur™ flow cytometer,
or other flow cytometer equipped with a blue (488-

nm) laser, a red (633-nm) laser, and detectors for
PerCP-CyS5.5, PE, and Alexa Fluor® 647.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Common cell-preparation techniques

Washing cells

Adjusting the
cell
concentration

Several of the procedures in this manual instruct you to
wash the cell suspension.

To wash cells:

1.
2.

Add the specified volume of buffer.
Centrifuge for 5 minutes at the specified speed.

Note: Centrifuge cells at 300g before they are fixed,
and at 500g after they are fixed.

Aspirate the supernatant, being careful not to
disturb the cells.

Resuspend as directed.

After harvesting cells from culture, each of your samples
will have a unique cell concentration. Several of the
procedures in this manual require that you adjust your
cell suspension to a specific cell concentration.

To adjust the cell concentration for each sample:

1.

Determine the current cell concentration using the
standard method for your hemocytometer or other
cell counter.

Calculate the volume that would result in the
required concentration (for example, 1 x 107 cells
per mL).

This is your target volume.

Adjust the concentration to achieve the target
volume.

If your cell suspension is too concentrated, add the
appropriate buffer to bring the total volume up to
the target volume.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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If your cell suspension is too dilute:

a. Centrifuge the cells for 5§ minutes at 300g (for
unfixed cells) or 500g (for fixed cells).

b. Aspirate the supernatant, being careful not to
disturb the cells.

c. Resuspend in the target volume of the
appropriate buffer.

For example, for 3 million cells, the target
volume would be 300 pL to obtain a
concentration of 1 x 107 cells per mL.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Preparation of cells and beads

This section covers the following topics:

e Obtaining a single-cell suspension (page 22)
e Fixing the cells (page 24)

e Permeabilizing the cells (page 295)

e Staining (page 26)

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Obtaining a single-cell suspension

Before you begin Ensure that you have all of the necessary materials
available. See Required materials (page 17) for details.

As a detachment enzyme, we recommend using Accutase
enzyme if analyzing hESCs, or TrypLE Express stable
trypsin replacement enzyme if analyzing mESCs.

Ensure that your 1X PBS without Ca?* or Mg?* is at
room temperature.

Procedure To obtain a single-cell suspension:

1. Wash the cells with room-temperature PBS.

2. Add the detachment enzyme to the cells at the
concentration recommended by the manufacturer.

3. Incubate at the recommended temperature and for
the recommended duration.

4. 1If required, neutralize the enzyme.

5. Pipette the cells gently up and down.

6. Remove a small subset of the liquid and check it
under a microscope to confirm the presence of single
cells.

7. 1If you observe clumps of cells, collect the cell
suspension and pass it through a 70-pm cell strainer.

8. Wash the cells in two to four volumes of PBS
(centrifuging at 300g for 5 minutes).

9. Resuspend the cells in a volume of PBS that is

appropriate for cell counting (for example, § mL of
PBS for one confluent 6-well culture dish).

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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10. Determine the cell concentration and total number
of cells per sample using the standard method for
your hemocytometer or other cell counter.

Guidelines for Your research needs will determine how many cells you
number of cells  need for staining, depending upon the number of
controls you decide to run.

For each cell type you will be analyzing, we recommend
that you run a sample of unstained cells to measure
autofluorescence, and an isotype control to measure
non-specific staining. See Staining (page 26) for more
information about isotype controls.

See the following guidelines.

Guideline Value

Required cell concentration for staining = 1 x 107 cells/mL
Recommended cells per tube for staining 1 x 10° cells
Minimum cells per tube for staining 5 x 107 cells

Recommended volume of cells per tube ' 100 pL
at the required concentration

Minimum volume of cells per tube at the = 50 uL.
required concentration

Next step Proceed immediately to Fixing the cells (page 24) unless
you are adding a drop-in conjugate before fixing. See
Adding drop-in conjugates (page 30) for more
information about this option.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Fixing the cells

Before you begin Complete the steps in Obtaining a single-cell suspension
(page 22).

Procedure

Decide whether you will need to store your fixed cells.
For best results we recommend that you plan to stain
samples within 48 hours of fixing.

To fix the cells:

1. Centrifuge cells at 300g for 5 minutes, and aspirate
to remove the supernatant.

2. Gently add BD Cytofix fixation buffer to bring to 1
x 107 cells per mL.

3. Incubate for 20 minutes at room temperature.

4. Proceed as follows.

If you will... Then...

Stain cells Proceed immediately to Permeabilizing
the same day ' the cells (page 25).

Store the 1. Wash the cells twice in two to four
fixed cells volumes of PBS (centrifuging at 500g

for 5 minutes).
2. Resuspend in PBS at 1 x 107 cells/mL.
3. Store at 4°C for up to 48 hours.

4. Proceed to Permeabilizing the cells
(page 295).

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Permeabilizing the cells

Before you begin Complete the steps in Fixing the cells (page 24).

