ADDITIONAL FILE 3

                              
Signature:
Date:


Filled in by:
………………
………………………

Controlled by:
………………
………………………


Family number:
………………….

DNA number:
………………….


Disease:
………………………………………………………………

Gene:
………………….

Exon:
………………….

Nucleotide Refseq:
………………….

Amino Acid Refseq:
………………….

DNA change:
………………….

Amino Acid change:
………………….
















Overall conclusion…………………………………………………………………………

Registration of other families with this UV 

Family number
Remarks

…………………………….
……………………………………

…………………………….
……………………………………

…………………………….
……………………………………

…………………………….
……………………………………

…………………………….
……………………………………

1.
Internet and Literature Search 



Pubmed: www.ncbi.nlm.nih.gov/entrez/query.fcgi?db=Pubmed

Google: scholar.google.com/

Locus specific mutation databases


www.hgmd.cf.ac.uk/ac/search.html
n=


www.hgvs.org/
n=

Others (specify)………………………………………..
n=


………………………………………..
n=

  Reference:
……………………………………………………………………………….…


………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………


Comments: ………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………



                              yes
no
ni

Pathogenic?                                                 (
(
(
2.
Gene-analysis complete?


                                                           yes
no
ni


Has the whole coding region of the gene been analysed?               (
(
(
Have exon deletions/duplications been excluded?                     (
(
(

Have other pathogenic mutations been found in the same gene?          (
(
(

If so, which one?……………………………


(see also point 11)


Comments:


…………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………



                              yes
no
ni

Pathogenic?                                                (
(
(
3.
Population frequency


                                                            yes
no
ni


Has the UV been tested in 100 control alleles?                       (
(
( 


What was the frequency of the UV in the control group?
……………………………………………….


Known SNP (www.ensembl.org/)?                                 (
(
(

RSnr:
………………………………………………………………………


Frequency?
………………………………………………………………………


In which population?
………………………………………………………………………


Comments:


………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………



                               yes
no
ni

Pathogenic?                                                  (
(
(
4.
Evolutionary conservation analysis 

Ensembl: www.ensembl.org/


SIFT: http://blocks.fhcrc.org/sift/SIFT.html

PolyPhen: http://genetics.bwh.harvard.edu/cgi-bin/pph/polyphen.cgi

NCBI: www.ncbi.nlm.nih.gov/




yes
no
ni


Conserved region (( 10 amino acids conserved)?
(
(
(

Functional domain (Ensembl en literature)? 
(
(
(

If so, define domain?
………………………………………………………………………………….

……………………………………………………………………………………………………………………………………………………………………………………………………………………………………

Interpretation of the different scores:


SIFT: 


Informative if 2,75 < median conservation score <3,25 



Tolerant (benign) if score > 0,05


Intolerant (deleterious) if score ( 0,05


PolyPhen: 


Intolerant (probably damaging of possibly damaging) if score > 0,50


Tolerant (benign) if score ( 0,50 


Grantham score: 


Tolerant if score < 60


Intolerant if score > 60


tolerant
intolerant
ni


SIFT prediction?
(
(
(

SIFT score:
………………………………………………………………………………….


SIFT median conservation score:………………………………………………………………………….
…


Amino acid tolerance according to SIFT? 
(
(
(

PolyPhen prediction?
(
(
(

PSIC score difference:
………………………………………………………………………………….


Prediction based on protein or domain structure/ alignement / both? 


Comments:


…………………………………………………………………………………………………………………………………………………………………………………………………………………………………… 
   Which amino acids are present in paralogue and orthologue sequences at this position in the multiple alignements?: 


 …………….………………………………………………………………………………………………….


What is the Grantham score of this/these amino acids change(s) (range)?………………………………….



