

[image: Haplotype Analysis of the First A4V-SOD1 Spanish Family: Two Separate Founders or a Single Common Founder?]
Haplotype Analysis of the First A4V-SOD1 Spanish Family: Two Separate Founders or a Single Common Founder?





		
		
			CASE REPORT
published: 08 November 2019
doi: 10.3389/fgene.2019.01109

			[image: image2]


			Haplotype Analysis of the First A4V-SOD1 Spanish Family: Two Separate Founders or a Single Common Founder?

			Cecilia Garcia 1,2,3†, Jose Manuel Vidal-Taboada 1,2,3†, Enrique Syriani 2,3, Maria Salvado 1,2,3,4, Miguel Morales 2,3 and Josep Gamez 1,2,3,4*

			1 ALS Unit, Neurology Department, Vall d’Hebron University Hospital, Barcelona, Spain, 2 Vall d’Hebron Research Institute (VHIR), Barcelona, Spain, 3 European Reference Network on Rare Neuromuscular Diseases (ERN EURO-NMD), Barcelona, Spain, 4 Department of Medicine, Universitat Autònoma de Barcelona (UAB), Barcelona, Spain



Edited by:
 Anne Marja Remes, University of Oulu, Finland

			Reviewed by:
 Fan Jin, Zhejiang University, China 
Adriano Chio, University of Turin, Italy

			*Correspondence:
Josep Gamez
josepgamez.bcn@gmail.com

			†These authors have contributed equally to this work

			Specialty section:
 This article was submitted to Genetic Disorders, a section of the journal Frontiers in Genetics

			Received: 04 March 2019

			Accepted: 16 October 2019

			Published: 08 November 2019

			Citation:
 Garcia C, Vidal-Taboada JM, Syriani E, Salvado M, Morales M and Gamez J (2019) Haplotype Analysis of the First A4V-SOD1 Spanish Family: Two Separate Founders or a Single Common Founder?. Front. Genet. 10:1109. doi: 10.3389/fgene.2019.01109



			Despite the genetic heterogeneity reported in familial amyotrophic lateral sclerosis (ALS) (fALS), Cu/Zn superoxide-dismutase (SOD1) gene mutations are the second most common cause of the disease, accounting for around 20% of all families (ALS1) and isolated sporadic cases (sALS). At least 186 different mutations in the SOD1 gene have been reported to date. The possibility of a single founder and separate founders have been investigated for D90A (p.D91A) and A4V (p.A5V), the most common mutations worldwide. High-throughput single nucleotide polymorphism genotyping studies have suggested two founders for A4V (one for the Amerindian population and another for the European population) although the possibility that the two populations are descended from a single ancient founder cannot be ruled out. We used 15 genetic variants spanning the human chromosome 21 from the SOD1 gene to the SCAF4 gene, comparing them with the population reference panels, to demonstrate that the first A4V Spanish pedigree shared the genetic background reported in the European population.
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Introduction

			About 10% of amyotrophic lateral sclerosis (ALS) cases are familial (fALS), and genetics is the discipline that has made the greatest contribution to understanding the complexity of the disease’s pathogenesis, with a major impact on clinical practice, especially in the field of genetic counseling. Since the discovery of mutations in the SOD1 gene linked to ALS in 1993, an increasing number of genes have been reported as associated with the disease, justifying the term “genetic heterogeneity of ALS”. At least 31 major genes and 2 different genetic loci with dominant, recessive, and X-linked patterns of inheritance have been identified for fALS, and an increasing number of susceptibility or modifying gene loci have been suggested for fALS and several sporadic ALS (sALS) cases. The ALSoD database currently lists genetic variants in 126 genes as associated to ALS. Gene–gene and gene–environment interactions have also been suggested as playing a major role in the disease’s appearance and phenotype (Andersen and Al-Chalabi, 2011; van Blitterswijk et al., 2012; Abel et al., 2013; Al-Chalabi et al., 2013; Leblond et al., 2014; Renton et al., 2014; Jones et al., 2015; Al-Chalabi et al., 2017; Brown and Al-Chalabi, 2017; Hardiman et al., 2017; van Es et al., 2017; Chia et al., 2018).

			Mutations in the gene encoding Cu/Zn superoxide dismutase (SOD1) are the second most common cause of fALS cases worldwide, accounting for approximately 20% of all families. ALS1 is the designation for fALS linked to the SOD1 gene (MIM 105400). At least 186 different mutations in the SOD1 gene have been described, of which over 90% are missense, confirming its allelic heterogeneity (ALSoD1). The SOD1 mutations reported in ALS1 pedigrees are primarily associated with a dominant inheritance pattern and high penetrance, despite occasionally being found in apparently sporadic or recessive cases. Clinical heterogeneity, including gender predominance, age at symptom onset, site of onset, penetrance, and progression of the disease, has also been reported in many ALS1 families. The type of mutation and the resulting phenotype are strongly correlated in some cases (Andersen et al., 2003a; Andersen, 2003b; Andersen, 2006). However, information about the clinical–genetic correlations for most of these mutations is scarce. As a result, clinical and genetic data from families with ALS1 from around the world are being compiled in the constantly updated ALS database (ALSoD1). This database provides clinicians with information on research into the genetic characterization of ALS1 and other forms of familial ALS, as well as new candidate genes.

			Epidemiological studies report that D90A is the most common mutation worldwide, although the most frequent mutation in North America is A4V (formally designated p.A5V, rs121912442), which accounts for 50% of North American ALS1 families (ALSoD1, Watanabe et al., 2000; Andersen, 2003b; Andersen, 2006). The most striking features of the p.A5V mutation are rapid progression, with a mean survival time of less than 2 years from clinical onset, predominant lower motor neuron symptoms, and its rarity in the European population. The possibility of two founder haplotypes—one Native American and another European—has recently been suggested (Rosen, 2004; Broom et al., 2008; Armon, 2009; Saeed et al., 2009; Tang et al., 2018). The p.A5V-SOD1 mutation has been described in a very small number of families in Europe, and never in the Spanish population.

