Good Examples of What You Are REQUIRED to Send to FCCF@salk.edu DIRECTLY AFTER
Using an Instrument.

Emailing items 3, 4, and 5 (unless specifically directed otherwise) is a condition of your
access to the core’s autonomous use instrumentation. Item 1 is required if the user before
you does not have an acceptable “before” beads in the Calibration account. Item 2 is
required if you are the first user of the day.

1. CST Beads Profile PDF (Pre-running samples): required if the user before you does
not have an acceptable “before” beads in the Calibration account.

091720-Caz-FCCF-9330

8-Tub,

Instructions (1) P2 scatter gate must enclose large bead population so accurate rCVs are

s 4
g 1 . - »
28] o ) displayed for bright bead gate P3 (P3 gate is a daughter of P2)
X o3 Negative petias » A _F (2) Run in LO, with black dial set in the middle position at 12 o'clock
&1 .~ 7 NON BEAD DEBRIS EVENTS Tube: Tube_001 Experiment Name: DATA-HERE PLS- LSRII-1-CST-FCS_DAILYQC...
= = Specimen Name: 091720-C=z-FCCF-93308
2] 3 PL = run fresh filtered water to check | oo agon #Events %Parent %Towl || Tuve Name: | Tabe. 007 i
& : : cleanliness if these show up in | i A1 Events 3.178|  #5%5| 1000 || Record Date:  Sep 17,2020 12:23:32 PM
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Clean if bright bead (P3) CVs are greater than values indicated Automated CST will fail in Divaif CV > 6
BV421 CV > than 5.5
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Perfectis <3.5)

P3 gate (OFF P2 gate):
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2. CS&T Report PDF (2 pages): required if you are the first user of the day.

Cytometer Performance Report

Cytometer: LSRII User: hkchung
Cytometer Name: LSRII Institution: IMPL-K
Serial Number: H48200030 Software: BD FACSDiva 8.0.2
Input Device: HTS Date: 04/08/2020 10:01 PM
Tube Loaded Manualy: Yes Cytometer Baseline: 03/20y2020 09:10 AM
Cytometer Configuration:  092618Salk SORP 2B 6V 4UV 3R 3YG PIF: Pass

Setup Beads
Bead Product: CST Setup Beads Part #: 910858
Lot ID: 91193 Expiration Date: 04/30y2021

Bead Lot Information: Available

Detector Settings
Lases Detector | Parameter | Targetvae | AP IEOR | O | ARtV | Metian Crarmel|  Robuat O
Blue FSC FSC 125000 125748 0 3.86 125746 3.86
Blue c ssc 125000 123550 2 282 124437 291
Blue 8 FITC 14641 14143 4 2.88 380 13.03
Blue A PerCP-Cy5-5 25602 24942 3 3.47 1018 14.29
Red c APC 35972 34880 4 261 1716 7.56
Red 8 Aexa Ruor 700 26752 25731 4 2.94 1007 8.74
Red A APC-Cy7 21383 20666 4 3.03 735 9.15
Violet F BV421 6576 6479 2 2.79 203 11.47
Violet 3 BVS10 26780 26899 0 2.84 791 7.09
Violet D BV60S 44362 43887 2 34 975 16.74
Violet c BVE50 39547 39273 -1 4.18 2069 12.84
Violet 8 BV711 34963 33754 4 4.14 1375 10.43
Violet A BV785 32900 31444 5 4.96 743 15.77
w D BUV395 12383 12445 0 4.69 1428 5.82
Thdo-1
w c (Bue_Unbound 11941 12145 1 5.61 1410 63
v 8 BUNT37 48319 47495 2 10.54 1751 27.84
™ A BUVBOS 47271 47835 1 13.43 1080 6337
Yel/Green c PE 27753 27482 1 1.44 780 7.49
Yel/Green B8 PE-Texas Red 34912 34451 2 1.58 820 9.33
Yel/Green A PE-Cy7 24834 24227 3 275 810 10.14
Detector Settings (Continued)
Laser Detector | Parameter DQZ.” Dw; PMTV APMTV o B PIF
Channel
Ble FSC FSC 28551 12555 494 2 N/A N/A Pass
Ble c ssC 55201 282 281 1 N/A N/A Pass
Ble 8 FITC 78 45.47 490 2 0.0648 677 Pass
Blue A PerCP-Cy5-5 209 35.58 559 2 0.0532 60 Pass
Red c APC 363 21.18 494 -14 0.1221 3516 Pass
Red B8 ””‘mﬁ'"“' 174 23.78 513 -19 0.0102 2088 Pass
Red A APC-Cy7 127 27.74 544 -18 0.0119 2568 Pass




