10-color staining for identification of early hematopoietic progenitors and erythroblasts

1. Obtain femora and tibias, and keep in Staining Buffer with EDTA*.
2. To harvest bone marrow, flush and crush bones, pass cells through 100 µm cell strainer.
3. Spin down at 2000 rpm, 4°C for 10 min, remove supernatants.
4. To make single cell suspension, resuspend cells in 2 mL Staining Buffer with EDTA*, and P1000 pipetting with orifice tips for 50 times.
5. P1000 pipetting with orifice tips for 20 times, count cells.
6. P1000 pipetting with orifice tips for 20 times, make aliquots in 4 mL FACS tubes for Samples (10x106 cells) & Controls (106 cells).
7. Spin down at 2000 rpm, 4°C for 5 min, remove supernatants.
8. Prepare and add Antibody Pre-mix** in Staining Buffer with EDTA*:
300 µL for Samples & 50 µL for Controls (Single-Color Controls & FMO Controls).
9. Quick vortex, keep at 4°C, rotating for 2.5 hrs.
10. Wash with Staining Buffer with EDTA*: fill tubes with Staining Buffer with EDTA*, spin down at 2000 rpm, 4°C for 10 min, remove supernatants.
11. Dilute DAPI at 1:10,000 in Staining Buffer with EDTA*.
12. Resuspend and pass Samples through 40 µm filter mesh in 1.8 mL DAPI/Staining Buffer with EDTA*, FMO Controls in 300 µl DAPI/Staining Buffer with EDTA*, and Controls in 300 µl Staining Buffer with EDTA*.
13. Keep on ice, covered (protect from light).
14. FACS: keep the flow rate <7000 events per second, and collect ~8x106 events.



*Staining Buffer with EDTA:
1X PBS
0.2% BSA
0.08% Glucose
5 mM EDTA

**Antibody Pre-mix:
	
	
	Stock conc. (mg/mL)
	Cocktail conc. (mg/mL)
	Dilution factor
	Working conc. (µg/mL)
	Vendor
	Catalog #
	Clone

	CD71
	PE/Cy7
	0.2
	
	2000
	0.1
	BioLegend
	113812
	RI7217

	TER-119
	BUV395
	0.2
	
	100
	2
	BD Biosciences
	563827
	TER-119

	CD55 (DAF)
	AF647
	0.5
	
	50
	10
	BioLegend
	131806
	RIKO-3

	CD105
	PE
	0.2
	
	50
	4
	BioLegend
	120408
	MJ7/18

	CD150 (SLAM)
	BV650
	0.1
	
	50
	2
	BioLegend
	115931
	TC15-12F12.2

	ItgA6
	BV421
	0.025
	
	50
	0.5
	BioLegend
	313624
	GoH3

	CD41
	BV605
	0.2
	
	100
	2
	BioLegend
	133921
	MWReg30

	CD117 (cKit)
	APC/Cy7
	0.2
	
	200
	1
	BioLegend
	105826
	2B8

	Ly-6G and Ly-6C
	FITC
	0.5
	83.4
	84
	1
	BD Biosciences
	553127
	RB6-8C5

	CD11b
	FITC
	0.5
	83.4
	84
	1
	BD Biosciences
	557396
	M1/70

	CD45R/B220*
	FITC
	0.5
	83.4
	84
	1
	BD Biosciences
	553087
	RA3-6B2

	CD4
	FITC
	0.5
	83.4
	84
	1
	BD Biosciences
	553047
	RM4-5

	CD8a
	FITC
	0.5
	83.4
	84
	1
	BD Biosciences
	553031
	53-6.7

	F4/80
	FITC
	0.5
	83.4
	84
	1
	BioLegend
	123108
	BM8

	Ly-6A/E (Sca-1)
	PerCP/Cy5.5
	0.2
	
	100
	2
	BioLegend
	122524
	E13-161.7

	Rabbit IgG
	
	10
	
	50
	200
	Jackson ImmunoResearch Labs Inc.
	011-000-003
	



*Can be replaced by CD19 FITC (Clone: 1D3, BD Biosciences, Catalog # 553785)

Important Notes:
· Include 5 mM EDTA in Staining Buffer.
· Use orifice tips.
· Spin down at 2000 rpm.
· Staining at 4°C, rotating for 2.5 hrs.