Procedure

Next step

Prepare 1X BD Perm/Wash buffer by diluting the 10X
BD Perm/Wash buffer in deionized water. You will need
approximately 4.5-5.0 mL of 1X Perm/Wash buffer per
one million cells, plus 2.1 mL for each bead tube (each
experiment has at least four bead tubes, plus one for
each drop-in conjugate).

Note: We do not recommend the use of methanol-based
perm buffers with this kit.

To permeabilize the cells:

1. Wash cells twice in approximately 1 mL of 1X BD
Perm/Wash buffer for each 1 x 107 cells
(centrifuging at 500g for 5 minutes).

2. Resuspend the cells in 1X BD Perm/Wash buffer at
1 x 107 cells per mL.

3. Incubate for 10 minutes at room temperature.

Proceed immediately to Staining (page 26).
Permeabilized cells cannot be stored and must be stained
immediately.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Staining

Before you begin Complete the steps in Permeabilizing the cells (page 25).

We recommend setting aside a sample of unstained cells
to measure autofluorescence for each cell type.

To prepare unstained cells, add 100 pL of permeabilized
cells (1 x 10° cells) to a labeled 12 x 75-mm polystyrene
tube and place the tube in the dark at room temperature.

Isotype controls We recommend setting up an isotype control to test for
non-specific staining each time you test the kit on a new
cell line. Once you have determined the background for
a particular cell type, the use of isotype controls is
optional.

This kit has been tested on the H9 and H7 hESC lines
and the ES-E14TG2a mESC line, and no problematic
background staining has been observed.

Procedure To stain cells and beads:

1. For each of your cell types, label one 12 x 75-mm
polystyrene tube “specific stain” and one tube
“isotype control” (if applicable).

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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2. Add the following to each tube.

Volume to add to tube

Component Specific stain Isotype control
Permeabilized cells 100 puL 100 puL
(at1x 107 cells per mL) (1 x 10° cells) (1 x 10° cells)
PerCP-CyS5.5 Oct3/4 20 pL —

PE SSEA-1 20 puL —
Alexa Fluor® 647 SSEA-4 20 pL —
PerCP-Cy3.5 isotype control — 20 pL

PE isotype control — 20 puL
Alexa Fluor® 647 isotype control — 20 pL

If your are adding additional antibodies at this stage,
see Adding drop-in conjugates (page 30).

3. Mix the tubes gently and incubate at room
temperature in the dark for 30 minutes.

4. Immediately after starting the cell-stain incubation,
label four 12 x 75-mm polystyrene tubes for the
beads as follows:

* Negative

e PerCP

e PE

e Alexa 647

Note: If you stained your cells with additional
fluorochrome-conjugated antibodies, prepare
stained beads for those antibodies as well so that
you can calculate compensation for all relevant
fluorochromes.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Component

Add the following to each tube in the order shown.
Vortex the beads thoroughly immediately before
dispensing drops.

Volume to add to tube

Negative PerCP PE Alexa 647

BD Perm/Wash buffer (1X) 100 pL 100 uL 100 pL 100 pL

Negative beads

Anti-mouse beads

1 drop 1 drop 1 drop 1 drop
— 1 drop 1 drop 1 drop

PerCP-Cy5.5 Oct3/4 — 20 pL — —

PE SSEA-1 — 20 pL —

Alexa Fluor® 647 SSEA-4 — — — 20 pL
6. Vortex the tubes and incubate at room temperature

7.

in the dark for 30 minutes.

After the 30-minute incubation is complete for both
the cells and the beads, wash each tube twice in
1 mL of 1X BD Perm/Wash buffer (centrifuging at

500g for 5 minutes).

Resuspend the cells and beads in 300 to 400 uL of
BD Pharmingen stain buffer (FBS).

Resuspend the cells at a concentration between 1 x
10° cells per mL and 3 x 10 cells per mL.

Next step Proceed to Running the beads (page 40).

Storage is not recommended. Run stained beads and cells
within 2 hours of staining.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Drop-in conjugates

This section covers the following topics:
e Adding drop-in conjugates (page 30)

e Examples of data with drop-in conjugates (page 32)

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Adding drop-in conjugates

Purpose of To obtain more information about your cells, you may

adding drop-ins  decide to add fluorochrome-conjugated antibodies to
surface or intra-cellular markers not already recognized
by the antibodies in the BD Stemflow Human and
Mouse Pluripotent Stem Cell Analysis Kit.

Criteria for Ensure that:

conjugate choice
e The drop-in conjugate will fluoresce in an open

channel (for example, the FITC channel), and your
flow cytometer is equipped with the appropriate
detector

e The drop-in conjugate has a Mouse Ig, « isotype so
that the anti-mouse beads provided with this kit can
be used for compensation

e You know the optimal concentration for the drop-in
conjugate, and have calculated the correct amount
of antibody to add to your sample tubes

When to add If you can confirm that the drop-in will appropriately

drop-ins stain cells that have been fixed and permeabilized,
simply add the correct amount of antibody along with
the kit antibodies as described in Staining (page 26).

