SUPPLEMENTARY METHODS

Exontrap Analysis

DNA fragment, 503-bp in length and spanning exons 21 and 22 of the NPHS1 gene and the adjacent intronic regions, were amplified from genomic DNA obtained from a control or from a patient bearing the p.R976S mutation, using the forward primer 5’-GCTCTAGAGCCCTGGACAGAATCTTCTGGAATT-3’ and the reverse primer 5’-TCCCCGCGGGGACCTACACATCCTCTGAGGAATAC-3’ containing an XbaI and a SacII restriction site, respectively.  The PCR products were cloned into the XbaI and SacII sites of the Exontrap vector (Mo Bi Tec GmbH, Göttingen, Germany) and verified by sequencing.  COS-7 cells were transiently transfected with either the normal or the mutant NPHS1 construct.  RNA was, thereafter, isolated and reverse transcribed using the primer 5’-AGTGCCAAGGTCTGAAGGTCA-3’, which is complementary to a sequence in the 3’ bordering exon.  The cDNA obtained was PCR-amplified using primers 5’-GGATTCTTCTACACACCCATG-3’ and 5’-AGTGCCAAGGTCTGAAGGTCA-3’, for the 5’- and 3’- flanking exons respectively and the PCR products sequenced.
SUPPLEMENTARY FIGURES AND TABLES
Figure S1.  Altered splicing of exon 22 due to the p.R976S mutation.  A.  Exontrap constructs used for transfection into COS-7 cells.  B.  RNA isolated after transfection of either wild-type, p.R976S mutant constructs or vector alone, were reverse-transcribed, PCR-amplified and sequenced.  PCR products separated on a 1.7% agarose gel revealed expression of a smaller fragment in cells transfected with the mutant vector, showing the generation of an alternatively spliced product missing exon 22.  Negative controls refer to samples in which no reverse transcription was performed.  
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Figure S2.  Trafficking of the p.A107T, p.P575Q and p.R976S missense variants to the plasma membrane was maintained in transiently transfected HeLa cells. 
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Table S1.  Effects of NPHS1 mutations according to prediction algorithms
	Nucleotide 
alteration
	Coding sequence
alteration
	Exon
involved
	Score of donor/ acceptor site
	Control

chromosomes
	PolyPhen score
	SIFT prediction

	c.286C>G
	p.L96V
	3
	
	0/188
	1.34
(benign)
	not tolerated

	c.319G>A
	p.A107T
	3
	
	0/188
	1.50

(benign)
	not tolerated

	c.379G>A[1]
	p.R460Q
	11
	
	0/190
	1.40

(benign)
	tolerated

	c.1724C>A
	p.P575Q
	13
	
	0/176
	1.80

(possibly damaging)
	not tolerated

	c. 2495T>C
	p.L832P
	18
	
	0/182
	2.20

(probably damaging)
	not tolerated

	c.2928G>T 
	p.R976S
splice site(?)
	22
	normal: 0.95

mutant: 0.79
	0/352
	2.20

(probably damaging)
	not tolerated

	c.609-2A>C
	splice site
	IVS5
	normal: 0.88

mutant: 0.00
	
	
	

	c.2072-6C>G
	splice site
	IVS15
	normal: 0.88

mutant: 0.26
	0/186 
	
	

	c.468C>G[1]
	p.Y156X
	4
	
	
	
	

	c.516delC
	p.T172fs175X
	4
	
	
	
	

	c.1134-1135delGC
	p.R379fs417X
	9
	
	
	
	

	c.1491delC
	p.S494fs547X
	12
	
	
	
	

	c.2479C>T
	p.R827X
	18
	
	
	
	

	c. 3720-3735del16
	p.L1240fs1286X
	29
	
	0/176
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Supplemental Table 2.  Commercial antibodies used for experiments.

	Antigen
	Species
	Dilution
	Vendor
	Catalog No.

	Flag-M2
	Mouse
	1:2000
	Sigma

(St. Louis, MO)
	F3165

	V5
	Rabbit
	1:3000
	Sigma

(St. Louis, MO)
	V8137

	EMA
	Mouse
	1:50
	Dakocytomation

(Glostrup, Denmark)
	1075-1924

	Ig
	Goat
	1:5000
	TEBU-Bio

(Le Perray-en-Yveline, France)
	009GAHu

	V5
	Mouse
	1:200 (IF)

1:2000 (IB)
	Morphosys

(Munich, Germany)
	MCA1360

	Calnexin
	Rabbit
	1:100
	Stressgen

(Ann Arbor, MI)
	SPA-860

	Mouse IgG

Alexa Fluor 488
	Donkey
	1:200
	Invitrogen

(Carlsbad, CA)
	A21202

	Mouse IgG

Alexa Fluor 555
	Donkey
	1:200
	Invitrogen

(Carlsbad, CA)
	A31570

	Rabbit IgG

Alexa Fluor 448
	Donkey
	1:200
	Invitrogen

(Carlsbad, CA)
	A21206

	Rabbit IgG

Alexa Fluor 555
	Donkey
	1:200
	Invitrogen

(Carlsbad, CA)
	A31572

	Mouse IgG

HRP
	Mouse
	1:10000
	GE Healthcare

(Chalfont St. Giles, England)
	NA931V

	Goat IgG

HRP
	Goat
	1:10000
	GE Healthcare

(Chalfont St. Giles, England)
	PO448