                              yes
no
ni

Pathogenic?                                                 (
(
(
5
Difference in amino acid properties in case of a missense mutation 

                                                             Large
Median 
Small

Effect amino acid change according to Russell (www.russell.embl.de/aas/)?  (
 (
 (

Grantham score amino acid change:…………………………………………….(
(
(

Interpretation of the Grantham score:

 
Grantham score: 


Large if score > 100


Median if score 60-100


Small if score <60


Comments:

………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………



                               yes
no
ni

Pathogenic?                                                   (
(
(
6.
Splice site prediction


NetGene 2 Technical University of Denmark: www.cbs.dtu.dk/services/NetGene2/

SpliceSiteFinder Hospital for Sick Children: www.genet.sickkids.on.ca/~ali/splicesitefinder.html

Fruitfly Splice site prediction Drosophila Genome Centre: www.fruitfly.org/seq_tools/splice.html

Splice Sequences Finder Laboratory of Human Genetics Montpellier: http://www.umd.be/SSF
  Effect on splicing?




        yes
no     ni

Effect splice site according to NetGene 2?

        (
(
(

Effect splice site according to SpliceSiteFinder?
        (
(
(

Effect splice site according to Fruitfly?

        (
(
(

Effect splice site according to Splice Sequences Finder?
        (
(
(

Alternative splice site prediction programs (which one?:……)?
        (
(
(
Comments:


……………………………………………………………………………………………………………………………………………………………………………………………………………………………………


…………………………………………………………………………………………………………………


…………………………………………………………………………………………………………………


…………………………………………………………………………………………………………………


…………………………………………………………………………………………………………………


                              yes
no
ni

Pathogenic?                                                 (
(
(
7.
Branch point prediction

  Effect on wild type acceptor?




       yes
no
ni


Effect splice site according to SpliceSiteFinder?
        (
(
(

Effect splice site according to Splice Sequences Finder?
        (
(
(

Comments:


……………………………………………………………………………………………………………………………………………………………………………………………………………………………………



                                yes
no
ni

Pathogenic?                                                   (
(
(
8.
Genetic heterogeneity 

                                                             yes
no
ni


Have pathogenic mutations or UVs been found in other genes?            (
(
(

If so, which gene and what mutation/UV?


……………………………………………………………………………………………………………………………………………………………………………………………………………………………………



                                yes
no
ni

Pathogenic?                                                   (
(
(
9.
Co-segregation

                                                           yes
no
ni


Does the UV cosegregate with the disease in the family?               (
(
(

Is there non-penetrance?                                         (
(
(

Comments:


……………………………………………………………………………………………………………………………………………………………………………………………………………………………………



                                yes
no
ni

Pathogenic?                                                   (
(
(
10
De novo mutation/UV 

                                                             yes
no
ni


Is the UV de novo?                                              (
(
(

Comments:


……………………………………………………………………………………………………………………………………………………………………………………………………………………………………



                               yes
no
ni

Pathogenic?                                                   (
(
(
11
Allelism in cis or in trans

                                                             yes
no
ni
Are both DNA changes located on different alleles (in trans)?             (
(
(

Is the second variant a known pathogenic mutation?                     (
(
(

If yes, why?:
…………………………………………………………………………………


Comments:


……………………………………………………………………………………………………………………………………………………………………………………………………………………………………



                               yes
no
ni

Pathogenic?                                                  (
(
(
Conclusion (summary sheet):

Pathogenic?


yes
no
ni
1. Internet search
(
(
(
2. Gene-analysis complete
(
(
(
3. Population frequency
(
(
(
4. Evolutionary conservation analysis
(
(
(
5. Difference in amino acid properties in case of a missense mutation 
(
(
(
6. Splice site prediction
(
(
(
7. Branch point prediction
(
(
(
8. Genetic heterogeneity
(
(
(
9. Co-segregation
(
(
(
10. De novo mutation/UV
(
(
(
11. Allelism in cis or in trans
(
(
(

Conclusion: 

Polymorphism/Neutral Variant (UV1)                                 (
UV, probably no pathogenic effect, no further studies needed (UV2)        (
UV, probably pathogenic, suggest further studies (UV3)                  (
Pathogenic (UV4)                                                  (
Final Comments:

…………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………………

Remarks:

· In many cases it is not necessary to analyse and fill in all the 11 points to come to a conclusion about the pathogenicity of the unspecified variant. 

· Note in the final comments which points were decisive in obtaining the overall conclusion of the unspecified variant.