If the drop-in conjugate recognizes a surface marker and
will not work with fixed and permeabilized cells, try the
following steps:

1. Stain live cells with the antibody for 20 to 30
minutes.

2. Wash the cells twice in PBS.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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3. Fix, permeabilize, and stain the cells with the rest of
the antibodies in the kit as described in Preparation
of cells and beads (page 21).

Isotype controls When using drop-in conjugates, we recommend using
fluorescence minus one (FMO) controls to reveal any
non-specific binding that either the additional antibody
or the fluorochrome on this antibody might have with
the kit antibodies.

To create an FMO control, include a tube of cells in
which you add the three kit antibodies (PE SSEA-1,
PerCP-CyS5.5 Oct3/4, and Alexa Fluor® 647 SSEA-4)
plus the matched isotype of the drop-in.

Compensation ~ When staining beads, ensure that you prepare an
additional tube for calculating compensation for the
fluorochrome of each drop-in conjugate.

When creating a new experiment, ensure that you
include all relevant fluorescence parameters, and
calculate compensation for all tubes.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Examples of data with drop-in conjugates

Exampl

FMO control for
Sox2 drop-in

e with The following is an example of an analysis template

showing data from undifferentiated H9 hESCs stained
with the kit antibodies plus mIgG,, Alexa Fluor® 488

(the matching isotype for Alexa Fluor® 488 Mouse

anti-Sox2).
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g A 2]
£ ES g 5]
§ 8% 8 " 5 "
s
2 2
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SSEA-1PE-A Oct3/4 PerCP-Cy5-5-A SSEA4 Alexa BAT-A mlgG2a Alexa Fluor 488-4
Tube Name: Kit +migG2a A488 Tube: Kit+mlgG2a A488
Oct3/4 PerCP-Cy5-5-A SSEA-1 PE-A  SSEA-4 Alexa 647-A | Population #Evenls %Parent %Total
Population Mean Mean Mean | |l Al Events 10,000 #1000
M Gated Cells 9,689 467 48,053 W Gated Cells 8,254 825 825
W oct3ia+ Sox2- 9,804 468 49,728 W Oct3ra+ Soxz- 8,058 ar.6 80.6
W Oct3ia+ Sz+ 12,321 1,554 56,798 W octaras Soxz+ 21 03 0.2
O octard- Sox2- 404 286 17,196 @ octans- souz- 173 21T
. Oct3rd- Sox2+ 882 947 2616 . Qct3r4- Sox2+ 2 0.0 0.0
B P 12,386 1,785 71,680 &P 304 37 30
ez 9,887 47 49,770 Er2 8,073 are 807
Ke3 9715 467 49,188 ] 8,231 99.7 823
(=] 12,216 1,296 53,389 rs 37 04 04
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The following is an example of an analysis template

showing data from undifferentiated H9 hESCs stained
with the kit antibodies plus Alexa Fluor® 488 Mouse
anti-Sox2, a marker for pluripotent hESCs and neural
stem cells (Catalog No. 560301).

For Research Use Only. Not for use in diagnostic or therapeutic procedures.

Kit +Sax2. Kit +Sox2 Kit +So0x2
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FSC-A SSEA-1 PE-A Sox2 Alexa Fluor 488-A
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SSEA-4 Alexa 647-A SSEA-1PE-A Sox2 Alexa Fluor 488-A
Kit +5ox2 Kit +Sox2 Kit +Sox2 P Kit +Sox2
2 & - 2
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g8 53 51 51
3 P1 o3 P2 3% P3 G P4
02 u§£ 02 og
2 2+ e 54
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SSEA-1PE-A Oct3/4 PerCP-Cy5-5-A) SSEA-4 Alexa B47-A Sox2 Alexa Fluor 488-A
Tube Name; Kit +Sox2 Tube: Kit+Sox2
Oct3id PerCP-Cy5-5-A SSEA-1 PE-A  SSEA-4 Alexa 647-A | Population #Events %Parent “%Total
Population Mean Mean Mean |l Al Events 10,000 #1000
B Gated Cells 9,948 484 49,953 M Gated Cells 8,207 821 821
W Octaias Sox2- 7,340 1,110 45,248 -l Oct3s4+ Soxa- 450 55 45
W Octaias Sox2+ 10,312 451 50,815 B Octard+ Sox2+ 7591 925 759
O octaid- Sox2- 361 280 18,183 O octan- soxz- 157 19 16
B Oct3id- Sox2+ 708 524 28,382 W oct3sd- Sox+ 9 01 01
Hr1 12,008 2587 71,580 ol 330 40 33
Kr2 10,150 488 50,598 ~Bd P2 8,037 979 804
Hes 9,975 484 50,092 P3 9184 997 818
EdPa 10,242 451 50,782 - Pa 7777 948 778
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Example with The following is an example of an analysis template

FMO control for showing data from differentiating mouse ES-E14TG2a

Nanog drop-in  stem cells that were treated with retinoic acid (10 pM)
for 2 days and then stained with the kit antibodies plus
mlgG; Alexa Fluor® 488 (the matching isotype for
Alexa Fluor® 488 anti-Mouse Nanog).