			Here we report the clinical characterization and high-throughput single nucleotide polymorphism (SNP) genotyping of the first p.A5V (A4V) Spanish ALS kindred with high penetrance, predominant lower motor neuron involvement, fast progression, short survival times, and no cognitive impairment.

			


Material and Methods

			

Subjects

			This study was carried out following the protocol approved by the Hospital Universitari Vall d’Hebron Institutional Review Board with written informed consent from all subjects in accordance with the Declaration of Helsinki.

			Our pedigree originated in north-western Spain. The simplified pedigree of the family is shown in Figure 1. We examined two ALS patients and two healthy individuals in the pedigree after obtaining informed consent. There were no skipped generations. The affected individuals were clinically characterized according to gender, age at onset, initial topography, signs of dementia, and survival time (Supplementary Table S1).
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			Figure 1 | Pedigree of the family studied. The proband is indicated by an arrow (II:1). The haplotypes of the progenitors are inferred from the haplotypes of the offspring. Highlighted in red the genetic variation causing A5V mutation, in bold the single nucleotide polymorphisms that determine the differences between haplotypes of the IBS population. Haplotype (variation order): rs4817415, rs2070422, rs1008270, rs9974610, rs2173962, rs202445, rs121912442, rs4816405, Rs2070424, rs1041740, CA_repeat, rs2833475, rs16988427, rs2833481, rs2070423, rs2833483.

		


			The proband, a 53-year-old male (II:1), noticed weakness in his left leg beginning 7 months previously, which he attributed to a traumatism he had experienced when working in construction. An initial electromyographic study showed denervation in all four extremities. Transcranial magnetic stimulation and brain and spinal MRI were normal. Cerebrospinal fluid, hemogram, biochemical screening, and serological tests for neurotropic infectious diseases all presented normal values, except for creatine kinase, which was 735 U/l (normal values < 135). The patient subsequently experienced pain, with frequent falls in the months after his first examination, when muscle strength in his upper limbs and right lower limb was completely normal. His Amyotrophic Lateral Sclerosis Functional Rating (ALSFRS-R) score was 44. In the next visit, 3 months later, we observed weakness and amyotrophy in the left upper limb, particularly in the proximal muscles. We observed generalized fasciculations, which were more marked in the muscles on the left side of the body, where it was difficult to elicit deep tendon reflexes. Eight months after the initial visit, the patient was admitted to the emergency ward complaining of dyspnea and orthopnea, and non-invasive mechanical ventilation was fitted. The patient was offered a gastrostomy, but declined. The patient died 19 months after symptom onset.

			Two years later, the proband’s 47-year-old brother (II:5) came to our clinic due to presenting clumsiness and difficulties climbing stairs, running and walking. He had experienced recurring episodes of cramp in both calves in the 2 months before his visit. We observed weakness and amyotrophy in the proximal muscles of the right lower limb and a minimal loss of muscle mass in the first interosseous of the right hand. Deep tendon reflexes were normal, except for the patellar and Achilles reflexes. Fasciculation was observed in the musculature of the four extremities. His ALSFRS-R rating at this point was 39. Like his brother, neurophysiological studies showed signs of denervation in three regions and an absence of upper motor neuron signs. The patient declined any follow-up, life support, ventilation or nutritional measures. He died 17 months after clinical onset.

			In their family, their two sisters requested genetic screening for familial forms of ALS, as they remembered that their father had died at 57 years of age due to respiratory insufficiency after 2 years of weakness in the upper limbs. To the best of our knowledge, this pedigree contains no other cases of neurodegenerative disorders, including frontotemporal dementia and Parkinson’s disease.

			


Genetic Studies

			

Selection of Single Nucleotide Polymorphisms for Analysis of the SOD1 Haplotype

			In order to saturate the SOD1 region with genetic markers, we performed a scientific literature search of haplotypes previously described in the SOD1 gene. We consulted various databases (1K Genomes, dbSNP, and Ensembl Web sites) for SNPs in the SOD1 region of the IBerian populations in Spain (IBS) population, and analyzed 14 SNPs and 1 repeat. Thirteen SNPs were selected from the results of 79 A4V families (Broom et al., 2008) (rs4817415, rs2070422, rs1008270, rs9974610, rs2173962, rs4816405, rs2070424, rs1041740, rs2833475, rs16988427, rs2833481, rs2070423, rs2833483); and 1 additional SNP (rs202445) and a CA repeat from a study of 54 patients (Saeed et al., 2009) and genetic data from an isolated Chinese case (Tang et al., 2018). The locations of all markers and their previous designations are shown in Supplementary Table S2.

			


Genotyping of Normal and Mutant p.A5V Alleles in SOD1

			The SNP rs121912442 (SOD1 p.A5V) region was amplified by PCR and the allele detected by Sanger sequencing. DreamTaq Master Mix was used under standard conditions according to the manufacturer’s instructions. Primer sequences and PCR cycling conditions are shown in Supplementary Table S3. PCR products were purified with ExoSAP-IT™ (Thermo Fisher Scientific Inc.) prior to automated Sanger sequencing using a BigDye® v3.1 terminator Cycle Sequencing Kit in an ABI3730XL® (Thermo Fisher Scientific Inc., USA). DNA sequences were analyzed using the Finch TV 1.5.0 software.

			


Genotyping of Single Nucleotide Polymorphisms and Microsatellite

			PCR Amplification of CA-repeat region was performed, and the products were analyzed by Sanger sequencing. The results were validated by Fragment Size Analysis using an ABI3730XL® system and GeneMapper 4.0 Software (Applied Biosystems). Most SNPs were genotyped by PCR amplification and Sanger sequencing as indicated above. In other cases, SNPs were detected by allele-specific PCR using standard conditions and an internal PCR control. Their primers and annealing temperature are shown in Supplementary Table S3. PCR primers were designed using Primer3 version 4.0. (Untergasser et al., 2012).

