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.| Influx or Jazz.

| ~|These sorters have

100 ym nozzles

with lower speed
and pressure.

Selecting Fluorochromes

- Consider what you need to measure,
which markers are relevant, and which
instruments can accomodate different

fluorochromes.
- Match highly expressed markers with dim

fluorochromes and vice versa. Consider
adding a viability dye or dump channel.

Which instrument should you
reserve?

Y

Are your cells large,
sticky, or very sensitive?
(E.g. brain, fibroblasts.)

- Use panel design tools such as _ . . .
Fluororljzinder anc?discuss with Flow Core AnalySl |: g Sorting Time
staff. Use mdasouth.fluorofinder.com Analysis Time - Aria #1, Aria #2, and Aria Fusion can process |: No Aria #1, Aria #2, Aria
60 million cells/hr when concentrated at 20 Fusion, Influx, or Jazz.
- Sample tubes/wells can take 1-5 million cells/mL and samples do not aggregate. Consider instrument
[ Flow [maging flow minutes each to collect. - Influx and Jazz can process 30 million cells/hr capabilities and
Are you measuring only cytomGHEs cytomeiig - New panels require at least 30 \;V:niglzgn dcfggf;egdg?;gzi:'”'on sallEimls e Will you sort availability. How much sorting

time should you
reserve?

apoptosis, cell cycle, or into plates?

proliferation?

- New panels require at least 30 minutes to set
up, depending on number of fluorochromes.

- Always add 5 minutes for instrument cleaning
and data transfer.

number of fluorochromes.

- Always add 10 minutes for instrument
cleaning and data transfer.

l minutes to set up, depending on

Amnis ImageStream.
Please contact Flow
Core for an
appointment.

- Add 30 minutes for an instrument

training session. - Add 30 minutes for an instrument training

session.

The Aria #1, Aria
Fusion, Influx, and
Jazz have plate
sorting capabilities.

—

Fortessa, Fortessa X-20,
Canto Il, Celesta, or
Gallios. Consider
instrument capabilities
and availability.

Gallios, or other
instruments

Is your population
of interest rare?

How much analysis
time should you
reserve?

Consider pre-enrichment
methods:
- Density gradient separation
- Magnetic separation
- Dump channel to eliminate
certain lineages

Yes

- Stain cells directly,
incubate for 30 minutes.
- Follow manufacturer's

Permeabilize Cells hat e recommendations.
Y - Saponin - Please contact the Flow sample do you
- Stain intracellular - Detergent Core for experiment set up. have? Cell
targets directly, incubate - Ethanol - Cells must be highly PRl Permeablllze Cells
for 30 minutes. / concentrated in low volume dye Select Fixative T
- Follow manufacturer's (1 million cells/50 pL). Tissi [ v Cell line Ethanol Ny t
ions. ixati Bloo - i - Detergen
recommendations Select Fixative Whole organ [ BM Ascites - Formaldehyde
- Ethanol v - Ethanol
- Formaldehyde H i
Wasl omogenize
4 Nonadherant
/ Other spical dherant cells ol - Fixed cells will not be viable. le/perm
IntracellIEH tissuct Lymph Node &, Ascites Ir;;cracelrllulalrdstalrlr:)g for
E“m ang oG s = col
i ' Trypsinize
Intrace . B permeable dye, or when V|able
Igest
Is your target cells are not needed.
4 Lyse RBCs
intracellular, on the /
Both cell surface, or Filter Block Fc.
- Stain cell surface targets both? [ntracellular receptors, if
directly, incubate for 30 \ / wasl necessary.
minutes. Block Fc Imaging flow —> "
- Follow manufacturer's receptors, if cytometry \ gece
recommendations. necessary. Y
Wash Surtaes |:Analy3|s Analysis or Sorting Is your target - Stain cells directly, Wash
J sorting? intracellular or on incubate for 30 minutes./
Surface ow o / the cell surface? B IoW manufacturer's
only recommendations.