Kit +mlgG1 A488 Kit +mlgG1 A488 Kit +mlgG1 A488
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SSEA-1PE-A Oct3/4 PerCP-Cy5-5-Af SSEA-4 Alexa 647-A migG1 Alexa Fluor 488-A)
Tube Name: Kit +migG1 A488 Tube: Kit+mlgG1 A488
Octd/d PerCP- SSEA-1 PE-A migG1 Alexa FI SSEA-4 Alexa 6. | Population #Events %Parent %Total
Population Mean Mean Mean Mean| [l 4 Events 10,000 #1000
[l Gated Cells 3,785 8,754 248 167 | [l Gated Cells 8576 958 858
B oat-¢ 4,690 8,951 256 171 H o4 6,694 781 669
| 2 17,400 20,649 1512 1,901 oz 2 00 0o
[ 550 8,038 218 150 | EEN 1,880 219 188
W s s e s e ~lose i 00 0.0
e 4121 12,405 256 170 Eap1 5,935 692 594
K r2 4,571 8,944 256 171 Bde2 6,924 807 692
(L] 5,036 5512 533 72 Edr3 58 07 06
e 12,308 10,307 1,106 1,143 Bdps B 01 01
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The following is an example of an analysis template
showing data from differentiating mouse ES-E14TG2a

stem cells that were treated with retinoic acid (10 pM)
for 2 days and then stained with the kit antibodies plus
Alexa Fluor® 488 anti-Mouse Nanog, a marker for
pluripotent hESCs (Catalog No. 560278).

Kit +mhanog A488 Kit +mManog A488 Kit +mMNanog A488
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SSEA-4 Alexa 647-A SSEA-1PE-A miNanog Alexa Fluor 488-A
Kit +mManog A488 Kit +miNanog A488 o _Kit +mNanog A486 Kit +mNanog A488
& &
O% O & L] O
= o
woow' w1t w0t ot w0t w o ow' w0t et woow' et ot
SSEA-1PE-A Oct3/4 PerCP-Cy5-5-A SSEA-4 Alexa B47-A mianog Alexa Fluor 488-4
Tube Name: Kit +mNanog A488 Tube: Kit +mNanog A488
Oct3/4 PerCP-... SSEA-1 PE-A mNanog Alexa ... SSEA-4 Alexa B... | Population #Events %Parent %Total
Population Mean Mean Mean Mean| il 4l Events 10,000 #1000
W Gated Cells 3,432 2,450 734 164| - [l Gated Cells 8,615 862 862
o4 3334 7,958 464 163 Wat-a 4824 560 482
o2 6,851 10,703 1,869 175 Moz 1,810 210 181
Wose 540 7,668 312 153 " EEN 1,928 224 193
W s 678 4633 1,994 168 W as-4 53 06 05
(= 3733 11,760 793 166 ~DAP1 6,071 705 BOT
ez 4178 8,701 833 166 Bdr2 6,871 798 687
(B 3322 7,116 790 1,024 ~DbJP3 62 07 0.6
Edre 6,166 10,283 1,635 176 = 2,437 223 244
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Example with

The following is an example of an analysis template

FMO control for showing data from differentiating mouse ES-E14TG2a

GATA4 drop-in stem cells that were treated with retinoic acid (10 pM)
for 4 days and then stained with the kit antibodies plus
mlgG; Alexa Fluor® 488 (the matching isotype for
Alexa Fluor® 488 Mouse anti-GATA4).

Kit + A488 isotype Kit + A488 isotype Kit + A488 isotype
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SSEA-4 Alexa 647-A SSEA-1PE-A migG1 Alexa Fluor 488-A
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= Pl ES
3 23 P4
O 03
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SSEA-1PE-A Oct3/4 PerCP-Cy5-5-A SSEA-4 Alexa 647-A migG1 Alexa Fluor 488-A

Tube Name: Kit+ A488 Isotype

migG1 Alexa Fl..  SSEA-1 PE-A Oct2/d PerCP-C... SSEA-4 Alexa ..
Population Mean Mean Mean
M Gated Cells 194 1,833 390
BHaora 227 2,012 2,416
Moz 980 2,812 2,299
Wo3 182 1,771 72
a4 340 2,156 789
Edep1 203 5,469 935
He2 229 2,043 2,308
Xr3 428 1,154 1,359
Kp4 886 2,325 1,491

Tube: Kit+A488 isotype

#Events %Parent %Total
10,000 #1000
7586 75.9 759
1917 253 192
5 0.1 00
5858 746 56.6
6 01 o1
218e 288 pal:]
2,084 7.5 208
66 04 07

12 0.2 01
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Example with The following is an example of an analysis template

GATA4 drop-in  showing data from differentiating mouse ES-E14TG2a
stem cells that were treated with retinoic acid (10 pM)
for 4 days and then stained with the kit antibodies plus
Alexa Fluor® 488 Mouse anti-GATA4, a marker for
mesoderm and definitive endoderm (Catalog No.

