Cultured Human Keratocytes from the Limbus and Cornea Both Express Epithelial Cytokeratin 3: Possible Mesenchymal-Epithelial Transition
Materials and Methods
A) Cell cultures


The stroma was separated from the epithelium and superficial stroma by scraping and from Descemet’s membrane and endothelium by peeling the Descemet’s membrane off with a forceps. The residual tissue was cut into small fragments, placed in MOSH solution (0.35mg/ml NaHCO3, 2mg/ml glucose and 5% Stock V Hanks [0.160 mg/ml NaCl, 0.007 mg/ml KCl, 0.00497 mg/ml Na2HPO4 *7H2O, 0.0012 mg/ml KH2PO4]) [12] and digested in CTC solution (collagenase CLSPA, Worthington 20U/ml; trypsin Gibco Laboratories, Grand Island, NY, USA 1:300 at 0.75 mg/ml; 2% heat-inactivated dialyzed chicken serum in Ca2+ and Mg2+ free HBSS) [13] for 10-15 minutes at 37°C, yielding a cell suspension in the supernatant. The cells were harvested by centrifugation at 1000 rpm for 5 minutes. Cell pellets were suspended in HECM culture medium (60% 199 medium Sigma St. Louis, Mi, USA and 40% Humed-Base Gibco) supplemented with 11mM glucose, 1.1mM CaCl2, 0.5mM Mg2+, 1% Fetal Calf Serum and a 4H mixture and seeded on plastic tissue culture dishes.

The culture medium for control epithelial cells grown from sample 1 was HECM added with 8% Fetal Calf Serum, a 5H mixture, [12] 40 ng/ml EGF and extracts of bovine hypothalamus and pituitary with a final concentration of 75 and 50 µg of protein per ml respectively.
B) RT-PCR 


Total RNA was extracted with the TRIzol method (Gibco). The samples, containing 500 ng of total RNA, were reverse-transcribed using Invitrogen M-MLV-retro-transcriptase and amplified with Takara Ampli-Taq Polymerase.


All samples were amplified for 35 cycles. For GAPDH, vimentin, CK3 and keratocan amplification, denaturation was carried out at 95°C for 2 minutes, then at 94°C, 60°C and 72°C for 40 seconds. For CD34 amplification, denaturation was carried out at 95°C for 2 minutes, then at 94°C, 54°C and 72°C for 40 seconds. Specific fragments were visualised by electrophoretic assay on 1.5% agarose gel.

C) Immunofluorescence staining

All sample and control cells were plated on coverslip glass in culture medium, allowed to settle and fixed with acetone for 10 minutes. The cells on coverslips were washed three times for 5 minutes each in PBS pH 7.3 and incubated for 20 minutes at 37°C with 10% normal serum of the species donor of the secondary antibody (in PBS pH 7.3). 

 
The table shows full details of the primary and secondary antisera used for immunofluorescence.
	Primary antibody
	Dilution
	Type
	Source and code
	Secondary antibody
	Dilution
	Source and code

	CD34:            clone H-140
	1:100
	Rabbit polyclonal
	Santa Cruz                   sc-9095
	goat anti-rabbit  TRITC
	1:200
	Sigma   T6778

	CK3:                 clone AE5
	1:500
	Mouse monoclonal
	Chemicon               RDI-PRO 61807
	goat anti-mouse FITC
	1.200
	Sigma   F4018

	CD45:             clones 2B11  & PD7/26
	1:50
	Mouse monoclonal
	Dako                       M 0701
	donkey anti-mouse TRITC
	1:600
	Jackson Immuno Research Laboratories  715-026-150

	Vimentin:  clone V9
	1:50
	Mouse monoclonal
	Dako                     M 0725
	goat anti-mouse FITC
	1:100
	Jackson Immuno Research Laboratories  115-096-062



All primary antibodies were incubated overnight at 4° C, together in the case of double stains. The appropriate FITC or TRITC-conjugated secondary antibodies were incubated for 1 hour at 37°C. Nuclei were counterstained with DAPI ( H-1200-Vector Laboratories. Inc. Burlingame. CA.94010).
D) Cell counts


The co-ordinates in pixels of the centre of the cover glass were identified. Cell counts were carried out at 40x (field diameter: 400 pixels). Ten strips were counted: the central one, 4 above and 5 below, each at a distance of 400 pixels. Along each strip, cells were counted in alternate fields. The total number of cells (DAPI coloured nuclei), FITC-positive, TRITC-positive and double-positive cells were counted separately and the percentages of single and double positive cells were calculated.