What controls do
you need?

Collection Device: What is the
downstream use of cells?

- Concentrate cells to
10-20 million cells/mL.

- Concentrate cells to

(vesl |

Should you bring

1-5 million cells/mL.
samples in plates or - If you have fewer . f - If you have fewer
Do yo:J havs tubes? than 50,000 cells, mc:)rl;ltt:ﬁlaﬂ_ve than 5 million cells,
mo;g g;rsslsets’?an resuspend in 100 pL. Bring cells _unstaiE Ariryézl:;gflls resuspend in 250 pL. _
P A growing P | cell i ' Functional B R DNA/RNA  [Single cell
normally. - Parental cell line assay njection ell culture | 4o otion seeding
[ Yes
Less than E/Iore than ) g
40 40 How much buffer geany
should you Are your cells Bring stained, How much buffer populatlons. are
resuspend in? stimulated? untreated cells. should you you collecting?
resuspend in?
[ 1-2 [ 3-4 2.0mL, 1.5 mL,
Are your cells [ or 0.5 mL
) Are your cells &
Yes
Iar%?’ez:f:g;) p/ precious or low \ fubes.
) - - in number? -50 mL, 15 mL, or 5
\ E LG 5 mL, 2.0 mL, 96 well or 384
[ Yes unst::rzllljsate [ Yes - 50 mL tubes are 1.5mL, or0.5 well plates
' only available on the mL tubes.
|: N Buffer Choice No Influx and Jazz.
-PBS What buffer
;:ggCZS b:/lffclezrDl:c,r:BS, 0.5% BSA or 1-2% Do you have more than Bring a separate, should_you
= d m'th o 0.5 E SN one fluorochrome, dye, or no.n-preC|ous, collect into?
- viedia with fip IO e fluorescent protein? stained sample Buffer Choice
EBS uorescent prote - 1 v
or set up.
96 well or 384 - Up to 2 mM EDTA should be added to SRR _ ] ] Collection Buffer
Tubes well plates cells that tend to aggregate_ - FACS buffer is PBS, 0.5% BSA or 1-2% e ould b PN
- Certain assays require specific buffers FBS, 2mM EDTA i e. . co.ec < O. i
(E.g. buffer with calcium for Annexin - Media with up to 0.5% BSA or 1-2% medlg.:/vhdere th?y will be f;_api)_lest, or to
assays, perm-wash buffer for intracellular Yes FBS e T cam applcalions.
e Y - staining). - FACS buffer or media should be used - I\E/l;(rj;it(ig:vsz:fel?dwe antibiotics)
- The minimum sample volume - Fix cells in 1% PFA or EM grade Bring Single Color Controls for sensitive cells or long sorts. e
for each well is 60 pL. formaldehyde for overnight storage. Sinale color confrole I - Up to 2 mM EDTA should be added to
- Bring single color controls in osit?ve ol Do you expect low cells that tend to aggregate. - FBS
tubes. P P ) expression or rare - FACS buffer
_ Concentrate cellse TS - Compensation beads are preferred populations?
ossible while avoidin for fluorochrome controls. A 4
g reqatios g - Bring unstained cells expressing only Collection Temperature
9979 - one fluorescent protein for single color - Samples and collection tubes can be
What buffer fluorescent protein controls. _ T kept at different tempeatures.
should you - Bring amine reactive compensation i - By default samples are run at 4°C on
dye controls. P : - Tempatures range from 4°C to 42°C,
- Resuspend cells carefully to
avoid clumps and bubbles. Bring FMO \
- Filtelr es’[r')]eciallryl/ z(t)icky » Analysis or controls. Always filter samples
samples throug pum blue

filter cap tubes before running.

Ready to Analyze!

A

sorting?

Y

Analysis

Sorting

through 40 um blue filter

cap tubes before
running.

Ready to Sort!