Kit +GATA4 A488 Kit +GATA4 A488 Kit +GATA4 A488
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FSC-A SSEA-1 PE-A GATA4 Alexa Fluor 488-A
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£ E Q Q o 3 De
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SSEA-4 Alexa 647-A SSEA-1PE-A GATA4 Alexa Fluor 488-A
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m T e
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(o] &)
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SSEA-1PE-A QOct3/4 PerCP-Cy5-5-A SSEA-4 Alexa B47-A GATA4 Alexa Fluor 488-A
Tube Name: Kit +GATA4 A488 Tube: Kit +GATA4 A488
GATA4 Alexa Fl... SSEA-1 PE-A Oct3id PerCP-C... SSEA-4 Alexa 6... | Population #Events %Parent %Total
Population Mean Mean Mean Mean .AllEVEmS 10,000 #1000
M Gated Cells 651 1,684 218 145 | - [l Gated Cells 7,661 766 766
Hat-4 337 2813 2315 150 Hor-4 604 79 6.0
Moz 2,130 879 2,408 189 Wos 1184 155 118
= 249 1,856 308 130 a4 5263 687 526
Cass 1,564 656 633 176 [ ad-4 510 80 61
=] 505 5,285 837 146 Pt 2,078 271 208
KP2 1,498 1,523 2278 177 K P2 1,934 252 19.3
Epr3 1,171 1,771 1,235 1,202 I 74 10 of
Eps 1,929 872 1,799 185 K pa 1806 236 181
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Cytometer procedures

This section provides guidelines for application setup and data acquisition
for analysis of cells stained with the BD Stemflow Human and Mouse
Pluripotent Stem Cell Analysis Kit.

The guidelines and examples in this section use BD FACSDiva™ software
and BD FACS™ flow cytometers. However, the fundamental approach to
setup and acquisition can be adapted for research labs with other flow
cytometers.

This section covers the following topics:

e Running the beads (page 40)

e Setting up the workspace for running cells (page 44)
e Running the cells (page 46)

e Template examples (page 47)

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Running the beads

Purpose of the  The stained beads are run for two purposes:
procedure
e To adjust the forward scatter (FSC), side scatter
(SSC), and fluorescence settings so that hESCs,
mESCs, or iPS cells will be on scale (this minimizes
the adjustments you will have to make later, thereby
preserving stained cells).

e To calculate compensation.

If you are using this kit for the first time on a new cell
type, running the beads establishes application settings
that can be saved for future use. If you already have
saved application settings, running the beads confirms
these settings.

Before you begin Ensure that your instrument configuration is appropriate
for this assay. If necessary, add Alexa Fluor® 647 as a
parameter. Alternatively, you can use the APC detector
to detect Alexa Fluor® 647.

Ensure that you run the appropriate instrument setup
and QC procedures for your flow cytometer. See your
user’s guide for more information.

Complete the steps in Preparation of cells and beads
(page 21).

Procedure To run the prepared control beads:

1. Create a new experiment in BD FACSDiva software.

2. If you have saved application settings for use with
this kit, apply the application settings and proceed to
step 4.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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3. Delete all parameters except FSC, SSC, PE,
PerCP-CyS5.5, and Alexa Fluor® 647. If you stained
the cells with additional conjugates, include all
relevant fluorescence parameters.

Inspector - Cytometer Settings r'S_(|
Cytometer Settings |
Parameters | Threshold | Ratio || Compensation
Fatameter i ‘Yoltage Log Il H Y
s F5C 250 O 1 [ |~
r 55C 300 O O O
. PE 500 O | d
r PerCP-Cy5-5 500 O O
¢ Alexa Fluor 647 500 | |
w
Add ] [ Delete I

Note: The voltage settings that appear in this
window will vary for each instrument.

4. Create compensation controls using the
Compensation Setup feature in BD FACSDiva
software.

5. Create a statistics view in the Unstained Control
worksheet to display the FSC mean and SSC mean
for the P1 population.

6. DPlace the tube of unstained (negative) beads on the
cytometer and begin acquisition.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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7. Set the P1 gate around the singlet bead population.

Unstained Control

P ¥ i

S8C-A (x 1.000)

i

11

||||”|-|||||||||i||
50 100 150
FSC-A

TT I TTTT I
200 250
(x 1,000)

8. Adjust the FSC and SSC photomultiplier tube (PMT)
voltages to obtain the following values.

Cell type Parameter

hESCs FSC
hESCs SSC
mESCs FSC
mESCs SSC

Mean of bead population
10,000 to 20,000

90,000 to 115,000
20,000 to 30,000
130,000 to 155,000

Note: Adjusting the voltages to obtain these values
should place the stem cells on scale.

9. Right-click Cytometer Settings and select
Application Setting > Create Worksheet.

10. Check the settings for all parameters using the

unstained cells.