			The entire coding regions of SOD1, FUS, TARDBP, and PFN1 genes and the C9orf72 expansion were screened using Sanger sequencing.

			


Analysis of Data

			LDhap software (Machiela and Chanock, 2015) was used with a 1K Genomes dataset to identify inferred haplotype blocks in the Iberian (IBS) population. Linkage disequilibrium between SNPs was calculated using LDMatrix software (LDLink). The SOD1 p.A5V haplotypes detected in our Spanish patients were compared with the haplotypes associated in American, Swedish, and Chinese populations (Broom et al., 2008; Tang et al., 2018). The genetic data for the comparisons with the African (ACB, ASW, ESN, GWC, LWK, MSL, YRI), Asian (CHB, CHS, CDX, JPT, KHV), European (CEU, FIN, GBR, IBS, TSI), and Mixed American (CLM, MXL, PEL, PUR) populations were obtained from all the available subjects (n = 2,312 individuals from 19 populations, including 102 IBS subjects) of the 1K Genomes Project (phase 3, version 5) (The 1000 Genomes Project Consortium, 2015). Haplotype assembly was carried out by manual phasing of the alleles from the different variants analyzed.

			




Results

			

Clinical Characteristics of the p.A5V-SOD1 Pedigree

			The clinical phenotype in the affected members in our family—a mean age of onset of 51.7 years, spinal onset, predominant lower motor neuron signs, and a survival time of 20 months—is consistent with the phenotype in the American, Italian, and Swedish families. No cognitive impairment in either brother was detected in the neuropsychological test (Supplementary Table S1).

			


Genetic Results

			Mutation analysis of the SOD1 gene by direct PCR sequencing revealed a C-to-T transition at nucleotide position 14 (c.14C > T, Supplementary Figure S1) leading to a p.A5V (rs121912442, A4V in the old nomenclature) sequence change at protein level in the two affected ALS patients: the proband (individual II:1) and his brother (individual II:5) (Table 1). This exon 1 mutation was not found in the two healthy members of the family (individuals II:3 and II:4) who requested details of their genetic situation (Supplementary Figure S1).



		Table 1 | SOD1 p.A5V mutation founder haplotype in IBS population compared to other populations.
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			No mutations were detected in the FUS, TARDBP, and PFN1 genes, and no C9orf72 expansions were identified in the two ALS patients.

			


Haplotype Analysis

			We analyzed the 15 genetic variants spanning the human chromosome 21 from the SOD1 gene to the SCAF4 gene (Supplementary Table S2). The genetic markers around the SOD1 gene were genotyped to infer the SOD1 haplotypes of the ALS patients and the family members. Based on the genotypes of the four siblings, it was possible to identify four different inferred haplotypes present in the family and propose the haplotypes of the affected father and the mother (Figure 1).

			Fourteen of the 16 SNPs analyzed in the SOD1 gene were detected in subjects of the IBS population from the 1K Genomes Project. Eight phased haplotypes of the SOD1 region were inferred in the IBS population with different frequencies (Figure 2). The haplotypes were named (1 to 8) according to their frequency in the population, ranging from higher to lower frequency (Figure 2). The mutation p.A5V-SOD1 detected in the ALS patients is only compatible with haplotype 1 (haplo1V), which is the most common in the IBS population (haplo1A) (Figure 2 and Table 1). According to the nomenclature proposed, the family has the IBS haplotypes 1A, 1V, 4, and 1A* (Figure 1).
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			Figure 2 | Haplotypes inferred in the IBS population (1K Genomes Project). The IBS haplotype_ID codification is based on the frequency of the haplotype in the IBS population, and in the case of the most frequent (IBS haplotype_ID = 1) the presence of the SOD1 p.A5V protein mutation (1V). (*) The haplotype 1V and allele rs121912442T are only present in the Spanish ALS patients with the SOD1 p.A5V mutation.

		


			The linkage disequilibrium of these 14 SNPs was calculated for the IBS population (Supplementary Figure S2). A conserved haplotype block, in high linkage disequilibrium, was detected between the start of intron 1 and the end of SOD1, and including the SCAF4 gene. The SOD1 exon 1, including the c.14C > T (p.A5V) mutation, is located outside this conserved haplotype in the IBS population (Supplementary Figure S2). Using data for all the populations deposited in the 1K Genomes Project, the analysis of linkage disequilibrium showed the same results for the conservation of this SOD1 haplotype block (data not shown).

			The founder p.A5V-SOD1 haplotype in our patients is the same as the one found in the Swedish population, and differs from the founder haplotype observed in patients from North America (Table 1).

			We determined all the inferred SOD1 haplotypes for these 14 SNPs in the IBS, European, Asian, African, and Mixed American populations, using all the available subjects from the 1K Genomes Project as a control group (Figure 3). A total of 21 phased inferred haplotypes were detected in all the populations. The European haplotype (p.A5V-EUR) was the most common in all the populations. The American haplotype (p.A5V-USA) was the second most common worldwide. However, both haplotypes appear with similar frequencies in the Asian population (0.386 for p.A5V-EUR, 0.385 for p.A5V-USA) (Figure 3).
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			Figure 3 | Inferred haplotypes around the SOD1 gene detected in all populations from the 1K Genomes Project. (A) 21 inferred haplotypes. (B) Haplotype frequencies and counts are shown for each subpopulations: African (ACB, ASW, ESN, GWC, LWK, MSL, YRI); European (CEU, FIN, GBR, IBS, TSI); East Asian (CHB, CHS, CDX, JPT, KHV); South Asian (GIH, PJL, BEB, STU, ITU); Mixed American (CLM, MXL, PEL, PUR); all (African + European + East Asian + South Asian + Mixed Americans). EUR, haplotype base for p.A5V-EU. USA, haplotype base for p.A5V-USA.