Cytometer Performance Report

Cytometer: LSRII User: hkchung
Cytometer Name: LSRII Institution: IMPL-K
Serial Number: H48200030 Software: BD FACSDiva 8.0.2
Input Device: HTS Date: 04/08/2020 10:01 PM
Tube Loaded Manualy: Yes Cytometer Baseline:  03/20y2020 09:10 AM
Cytometer Configuration:  092618Salk SORP 2B 6V 4UV 3R 3YG P/F: Pass
Vioket F Bv421 63 4547 377 -3 02165 6352 Pass
Vioket E BVS10 167 19.37 495 -5 0.0609 2953 Pass
Vioket D BV60S 212 48.24 670 -9 0.4331 11 Pass
Vioket C BV650 192 46.61 669 -5 0.0844 18 Pass
Vioket B BV711 139 32.15 586 -9 0.0769 0 Pass
Vioket A BV78S 124 33.06 516 -9 0.1447 Pass
w D BUN395 155 1468 391 -10 0.5651 Pass
Indo-1
C [Blue_Unboun 166 13.66 376 -10 0.8963 0 Pass
d
B BIN737 192 87.18 641 -17 0.0085 40 Pass
w A BUNBOS 147 24169 754 -15 0.0028 211 Pass
Yel/Green C PE 180 193 453 0 02774 62 Pass
Yel/Green B PE-Texas Red 163 25.56 471 2 0.1614 2 Pass
Yel/Green A PE-Cy7 144 2599 500 -2 0.1318 6 Pass
Specifications
PMTV Delta from baseline: 50 (BD) Documer
Blue Laser Primary Channel Bright Bead %Robust CV: 6.00 (Recommended)
Violet Laser Primary Channel Bright Bead %Robust CV: 6.00 (Recommended)
UV Laser Primary Channel Bright Bead %Robust CV: 6.00 (Recommended)
Red Laser Primary Channel Bright Bead %Robust CV: 6.00 (Recommended)
Yed/Green Laser Primary Channel Bright Bead %Robust COV:  6.00 (Recommended)
Laser Settings
Delay Delay
Laser Nea Scﬁ\g Factor
(Trigger on FSC) (Trigger on Fluorescence)
Blue 0.00 0.00 1.05
Violet 25.11 25.26 0.84
w 46.90 47.02 0.77
Red 68.91 69.08 0.83
Yel/Green 89.16 89.32 0.94
Window Extension: 10.00
FSC Area Scaling Factor: 0.83

Threshold

Threshold (FSC): 9538

l—Comnv_-rLs




3. Cleaning Files: Screen grab with Time Stamps
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3% Shared View

f& 20200310-myeloid-IFNGR WBKO with O+P treatment_0(3/10/20 11:0...
= 20200311-RORgt GFP signal check 4h activation 3/11/20 5:37:
= 20200315-gp33-12 veh vs op TIF 3/15/20 6:54:
& 20200320-FXRKO bone marrow transplant with dss and 3/20/20 2:57:
& 20200302-0ld TFXRKO bone marrow transplant with dse3/20/20 4:36:
& 20200423-mnl test GFP and PLZF antibodies
f& LSRII-2-CST-FCS_DailyQC-TEMPLATE

f& 20200425-Sorted RORC GFP ILC3 with in vitro FexD 40+4/25/20 4:03:

® 20200502-1LC ID2-ADSS with FexD

Cytometer Settings

&3 Global Worksheets
& Compensation Controls
= & Specimen_001

s D2-FMO 5/2/20 3:54:1...
@ {4 01-ILC ID2-duo-01-water-1 5/2/20 4:05:1...
& {f4 02-1L.C 1D2-duo-02-water-2 5/2/20 4:09:4...
@ {4 03-ILC ID2-duo-03-water-3
- {4 04-ILC ID2-duo-04-dss-1
(- [ 05-ILC ID2-duo-05-dss-2
- [ 06-ILC ID2-duo-06-dss-3
- [ 07-ILC ID2-duo-07-dss-4
2] E] Bleach
2] E] Rinse
[ E] Water
(- [ 08-ILC ID2-duo-08-fexd-1
- [ 09-ILC ID2-duo-09-fexd-2
- [ 10-ILC ID2-duo-10-fexd-3
@ [ 11-ILC ID2-duo-11-fexd-4
@ [ 12-LC ID2-le-01-water-1
{4 13-1LC ID2-le-02-water-2

{4 141LC ID2-le-03-water-3
A 151LC ID2-le-04-dss-1

A 16-1LC ID2-le-05-dss-2 .
A 17-1LC ID2-le-06-dss-3 5/2/20 5:03:3...
[ 18-1LC ID2-le-07-dss-4 5/2/20 5:05:5...
[ 13-1LC ID2-le-08-fexd-1 5/2/20 5:08:1...
A 20-1LC ID2-le-03-fexd-2 5/2/20 5:10:3...
[ 211LC ID2-le-10-fexd-3 5/2/20 5:15:2...
{f 22-1LC ID2-le-11-fexd-4

{4 23-1LC ID2~col-01-water-1

{4 24-1LC ID2~col-02-water-2
{4 25-1LC ID2~ol-03-water-3
- [ 26-1LC ID2-col-04-dss-1

- [ 27-1LC ID2-col-05-dss-2

- [ 28-ILC ID2-col-06-dss-3
{4 25-1LC ID2ol-07-dss-4
1§ 30-1LC ID2~col-08-fexd-1 5
{A 31-1LC ID2ol-09-fexd-2 5/2/20 5:41:1...
{A 32-1LC ID2col-10-fexd-3 5/2/20 5:43:4...
{A 33-1LC ID2col-11-fexd-4 5/2/20 5:45:3...
[ 34-1LC ID2-spl-01-water-1 5/2/20 5:47:3...
{f4 35-1LC 1D2-spl-02-water-2
{f4 36-1LC 1D2-spl-03-water-3
{4 37-1LC 1D2-spl-04-dss-1
{f4 38-1LC ID2-spl-05-dss-2
1§ 39-1LC 1D2-spl-06-dss-3
1§ 40-1LC 1D2-spl-07-dss-4
{f4 41-1LC 1D2-spl-08-fexd-1
{f4 42-1LC 1D2-spl-09-fexd-2
1§ 43-1LC 1D2-spl-10-fexd-3
{4 44-1LC 1D2-spl-11-fexd-4
{f Bleach3

i Rinse3 5
3 water3 5/2/20 6:16:4...
{f 45-1LC ID2-mnl-0 1-water-1 5/2/20 6:17:4...
{f 46-1L.C ID2-mnl-02-water-2 5/2/20 6:19:0...
[ 47-1LC ID2-mnl-03-water-3 5/2/20 6:19:5...
{f 48-1LC ID2-mnl-04-dss-1 5/2/20 6:21:2...
{f 48-1LC ID2-mnl-05-dss-2 5/2/20 6:22:2...
[ 50-1LC ID2-mnl-06-dss-3 5/2/20 6:23:4...
{4 51-1LC 1D2-mnl-07-dss-4
{f4 52-1LC 1D2-mnl-08-fexd-1
1§ 53-1LC 1D2-mnl-09-fexd-2
{f4 54-1LC 1D2-mnl-10-fexd-3
{fa 55-1LC 1D2-mnl-11-fexd-4
8-f& 20200502-T Comb-ADSS with FexD 5/2/20 8:44:5...

m

Inspector - 20200502-ILC ID2-ADSS with FexD

Experiment | Keywords

&

Name: 20200502-I1LC ID2-ADSS with FexD
Owner:  |\weyu
Modified: |5/2/20 6:29:56 PM
Config:  |0926185alk SORP 28 6V 4UV 3R 3YG
Log Decades for Plots
@ 4Log Decades
(@) 5Log Decades

