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To the Editor

A key event during epidermal differentiation is the proteolytic breakdown of profilaggrin
into “free” filaggrin monomers. A recent study has shown that the skin specific retroviral-
like aspartic protease (SASPase) plays a key role in profilaggrin-filaggrin processing
(Matsui et al., 2011). SASPase cleaves the linker peptide between the individual filaggrin
monomers of profilaggrin and on a Aairless mouse background, loss of SASPase leads to
dry, scaly skin with reduced stratum corneum hydration accompanied by accumulations of
profilaggrin-filaggrin intermediates but an absence of filaggrin monomers (Matsui et a/.,
2011). In this same study several missense mutations in the SASPase gene in atopic eczema
patients and controls were identified, some of which were shown to have a detrimental effect
on the ability of SASPase to cleave the profilaggrin linker peptide. Given the important role
of filaggrin in skin barrier function and maintaining stratum corneum hydration (O’Regan
and Irvine, 2010), these results prompted us to question whether aberrant profilaggrin-
filaggrin processing due to altered SASPase activity could provide an alternative pathogenic
mechanism for atopic eczema or clinically dry skin.

To answer this question, the entire coding region of the SASPase gene, ASPRVI, was
amplified by PCR in a single fragment and fully sequenced. To maximize our chances of
finding mutations that might be associated with atopic eczema or clinically dry skin we
sequenced ASPRVI from three discovery cohorts; 96 paediatric atopic eczema cases from
Ireland, 96 atopic eczema cases from the Cape Town region of South Africa (Xhosa people)

Author for correspondence: Aileen Sandilands PhD, Division of Molecular Medicine, Colleges of Life Sciences & Medicine,
Dentistry and Nursing, University of Dundee, Dundee, DD1 5EH, UK, Telephone + 44 1382 831056, Fax +44 1382 388535,
a.sandilands@dundee.ac.uk.

Conflict of interest

WHIM and CM have filed patents related to genetic testing and therapy development for the filaggrin gene. The other authors state no
conflict of interest.



syduasnue|A Joyiny siapun4 JIAd adoin3 ¢

syduosnuelA Joyiny sispun4 DA @doing ¢

Sandilands et al.

Page 2

and 99 cases of clinically dry skin from patients referred to dermatology clinics in Glasgow,
Scotland. Atopic eczema in the Irish paediatric cases was diagnosed using the UK
Diagnostic criteria (Williams et al., 1994); atopic eczema in the Xhosa people was
diagnosed by experienced dermatologists. Clinically dry skin was defined using a previously
published scoring system (Sergeant et a/., 2009). Demographic and clinical data relating to
the discovery cohorts are shown in Table 1.

Sequencing of the ASPRV1 gene in the discovery cohorts identified a total of 5 non-
synonymous mutations and 2 synonymous mutations (Table 2). None of the ASPRV1
mutations identified in a previous Japanese study (Matsui et al., 2011) were detected in our
discovery cohorts. We then investigated some of these mutations further by screening an
additional 259 Irish atopic eczema cases and 167 Scottish dry skin cases (which included the
original 93 cases from the discovery cohort) using custom-designed TagMan® allelic
discrimination assays for the mutations V741, G87R and S333F (Supplementary Table 1).
The G87R mutation was identified only in a single case of atopic eczema and the V741 and
S333F mutations were not detected in any of these additional cases. In the 167 cases of dry
skin, the G87R and S333F mutations were found only in single cases (ie. in the original
discovery cohort) and the V741 mutation was not found in any of the cases. We then carried
out two independent case-control studies to investigate any association between the T49A
mutation and atopic eczema and clinically dry skin (Supplementary Table 2). 442 Irish
atopic eczema cases (which included the original 92 cases from the discovery cohort) and
458 Irish population controls were screened using a TagMan® allelic discrimination assay.
There was no association between the T49A mutation and atopic eczema in the Irish study:
chi-square p=0.415, odds ratio 0.98 (95% confidence interval 0.81-1.18). Similarly,
screening of 167 clinically dry skin cases and 100 Scottish population controls failed to
reveal any association between the T49A mutation and dry skin: p=0.479, odds ratio 0.90
(0.63-1.28). Power calculations showed that the eczema case-control study had >80% power
to detect an odds ratio of 1.5 or above and the dry skin case-control study study had >70%
power to detect an odds ratio of 2.0 (Quanto 1.2.4, University of Southern California, http://
hydra.usc.edu/gxe/). Since FLG null mutations are known to have such a strong effect on
eczema risk, it is possible that the effect of ASPRVZ mutations may only be apparent in

FL G wild-type individuals. Therefore the four most prevalent ~LG null mutations (R501X,
2282del4, R2447X and S3247X) were screened in each of the cases and controls using
methods described previously (Kezic et al., 2011; Sandilands ef a/., 2007). The statistical
analyses for each study were repeated after excluding individuals carrying FLG null
mutations, but there was still no evidence of association between ASPRVI mutation T49A
and eczema or clinically dry skin (Supplementary Table 3).

With the exception of T49A and to a lesser extent L325L, the remaining ASPRVI mutations
that we identified were rare (<1%) and therefore unlikely to be significant on a population
level, although it is still possible that these rare mutations could contribute significantly to
individual disease risk. Mutations P206P and L325L result in synonymous changes and are
therefore unlikely to be pathogenic. All of the non-synonymous mutations we identified
(Supplementary Figure 1) affect amino acid residues outside the active protease site of
SASPase (Bernard et al., 2005), however the effect of these mutations on SASPase activity
remains to be determined experimentally.

Finally, we used custom-designed TagMan® allelic discrimination assays (Supplementary
Table 1) to screen for the V1871 and V243A mutations which reduce and abolish SASPase-
mediated profilaggrin cleavage respectively (Matsui ef al., 2011). However we failed to
detect these mutations in any of the discovery cohorts, nor in the Irish atopic eczema cohort,
indicating that these mutations are likely to be specific to the Japanese population.

J Invest Dermatol. Author manuscript; available in PMC 2012 November 01.


http://hydra.usc.edu/gxe/
http://hydra.usc.edu/gxe/

syduiosnuel Joyiny sispun4 JINd adoin3 ¢

syduosnuelA Joyiny sispun4 DA @doing ¢

Sandilands et al.

Page 3

Although our results failed to find an association between ASPRVI gene mutations and
atopic eczema or clinically dry skin in the European populations that we studied, they do not
exclude the possibility that an association exists in other ethnicities. In the populations that
we studied, other factors which modulate SASPase activity could contribute instead, such as
the actions of protease inhibitors which provide a powerful counterbalance against excessive
protease activities (Hewett et a/., 2005). Profilaggrin-filaggrin processing is a tightly
regulated process involving not just SASPase but multiple proteases such as elastase 2
(Bonnart et al. 2010) and the serine proteases matriptase/MT-SP1 (List ef a/,, 2003) and
prostasin (Leyvraz et al., 2005). A greater understanding of the proteases and inhibitors
involved in profilaggrin-filaggrin processing will be required to fully appreciate their
contribution to skin barrier dysfunction.

Supplementary Material

Refer to Web version on PubMed Central for supplementary material.
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