		

			



Discussion

			

Redefining the p.A5V-SOD1 Phenotype. Reasons for the Disease’s Aggressive Course

			Over 186 SOD1 mutations have been reported in amyotrophic lateral sclerosis (ALSoD). Previous epidemiological studies suggest that p.D91V is the most common worldwide, followed by p.I113T and p.A5V. The latter is the most commonly reported in the United States, accounting for 41% of the mutations identified in that population. It is one of the most aggressive mutations, as the mean survival time is under 2 years. The mutation has rarely been described among European populations. This is the ﬁrst time that the p.A5V-SOD1 has been reported in the Spanish population.

			With the rare exception of a 73-year-old male presenting facial diplegia and unilateral vocal cord paralysis as the initial symptoms of ALS (Salameh et al., 2009), the phenotype associated with p.A5V in the American population is characterized by rapid progression and short survival. Patients present predominantly lower motor neuron signs, with limb weakness in 51% of patients, and bulbar symptoms in less than 11% of cases (Cudkowicz et al., 1997; Juneja et al., 1997; Andersen, 2003b; Andersen, 2006; Broom et al., 2008; Saeed et al., 2009). In a recent review of 57 p.A5V-SOD1 cases, the mean survival time was 1.4 years, with clinical onset at a mean age of 50.0 years, and a male-female ratio of 1.3:1. Other characteristics associated with this SOD1 mutation include fast progression, predominantly spinal onset, high penetrance, involvement of primarily lower motor neuron signs, and an absence of dementia (Bali et al., 2017).

			However, the cases reported in European families differ slightly from those in America. For example, Andersen reported the clinical characteristics of a Swedish family (Andersen et al., 1997; Andersen, 2007). One case had leg onset, another had hand onset, another had shoulder onset, and a further case had bulbar onset. These individuals were aged between 56 and 68 years old, and survival ranged from 8 months to 2 years. In the members of the two Italian families reported in 2001, information was available for two probands. One had shoulder onset at 55 years old, and died 8 months later. The other proband presented hand onset at 57 years old. No information about this individual’s survival time is available, although the course was rapidly progressive (Gellera et al., 2001). Our family’s phenotype—a mean age of onset of 51.7 years, spinal onset, predominant lower motor neuron signs, no cognitive alteration, and a survival time of 20 months—is consistent with the phenotype in these European families. Interestingly, none of the women inherited the mutation. Whether this was due to chance or a protective factor is unknown.

			The reasons why p.A5V-SOD1 predicts fast progression and short survival are unknown. In vitro studies have pointed to this mutation leading to a decline in dimerization capacity, a loss of metalation (a 30-fold decrease in zinc-binding affinity), and aberrant oligomerization, leading to misfolding and aggregation in the form of insoluble toxic inclusions within motor system cells, a key pathological hallmark of ALS. There is some variability in the propensity of SOD1 mutants to aggregate, which could be related to the duration of the disease. High-aggregation propensities have been described for p.A5V, which could be the factor responsible for the disease’s short duration (Prudencio et al., 2009; Zhao et al., 2014; Farrawell et al., 2018; Maurel et al., 2018; Srinivasan and Rajasekaran, 2018).

			Another alternative and complementary hypothesis to explain the aggressive nature of p.A5V is its position in the tertiary structure of the protein. Interestingly, of the 30 mutations reported in exon 1, most of those in residue A5 (A4 in the previous nomenclature) predispose to a rapid progression and survival of under 24 months (Syriani et al., 2009). According to the tertiary structure of SOD1, residue A5 is located in the first β-strand that forms part of the dimer interface. A5 mutations affect SOD1 dimerization and/or destabilize the Greek key β-barrel because A5 packs into the SOD1 monomer’s hydrophobic core (Getzoff et al., 1990; Deng et al., 1993; Cardoso et al., 2002; Galaleldeen et al., 2009; Schmidlin et al., 2009; Schmidlin et al., 2013; Kumar et al., 2018).

			


Founder Effect

			Two earlier studies investigated a possible founder effect in the cases of North American and European origin. Following these haplotype studies, there is evidence to suggest at least two different origins: one European (probably a Scandinavian founder effect) and one Amerindian (Native Americans). The latter presents in 82% of North American families with the p.A5V-SOD1 mutation. In European populations, p.A5V-SOD1 has been reported in Scandinavia (three cases) and Italy (six cases). An isolated case has recently been reported in China, which shares most of the European haplotype. These findings could be interpreted in terms of the existence of various founders for p.A5V patients worldwide, rather than one founder, as previously assumed (Broom et al., 2008; Saeed et al., 2009). Some authors suggest that the European founder effect is older than the Amerindian, hypothesizing that the American families were in fact descendants of the European founder. Other authors argue that the European origin is different from the American one (Rosen, 2004; Armon, 2009).

			After analyzing the SOD1 haplotypes in different populations (European, Asian, African, and all the populations analyzed in the 1K Genomes Project), we found that the SOD1 haplotype in which the p.A5V mutation is located in European fALS patients (p.A5V-EU) is the most common in the population worldwide, and the haplotype for American p.A5V-SOD1 patients (p.A5V-USA) is the second most common. These variants appear to be linked to the most common haplotypes, and not linked to rare haplotypes. The haplotype p.A5V-USA is the most common (0.385) in the East Asian population and the p.A5V-EU haplotype is the second most common (0.306), with little difference between their allelic frequencies. However, in the European population, the haplotype p.A5V-EU is the most common haplotype (0.298), far below the frequency of the haplotype p.A5V-USA (0.062). The haplotypes p.A5V-EU (0.037) and p.A5V-USA (0.045) are rare in the African populations (as shown in Figure 3).