Use global cytometer settings

(13 ] Acquisition Dashboard

Current Activity

Active Tube/Well Threshold Rate Stopping Gate Events Elap
‘ Oevtls Oevt 00:

Basic Controls

»fJ Next Tube (@ Acquire Data [ Record Data @ Restart

Acquisition Setup

Stopping Gate: Events To Record: 100000 evt Stopping Time (se

Storage Gate: Events To Display: 50000 evt

Acquisition Status

Processed Events: Electronic Abort Rate:

Threshold Count: Electronic Abort Count:



4. CST Beads PDF (post-running samples, post final round of cleaning):

g por720-Caz-FCCF93308Tubs | Instructions (1) P2 scatter gate must enclose large bead population so accurate rCVs are
Sg] Drontenemeptenst™ | displayed for bright bead gate P3 (P3 gate is a daughter of P2)
23 Negative belas ,.\ (2) Run in LO, with black dial set in the middle position at 12 o'clock
A . B S NON BEAD DEBRIS EVENTS: Tube: Tube_001 Expeniment Name: DATA-HERE PLS- LSRIL1-CST-FCS_DAILYQC...
=1 ¥ o N L Specs Name: 091720-Caz-FCCF-S3308
EE ﬂd PL = run fresh filtered water to check | oo i0n #Events %Parent %Total || Tooe Name: | Tabe 001
1a- : cleanliness if these show up in | | Al Events 3.178| ##2#| 1000 || RecordDate:  Sep 17,2020 12:29:32 PM
o ""I""I""l""l"' bead tube. Change syringe filter | -l P1 757| 238 238
S0 100 150 200 if needed @r2 1.580 S0.0| S0.0 )
FSCA 1000 X P3 830| 522/ 26.1 || Population
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10 10 10 1 1 0 10° 1 10 10 10
APC-A Xlexa ?-'IuorQIOO-A l'LO-Cy]l T’E ?’E T’exas Hed F’g cy7-
P3 Brightest £CCF-233 091720-Caz-FCCF-333 091720-Caz-FCCF-933 091720-Caz-FCCF-933 g__om 720-Caz-FCCF-033 091720-Caz-FCCF-933
population % g § 2 g:
sk 41 43 9
og O i O og] o= O
= B 3¢ i o 2
S S Ef 3 En E &7
w P3 w o B ‘ 3 b=
S TTIm T T o TTITM TrrmyT AL LLLL Illl T = =
102 100 10* 10° |° TI 10° 102 _10° 1:'; 1:';5 -| -|03 T“ Tls 102 _10°__10*  10° 10?2 _10® 10t 108
FITCA F'erCP ~Cy5-5-A BUV39 - Indo-1 [Blue_Unbound]-4| BUV737-A BUVS05-A
Clean if bright bead (P3) CVs are greater than values indicated Automated CST will fail in Divaif CV > 6
BV421 CV > than 6.5 APCCV>5 PECV>3 FITCCV>4 indo CV > &
(Perfect is <4) (Perfect is < 3.5) (Perfect is <2.5) (Perfect is < 3), (Perfectis <3.5)
P3 gate (OFF P2 gate):
BV421-A BVS1/A BV605-A BVES0-A BV711-A  BV785» APC-A  Alexa Fl... APC-Cy7... PE-A PE-Texa.. PE-Cy7-A FITC-A PerfiP-C... BUV3SS-A Indo-1[... BUVY37-A BUVBODS-A
Population %eCV <V %rCV Y%rCV %rCV %eCV %rCV %eCV %rCV %rCV %rCV %rCV %eCV %rCV %rCV %rCV
mr 636 234 404 56.1 325 36.0 184 238 257 140 210 213 69.9 438 274 16.4 79.9 855.3
@ P2 183 18.1 266 263 280 373 15.8 18.0 178 X 87 96 211 109 16.2 18.1) 140(y 489 78.7
B P3 43 43 48 46 49 66 32 34 34 15 1.7 33 19 29 33 24 58 1.7

5. Clipboard checklist items, signed (legible), with fluidics panel OFF in
the background:
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