11. Place each of the stained compensation control tubes

on the cytometer in turn,
voltages as follows.

and adjust the PMT

Adjust the PMT Until the mean of the positive
voltage for... population is...

PE Between 10% and 10°
PerCP-CyS5.5 Between 10% and 10°

Alexa Fluor® 647 At 10%

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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12. If you have not already done so, save the application
settings for future use.

a. In the Browser, right-click Cytometer Settings
and select Application Settings > Save.

b. Name the application, then click OK.
13. Return to the compensation worksheets.

14. Reinstall the tube of unstained beads and record
data.

15. Record data for the remaining compensation control
tubes. Make sure to adjust the P2 gates to fit the
positive populations.

Compensation Controls-Alexa 647 Stained Control

b=

o

Count
50 680 7

|||i|||| T illlllll T lllllll T TTT ||i| T
10 10° 10 10
Alexa 647-A

16. Calculate compensation.

a. From the Experiment menu, select Compensation
Setup > Calculate Compensation.

b. Name the compensation setup, then click Link
and Save.

Next step Proceed to Setting up the workspace for running cells
(page 44).

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Related
documents

See Getting Started with BD FACSDiva Software for
information about creating and working with
experiments.

See the BD FACSDiva Software Reference Manual for
information about creating compensation controls,
creating statistics views, acquiring data, and calculating
compensation.

See the BD Cytometer Setup and Tracking Application
Guide for information about applying application
settings.

Setting up the workspace for running cells

Before you begin Complete the steps in Running the beads (page 40).

Procedure

Check your cytometer configuration. If your cytometer
configuration is not set up for Alexa Fluor® 647, use the
APC parameter instead.

To set up the workspace for running cells:
1. Create a new specimen in BD FACSDiva software.

2. Create tubes and label them appropriately for the
unstained cells, isotype-control cells, and specific-
stained cells.

3. If you have previously saved a template for use with
this kit, import the template and proceed directly to
Running the cells (page 46).

4. In the Labels tab of the Experiment Layout window,
enter parameter labels for each marker in the
experiment, including any drop-in conjugates.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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5. On a global worksheet, create the following contour
plots:

e FSC-A vs SSC-A
e PE-A vs PerCP-CyS5.5-A
e Alexa Fluor® 647-A vs PerCP-CyS5.5-A
e PE-A vs Alexa Fluor® 647-A
6. Create the following histograms:
e PE-A
e PerCP-CyS.5-A
¢ Alexa Fluor® 647-A

7. Select biexponential scaling for all fluorochrome
axes.

8. Save this worksheet as a template for use in future

experiments.
Next step Proceed to Running the cells (page 46).
Related See Getting Started with BD FACSDiva Software for
documents information about working in the BD FACSDiva
workspace.

See the BD FACSDiva Software Reference Manual for
information about how to import analysis templates.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.
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Running the cells

Before you begin Complete the steps in Setting up the workspace for
running cells (page 44).

Procedure To run the cells:

1.

Place the tube of unstained cells on the cytometer
and begin acquiring.

Adjust the FSC and SSC PMT voltages as needed to
ensure that the cell population appears on scale in
the scatter plot.

Do not adjust the fluorescence settings at this stage.
Adjusting the fluorescence settings now will
invalidate the compensation calculations.

Create a P1 gate on the population in the FSC-A vs
SSC-A plot.

Note: We recommend using a cluster-based
approach for analyzing multicolor data, although
single-parameter analysis can also be used.

Record data from the unstained cells.

Place the isotype control tube on the flow cytometer
and record data.

Place the specific-stained cells on the cytometer and
record data.
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Template examples