			Based on these data, we propose two possible hypotheses for the origin of this mutation in two different haplotypes:

			

A Single Origin for All p.A5V-SOD1 Families Worldwide

			Information from previous linkage analyses suggests an origin for p.A5V around 13,000 years ago, probably in Asia. The p.A5V mutation appears in the p.A5V-EU haplotype and would have disseminated in Europe and Asia. A homologous recombination could have occurred in an ALS American family, leading to the linkage of the p.A5V mutation to the p.A5V-USA haplotype. A founder effect in North America could explain the p.A5V mutation associated to the p.A5V-USA haplotype in most (82%) cases in the American families (Rosen et al., 1994; Rosen, 2004; Broom et al., 2008; Armon, 2009; Saeed et al., 2009) and to the p.A5V-EU in only 18% of the other fALS cases. Only the p.A5V mutation linked to the haplotype p.A5V-EU is detected in Asia and Europe. Interestingly, linkage analysis of the haplotype of SOD1 SNPs, a highly conserved haplotypic block (with a strong correlation) is observed after exon 1, but does not contain exon 1.

			


Several Origins (One for Asians, One for Americans, and Perhaps One or More for Europeans)

			Previous studies investigating the haplotypic region around SOD1 have suggested different mutational events to explain the mutation in USA and European ALS patients (Rosen, 2004; Broom et al., 2008, Eisen et al., 2008; Saeed et al., 2009). It is possible that the mutation in A5 was generated in the haplotypes p.A5V-USA and p.A5V-EU independently, since the two haplotypes are the most frequent in the population worldwide, and the locus at codon 5 of SOD1 would be prone to mutations (a hotspot) since four additional mutations (p.A5T, p.A5S, p.A5F, and p.A5P) have been described in this codon (Syriani et al., 2009; Pratt, 2014).

			From the molecular point of view, the most parsimonious hypothesis would be a single origin for the A5V mutation. Our hypothesis of a common founder for p.A5V is supported by research investigating who first colonized America and when they did so. These genetic studies showed that the first inhabitants of the Americas came from a single Siberian population, who used the Bering Land Bridge to migrate from Beringia to the Americas sometime after 16,500 years ago (Bonatto and Salzano, 1997; Goebel et al., 2008). We propose a Eurasian origin for the A5V mutation in the haplotype p.A5V-EU. A Eurasian individual could have introduced the A5V mutation of the haplotype p.A5V-EU in America, and the mutation could have recombined in their descendants to obtain the p.A5V-USA haplotype linked to the p.A5V mutation. A genetic drift in America could therefore explain the founder effect of p.A5V in the haplotype p.A5V-USA being the most frequent ALS1 mutation in USA. A similar genetic phenomenon was described for the D90A mutation. Initial studies proposed two different founder effects (one for heterozygous cases and one for homozygous cases) (Al-Chalabi et al., 1998). After increasing the sample set and the markers, they concluded that there was a single founder for all cases. These studies for this mutation showed that the D90A mutation arose in Eurasia approximately 20,000 years ago (Parton et al., 2002).

			Asian or Amerindian origins have been proposed for the A5V mutation based on their high frequency in USA and the haplotype p.A5V-USA being the most frequent haplotype in Asian populations (Rosen 2004; Broom et al., 2008; Saeed et al., 2009). The hypothesis of these two origins (Amerindian and Asian) is contradicted by the failure to detect the A5V mutation in the p.A5V-USA haplotype in ALS cases from Africa, Europe, Asia, and among Native Americans. Current data, including our results, indicate that the A5V mutation cases have been associated to the p.A5V-EU haplotype in different populations from Europe, USA, and Asia.

			The SOD1 haplotypes inferred from the IBS population enabled us to identify the haplotypes of the four members of a Spanish ALS family of Caucasian origin with two affected brothers with the p.A5V-SOD1 mutation. The SOD1 haplotype associated to the A5V mutation in our Spanish cases is the most frequent in the IBS and European populations. To our knowledge, our Spanish family is unrelated to the other p.A5V reported cases from Sweden (three subjects from one family) or Italy (six subjects from two families). A more detailed haplotype analysis of the European fALS cases with this mutation will be necessary to investigate whether there is a common origin for the p.A5V-SOD1 mutation in the European ALS cases, or if it is a consequence of different mutational events. This research could be carried out through an international collaborative consortium to enroll and analyze these ALS families, as in the study suggested by an Italian group (Gellera et al., 2001).

			In conclusion, this is the ﬁrst report on the p.A5V-SOD1 mutation in the Spanish population. The age at onset, site of onset, and survival were similar to those reported mainly in North American kindreds, in a few European families and in one Asian individual. SNP and haplotype analyses identify 21 haplotypes worldwide for the SOD1 genomic region. Our family shares the haplotype reported in the founder European effect rather than the more frequent Amerindian haplotype.

			




Data Availability Statement

			Publicly available datasets were analyzed in this study. This data can be found here: http://www.internationalgenome.org/data.

			


Ethics Statement

			This study was carried out in accordance with the recommendations of the Hospital Universitari Vall d’Hebron Institutional Review Board (VdHIRB) with written informed consent from all subjects. All subjects gave written informed consent in accordance with the Declaration of Helsinki. The protocol was approved by the VdHIRB.

			


Author Contributions

			JG and JV-T conceived the study. JG and MS collected the clinical information. CG, JV-T, ES, MM, and JG analyzed the data. JV-T and CG conducted the bioinformatics analysis. CG, JV-T, and JG drafted the manuscript. CG and JV-T contributed equally to this work. All the authors approved the final version of manuscript.

			


Funding

			This study has been supported by Instituto de Salud Carlos III (grant numbers PIS-FEDER PI16/01673 and PI19/00593). JG and JV-T are the recipients of grant 2017SGR00939 from Agència de Gestió d’Ajuts Universitaris i de Recerca (AGAUR) of the Generalitat de Catalunya.

			


Acknowledgments

			The authors are indebted to the patients and their relatives for their cooperation. We thank the multidisciplinary ALS Unit Team from Vall d’Hebron University Hospital.

			



Footnote

						
				
					1 http://alsod.iop.kcl.ac.uk/mutations/mutationsFoundGeneOnly.aspx?gene_id=SOD1. Web site access on Oct 8th 2019.

				
			

		

			




Supplementary Material

			The Supplementary Material for this article can be found online at: https://www.frontiersin.org/articles/10.3389/fgene.2019.01109/full#supplementary-material

			

References

			Abel, O., Powell, J. F., Andersen, P. M., and Al-Chalabi, A. (2013). Credibility analysis of putative disease-causing genes using bioinformatics. PloS One 8, e64899. doi: 10.1371/journal.pone.0064899

			Al-Chalabi, A., Andersen, P. M., Chioza, B., Shaw, C., Sham, P. C., Robberecht, W., et al. (1998). Recessive amyotrophic lateral sclerosis families with the D90A SOD1 mutation share a common founder: evidence for a linked protective factor. Hum. Mol. Genet. 7, 2045–2050. doi: 10.1093/hmg/7.13.2045

			Al-Chalabi, A., Kwak, S., Mehler, M., Rouleau, G., Siddique, T., Strong, M., et al. (2013). Genetic and epigenetic studies of amyotrophic lateral sclerosis. Amyotroph. Lateral. Scler. Frontotemporal Degener. 14 (Suppl 1), 44–52. doi: 10.3109/21678421.2013.778571

			Al-Chalabi, A., van den Berg, L. H., and Veldink, J. (2017). Gene discovery in amyotrophic lateral sclerosis: implications for clinical management. Nat. Rev. Neurol. 13, 96–104. doi: 10.1038/nrneurol.2016.182

			Andersen, P. M., Nilsson, P., Keränen, M. L., Forsgren, L., Hägglund, J., Karlsborg, M., et al. (1997). Phenotypic heterogeneity in motor neuron disease patients with CuZn-superoxide dismutase mutations in Scandinavia. Brain 120, 1723–1737. doi: 10.1093/brain/120.10.1723

			Andersen, P. M., Sims, K. B., Xin, W. W., Kiely, R., O’Neill, G., Ravits, J., et al. (2003a). Sixteen novel mutations in the Cu/Zn superoxide dismutase gene in amyotrophic lateral sclerosis: a decade of discoveries, defects and disputes. Amyotroph. Lateral. Scler. Motor. Neuron. Disord. 4, 62–73.

			Andersen, P. M. (2003b). “Genetic aspects of amyotrophic lateral sclerosis/motor neuron disease,” in Motor neuron disorders. Eds. Shaw, P. J., and Strong, M. J. (Philadelphia: Butterworth Heinemann).

			Andersen, P. M. (2006). Amyotrophic lateral sclerosis associated with mutations in the CuZn superoxide dismutase gene. Curr. Neurol. Neurosci. Rep. 6, 37–46.

			Andersen, P. (2007). The genetics of ALS/MND and the role of modifier genes: a clinical perspective. Amyotroph. Lateral. Scler. 8 (Suppl 1), 7–8. Abstract retrieved from 18th International Symposium on ALS/MND. doi: 10.1080/14660820701660642.

			Andersen, P. M., and Al-Chalabi, A. (2011). Clinical genetics of amyotrophic lateral sclerosis: what do we really know? Nat. Rev. Neurol. 7, 603–615. doi: 10.1038/nrneurol.2011.150

			Armon, C. (2009). SOD1 A4V familial ALS in North America: can understanding the past lead to a better future? Neurology. 72, 1628–1629. doi: 10.1212/01.wnl.0000344651.66120.ea

			Bali, T., Self, W., Liu, J., Siddique, T., Wang, L. H., Bird, T. D., et al. (2017). Defining SOD1 ALS natural history to guide therapeutic clinical trial design. J. Neurol. Neurosurg. Psychiatry 88, 99–105. doi: 10.1136/jnnp-2016-313521

			Bonatto, S. L., and Salzano, F. M. (1997). A single and early migration for the peopling of the Americas supported by mitochondrial DNA sequence data. Proc. Natl. Acad. Sci. U.S.A. 94, 1866–1871. doi: 10.1073/pnas.94.5.1866

			Broom, W. J., Johnson, D. V., Auwarter, K. E., Iafrate, A. J., Russ, C., Al-Chalabi, A., et al. (2008). SOD1A4V-mediated ALS: absence of a closely linked modifier gene and origination in Asia. Neurosci. Lett. 430, 241–245. doi: 10.1016/j.neulet.2007.11.004

			Brown, R. H., and Al-Chalabi, A. (2017). Amyotrophic Lateral Sclerosis. N. Engl. J. Med. 377, 162–172. doi: 10.1056/NEJMra1603471

			Cardoso, R. M., Thayer, M. M., DiDonato, M., Lo, T. P., Bruns, C. K., Getzoff, E. D., et al. (2002). Insights into Lou Gehrig’s disease from the structure and instability of the A4V mutant of human Cu, Zn superoxide dismutase. J. Mol. Biol. 324, 247–256. doi: 10.1016/s0022-2836(02)01090-2

			Chia, R., Chiò, A., and Traynor, B. J. (2018). Novel genes associated with amyotrophic lateral sclerosis: diagnostic and clinical implications. Lancet Neurol. 17, 94–102. doi: 10.1016/S1474-4422(17)30401-5

			Cudkowicz, M. E., McKenna-Yasek, D., Sapp, P. E., Chin, W., Geller, B., Hayden, D. L., et al. (1997). Epidemiology of mutations in superoxide dismutase in amyotrophic lateral sclerosis. Ann. Neurol. 41, 210–221. doi: 10.1002/ana.410410212