Example with The following is an example of an analysis template
Egstzpe'contrd showing isotype-control data from undifferentiated
s hESCs from the H9 cell line.
3colorIC 3colorIC - 3 colorIC
Tedat Q@ a
© "3 =
] =1 E Pi
O =23 (3 £
Tg a3 S+
O Oe ] 2]
a Oo, e
1%} &3 10? 10° 10 10°
e 3 migh PE-A
O 29
g;j: ” ‘ - o g 3 color IC
0o 150 200 250 ' _.,:“EI 0 e Eg
FSC.A 100 migM PE-A g— Pz
3 colorIC 3colorIC =
T ] <] T T T T
u:v =3 Q1-1 Qz-1 < 23 a1z @2 10? 10 |:Ii‘ 1:
%’d ] ;vﬁ: migG1 PerCP-Cy5-5-A
7 T 3 ok 3 color IC
o 3 @ 3
Oer_] 3. ] &
5 =3 < 73 i gl
o7 8 3 P 58
— ] ] Y = P3
o g‘e} & it
Egﬁé Q31 Q41 .= o Q4-2
< T PR P » g . Al b PR S, AL =
migG3 Alexa 647-A migM PE-A mlaG3 Alexa 647-A
Tube MName: 3 color IC Tube: 3coloriC
tmlght PE-A migG1 PerCP-C... migG3 Alexa 64... | Population #Events %Parent %Total
Fapulation Mean Mean Mean | Il ANl Events 10,000  #EE 1000
[ Gated Cells 340 342 189 | [l Gated Cells 7,721 772 772
[ Ee]] 803 1,059 248 W ol 1 0.0 0.0
[ ¥ 1,153 1,475 642 | LY 2 0.0 0.0
Was 338 341 188 Wos 7715 988 774
W o4 982 898 628 Hos 3 0o il
B p1 1,050 1129 634 BdP1 5 01 0.0
ez 1,036 1,336 511 Xr2 3 00 0.0
Xe3 597 563 566 P3 28 04 0.3
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Example with The following is an example of an analysis template
specific-stained  showing data from specific-stained undifferentiated
hESCs hESCs from the H9 cell line.
_ 3 color kit 3 color kit 2 3 color kit
g : <o, E
E P Q2 w8
-3 w7 ; EEE Pl
S O =3
Gated Cells (SR Sk
E : ) =3 3
i [ 83
o Qe .
0 & -3 2 a 3 s
1] a’_’ 3 10 10 10 10
Teo ] SSEA-1PE-A
& =
o= - 3 color kit
KA CL% Jos 21 color ki
TTTr [T rrrrrrrry - T | T T TIm III[IIH llllll‘ T
@ w00 150 w0 %0 o 1 W w ot ¢ | =&
FSCA  «MO SSEA-1PE-A 28 2
Og]
3 color kit 3 color kit 2
<w_ ] ] . . T T T
b S} Qi1 E“'E Q2 Q22 0 0 10 10°
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O = @ 23 ‘
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SSEA-4 Alexa 647-A SSEA-1PE-A SSEA-4 Alexa 647-A
Tube Name: 3 color kit Tube: 3 color kit
SSEA-1 PE-AOct3/4 PerCP-Cy... SSEA-4 Alexa 64... | Population #Events %Parent %Total
Population Mean Mean Mean | [l Al Events 10,000 #HEE 1000
B Gated Cells 470 9135 38,950 W Gated Cells 7,915 791 791
B a1 423 9162 38,905 Bt 7,349 928 735
| =¥ 1,259 10518 44,646 Ho: 469 59 47
a2 201 377 14,695 | [=E] 96 1.2 1.0
o 298 1,027 30,125 Mo 1 0.0 00
e 1,244 10,474 44,579 e 488 6.2 49
Ker2 473 9,237 39,240 P2 7,824 989 782
E P3 470 9,136 38,955 P3 7914 100.0 791
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Example with The following is an example of an analysis template
isotype-control  showing isotype-control data from undifferentiated
mESCs mESCs from the ES-E14TG2a cell line.
3coloriC 3 coloriC 3 colorIC
o e | S 2 8
w " @ “ =4 PL
2, 3 3
Q=1 o2
5., :
=% by PR WRLRLLLL PR
K 10% 10 10 10
— migh PE-A
=3 3 c
o A lor |
Ek‘ﬂj Q3 o color
- 7ITI|']'|'|IIITH TT Il'lq T llllY‘ T IIlIl'l‘ T
100 150 &0 1 10° 10* 10° =
FSC-A migh PE-A 5 3 P2
3colorIC 3colorIC
<, ] d,:.,, 1ot WL P E L
" Qi1 Q21 % =3 Q-2 Qzz 10° 10° 10" 10
b © 3 migG1 PerCP-Cy5-5-A
Q=1 5°1 3 color IC
o 9 T 7 color
(L)eo . @ ] &
T 7 : bl o
o K E c
— =] oz P3
%s %s O
g, 4 o || & Q42
- L | AR L PR LY SRR B E = LU PR RLLL SR LU N LR ML
2 2 & 5 -
g 010 0 10 10 & 10 10’ 10 10 [ 10 10
mlgG3 Alexa Fluor 647-A migM PE-A migG3 Alexa Fluor 647-A
Tube Name: 3 colorIC Tube: 3coloriC
migh PE-A migG1 PerCP-C... mlgG3 Alexa Flu... | Population #Events %Parent %Total
Population Mean Mean ean | [l &1l Events 10,000  #  100.0
[l Gated Cells 146 446 224 I Gated Cells 8,298 830 830
o1 et Eaiad Ead ~lot 0 00 00
oz [Sas e s -~ Moz 0 0.0 0.0
[T [=E! 143 442 220 Wos 8250 994 825
Wos 518 1,189 885 ~ Mo 48 06 0.5
= 516 1176 882 ~[Bpr1 49 06 05
ez 1,004 1,907 3217 ~Kr2 1 0.0 0.0
ez 493 958 1,465 K] 23 03 0.2
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Example with The following is an example of an analysis template
specific-stained  showing data from specific-stained undifferentiated
mESCs mESCs from the ES-E14TG2a cell line.
. 3 l:nlnrkit_ 3 color kit ; 3 color kit
g 3+fa _8 i}
& O S e
2. 3 ES_E
« Q=3 She
’ o 5
o S,  S—
) & =3 10* 107 10 w0®
T 3 SSEA1PE-A
o = i
CL% 1e g 3 color kit
|I II]IIII[\IIlIl 4 T TTITm T TTTIT LILRLLL T =
W 150 200 250 i W it €83
(x 1,000) -3 S 83
FSC-A SSEA1PE-A it Fz
3 color kit < 3 color kit E’L=
i o021 g-ﬂ? o2 oL un‘-éz T |||r:|t|.u T . uu‘-g5
%'v_* S ] Oct3/4 PerCP-Cy5-5-A
a o 3 3 colar kit
O T, ]
o 3 =3 -
o =< 7 5
T 3 . =)
S o I O
o o . L =
C, 3 = Q41 E//% 162 : <
S L B PSLALRLLLLLL PR AL 1 K DAL UL L T N N " .
s O10° 10° 10 10° 400 10 10* 10° 10 10 10 10
SSEA4 Alexa Fluor 647-A SSEA1PE-A SSEA4 Alexa Fluor 647-A
Tube Mame: 3 color kit Tube: 3 color kit
SSEA1 PE-AOct3/d PerCP-Cy... SSEA4 Alexa Flu... | Population #Events %Parent %Total
Population Mean Mean tean |l All Events 10,000 #1000
W Gated Cells 31,556 13,100 721 [ - Gated Cells 8,268 827 827
(] 247 11,185 127 -~ o 63 0.8 06
. Q2 32,645 13,543 736 - . Q2 7,928 5.9 79.3
. a3z 233 556 269 - . Q3 20 0z 0.2
| [ 8,061 859 437 Ho: 257 31 26
K P1 31,809 13,142 727 ~ e 8,185 990  81.8
K P2 32,361 13,510 732 [ ol 8,001 968  80.0
P3 33,800 15,222 5,432 XHe3 723 87 7.2
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Reference