			Deng, H. X., Hentati, A., Tainer, J. A., Iqbal, Z., Cayabyab, A., Hung, W. Y., et al. (1993). Amyotrophic lateral sclerosis and structural defects in Cu,Zn superoxide dismutase. Science 261, 1047–1051. doi: 10.1126/science.8351519

			Eisen, A., Mezei, M. M., Stewart, H. G., Fabros, M., Gibson, G., and Andersen, P. M. (2008). SOD1 gene mutations in ALS patients from British Columbia, Canada: clinical features, neurophysiology and ethical issues in management. Amyotroph. Lateral Scler. 9, 108–119. doi: 10.1080/17482960801900073

			Farrawell, N. E., Lambert-Smith, I., Mitchell, K., McKenna, J., McAlary, L., Ciryam, P., et al. (2018). SOD1A4V aggregation alters ubiquitin homeostasis in a cell model of ALS. J. Cell Sci. 131, jcs209122. doi: 10.1242/jcs.209122

			Galaleldeen, A., Strange, R. W., Whitson, L. J., Antonyuk, S. V., Narayana, N., Taylor, A. B., et al. (2009). Structural and biophysical properties of metal-free pathogenic SOD1 mutants A4V and G93A. Arch. Biochem. Biophys. 492, 40–47. doi: 10.1016/j.abb.2009.09.020

			Gellera, C., Castellotti, B., Riggio, M. C., Silani, V., Morandi, L., Testa, D., et al. (2001). Superoxide dismutase gene mutations in Italian patients with familial and sporadic amyotrophic lateral sclerosis: identification of three novel missense mutations. Neuromuscul. Disord. 11, 404–410. doi: 10.1016/S0960-8966(00)00215-7

			Getzoff, E. D., Tainer, J. A., Stempien, M. M., Bell, G. I., and Hallewell, R. A. (1990). Evolution of CuZn superoxide dismutase and the Greek key beta-barrel structural motif. Proteins. 5, 322–336 Erratum in: Proteins 8,398–399. doi: 10.1002/prot.340050408

			Goebel, T., Waters, M. R., and O’Rourke, D. H. (2008). The late Pleistocene dispersal of modern humans in the Americas. Science. 319, 1497–1502. doi: 10.1126/science.1153569

			Hardiman, O., Al-Chalabi, A., Chio, A., Corr, E. M., Logroscino, G., Robberecht, W., et al. (2017). Amyotrophic. lateral sclerosis. Nat. Rev. Dis. Primers. 3, 17071. doi: 10.1038/nrdp.2017.71

			Jones, A. R., Troakes, C., King, A., Sahni, V., De Jong, S., Bossers, K., et al. (2015). Stratified gene expression analysis identifies major amyotrophic lateral sclerosis genes. Neurobiol. Aging. 36, 2006.e1–9. doi: 10.1016/j.neurobiolaging.2015.02.017

			Juneja, T., Pericak-Vance, A., Laing, N. G., Dave, S., and Siddique, T. (1997). Prognosis in familial lateral sclerosis: progression and survival in patients with glu100gly and ala4val mutations in Cu,Zn superoxide dismutase. Neurology 48, 55–57. doi: 10.1212/wnl.48.1.55

			Kumar, V., Prakash, A., and Lynn, A. M. (2018). Alterations in local stability and dynamics of A4V SOD1 in the presence of trifluoroethanol. Biopolymers. 109, e23102. doi: 10.1002/bip.23102

			Leblond, C. S., Kaneb, H. M., Dion, P. A., and Rouleau, G. A. (2014). Dissection of genetic factors associated with amyotrophic lateral sclerosis. Exp. Neurol. 262, 91–101. doi: 10.1016/j.expneurol.2014.04.013

			Machiela, M. J., and Chanock, S. J. (2015). LDlink: a web-based application for exploring population-specific haplotype structure and linking correlated alleles of possible functional variants. Bioinformatics 31, 3555–3557. doi: 10.1093/bioinformatics/btv402

			Maurel, C., Dangoumau, A., Marouillat, S., Brulard, C., and Chami, A. (2018). Causative genes in amyotrophic lateral sclerosis and protein degradation pathways: a link to neurodegeneration. Mol. Neurobiol. 55, 6480–6499. doi: 10.1007/s12035-017-0856-0

			Parton, M. J., Broom, W., Andersen, P. M., Al-Chalabi, A., Nigel Leigh, P., et al. (2002). D90A SOD1 ALS Consortium. D90A-SOD1 mediated amyotrophic lateral sclerosis: a single founder for all cases with evidence for a Cis-acting disease modifier in the recessive haplotype. Hum. Mutat. 20, 473. doi: 10.1002/humu.9081

			Pratt, A. J. (2014). Aggregation propensities of superoxide dismutase G93 hotspot mutants mirror ALS clinical phenotypes Proc. Natl. Acad. Sci. U.S.A. 111, E4568–E4576. doi: 10.1073/pnas.1308531111

			Prudencio, M., Hart, P. J., Borchelt, D. R., and Andersen, P. M. (2009). Variation in aggregation propensities among ALS-associated variants of SOD1: correlation to human disease. Hum. Mol. Genet. 18, 3217–3226. doi: 10.1093/hmg/ddp260

			Renton, A. E., Chiò, A., and Traynor, B. J. (2014). State of play in amyotrophic lateral sclerosis genetics. Nat. Neurosci. 17, 17–23. doi: 10.1038/nn.3584

			Rosen, D. R., Bowling, A. C., Patterson, D., Usdin, T. B., Sapp, P., Mezey, E., et al. (1994). A frequent ala 4 to val superoxide dismutase-1 mutation is associated with a rapidly progressive familial amyotrophic lateral sclerosis. Hum. Mol. Genet. 3, 981–987. doi: 10.1093/hmg/3.6.981