This section covers the following topics:

e Troubleshooting (page 52)
e Examples of bead and cell placement (page 53)
e About spectral overlap and compensation (page 54)

e References (page 55)
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Troubleshooting
Recommended  These are the actions we recommend you take if you
actions encounter the following specific problems.

Problem Recommended actions

Too few events during | Try one or more of the following:

acquisition .

Start with 1 x 10° cells per tube (some cell loss is
expected during washes).

Centrifuge at a higher speed.
Centrifuge for a longer period of time.

Aspirate gently after centrifugation to avoid
disturbing the cell pellet.

See the user’s guide for your flow cytometer.

Dim staining of drop- | Try one or more of the following:

in conjugates
[ J

Stain and record data the same day you fix and
permeabilize the cells.

Stain fresh cells with your drop-in conjugate and
compare staining of fresh cells with staining of fixed
and permeabilized cells (to determine whether fixing
and permeabilizing has a deleterious effect on
staining).

Increase the staining time to 1 hour at room
temperature.

Increase the amount of fluorescent antibody.

For surface-marker drop-ins, ensure that you use an
appropriate detachment reagent to harvest cells so
that epitopes on the cell surface are not destroyed.
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Problem Recommended actions
High background Decrease the amount of antibody used.
staining

Note: This kit has been tested on human (H9, H7) and
mouse (ATCC CRL-1821, ES-E14TG2a) embryonic
stem cell lines, and no problematic background staining
has been observed.

Insoluble precipitate A small amount of precipitate is common and does not
observed in 10X affect product performance. You can filter the solution
BD Perm/Wash buffer = with a 0.45-micron filter before using it.

Examples of bead and cell placement

Example with The following plot shows BD CompBead Plus beads run

hESCs

together with a single-cell suspension of fixed cells from
the H9 hESC line.

] Specimen_001-H3

(x 1,000)
240

i

£ mpBead Plus

i

Fixed H9

T T T T T T T T T T T
50 100 150 200 250
FSC-A (¢ 1.000)
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Example with
mESCs

The following plot shows BD CompBead Plus beads run
together with a single-cell suspension of fixed cells from
the ES-E14TG2a mESC line.

Specimen_001-E14

x 1,000)

58C-A

....5In\...'?n....'fn...\mlm..\\ifn.

-E14TG2a

T T T T T T T T T T T T T T T
oo 160 200 260
FSC-A (x 1,0007

About spectral overlap and compensation

Spectral overlap The spectral overlap values for a given fluorochrome are

the fluorescence values above background in all
detectors relative to the primary detector for that
fluorochrome.

For example, the fluorescence of a PE-stained sample is
defined as 100% in the PE detector, and its spectral
overlap values could be up to 1% in the FITC detector,
and up to 20% in the APC or Alexa Fluor® 647
detector.

For Research Use Only. Not for use in diagnostic or therapeutic procedures.



Compensation

Chapter 6: Reference | 55

Compensation is the process by which spectral overlap is
removed so that the fluorescence value for a parameter
reflects only the fluorescence in the primary detector.

To calculate compensation, the spectral overlap values
are measured for each of the fluorochromes to be used in
an experiment.
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Notes
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