			Rosen, D. R. (2004). A shared chromosome-21 haplotype among amyotrophic lateral sclerosis families with the A4V SOD1 mutation. Clin. Genet. 66, 247–250. doi: 10.1111/j.1399-0004.2004.00298.x

			Saeed, M., Yang, Y., Deng, H. X., Hung, W. Y., Siddique, N., Dellefave, L., et al. (2009). Age and founder effect of SOD1 A4V mutation causing ALS. Neurology 72, 1634–1639. doi: 10.1212/01.wnl.0000343509.76828.2a

			Salameh, J. S., Atassi, N., and David, W. S. (2009). SOD1 (A4V)-mediated ALS presenting with lower motor neuron facial diplegia and unilateral vocal cord paralysis. Muscle Nerve. 40, 880–882. doi: 10.1002/mus.21321

			Schmidlin, T., Kennedy, B. K., and Daggett, V. (2009). Structural changes to monomeric CuZn superoxide dismutase caused by the familial amyotrophic lateral sclerosis-associated mutation A4V. Biophys. J. 97, 1709–1718. doi: 10.1016/j.bpj.2009.06.043

			Schmidlin, T., Ploeger, K., Jonsson, A. L., and Daggett, V. (2013). Early steps in thermal unfolding of superoxide dismutase 1 are similar to the conformational changes associated with the ALS-associated A4V mutation. Protein Eng. Des. Sel. 26, 503–513. doi: 10.1093/protein/gzt030

			Srinivasan, E., and Rajasekaran, R. (2018). Cysteine to Serine Conversion at 111th Position Renders the Disaggregation and Retains the Stabilization of Detrimental SOD1 A4V Mutant Against Amyotrophic Lateral Sclerosis in Human-A Discrete Molecular Dynamics Study. Cell Biochem. Biophys. 76, 231–241. doi: 10.1007/s12013-017-0830-5

			Syriani, E., Morales, M., and Gamez, J. (2009). The p.E22G mutation in the Cu/Zn superoxide-dismutase gene predicts a long survival time: clinical and genetic characterization of a seven-generation ALS1 Spanish pedigree. J. Neurol. Sci. 285, 46–53. doi: 10.1016/j.jns.2009.05.011

			Tang, L., Ma, Y., Liu, X., Chen, L., and Fan, D. (2018). Identification of an A4V SOD1 mutation in a Chinese patient with amyotrophic lateral sclerosis without the A4V founder effect common in North America. Amyotroph. Lateral Scler. Frontotemporal Degener. 19, 466–468. doi: 10.1080/21678421.2018.1451895

			The 1000 Genomes Project Consortium (2015). A global reference for human genetic variation. Nature 526, 68–74. doi: 10.1038/nature15393

			Untergasser, A., Cutcutache, I., Koressaar, T., Ye, J., Faircloth, B. C., et al. (2012). Primer3-new capabilities and interfaces. Nucleic Acids Res. 40, e115. doi: 10.1093/nar/gks596

			van Es, M. A., Hardiman, O., Chio, A., Al-Chalabi, A., Pasterkamp, R. J., Veldink, J. H., et al. (2017). Amyotrophic lateral sclerosis. Lancet 390, 2084–2098. doi: 10.1016/S0140-6736(17)31287-4

			van Blitterswijk, M., van Es, M. A., Hennekam, E. A., Dooijes, D., van Rheenen, W., Medic, J., et al. (2012). Evidence for an oligogenic basis of amyotrophic lateral sclerosis. Hum. Mol. Genet. 21, 3776–3784. doi: 10.1093/hmg/dds199

			Watanabe, Y., Kato, S., Adachi, Y., and Nakashima, K. (2000). Frameshift, nonsense and nonamino acid altering mutations in SOD1 in familial ALS: report of a Japanese pedigree and literature review. Amyotroph. Lateral Scler. Other Mot. Neuron. Disord. 1, 251–258. doi: 10.1080/14660820050515070

			Zhao, D., Zhang, S., Meng, Y., Xiongwei, D., Zhang, D., Liang, Y., et al. (2014). Polyanion binding accelerates the formation of stable and low-toxic aggregates of ALS-linked SOD1 mutant A4V. Proteins. 82, 3356–3372. doi: 10.1002/prot.24691

			Conflict of Interest: The authors declare that the research was conducted in the absence of any commercial or financial relationships that could be construed as a potential conflict of interest.

			Copyright © 2019 Garcia, Vidal-Taboada, Syriani, Salvado, Morales and Gamez. This is an open-access article distributed under the terms of the Creative Commons Attribution License (CC BY). The use, distribution or reproduction in other forums is permitted, provided the original author(s) and the copyright owner(s) are credited and that the original publication in this journal is cited, in accordance with accepted academic practice. No use, distribution or reproduction is permitted which does not comply with these terms.





OEBPS/Images/Figure_3.png
perver
Ta0983.C20057
=08 G201
=073 e 227
x £=0752, 620248
ario <0757 120243
wassssrs  as07s1 Ge0248
ey T
iy T
3
e Faskiies Coot A R T ]
Hogkiype recomncy 02346 01446 0127 000 00635 00763 00481 00238 00270 0019 0013 0013 00122 0018
T AT 07 9 R PN}
Hagioios Freooney 0045 00371 027 0052 0045 00363 0082 008 00703 00859 00439 003 00208 00172 00151
—TT EC ) =
Fasioos Freowney 02982 00615 00865 01282 G0
p—T ECNE I 7
Hoskiyoe Frecomncy 0305 03648 00825 0092 oo
o Ho0k1o8 Count % w76 0 5
SO AN | e Frecomncy 03008 01953 00777 0108 ot
[Woed — racnos Coun. 2 07 & ) B 7
[Americon  Haskotvos Freawency 09084 01642 0.0865. 0677 00187 0049 00101






OEBPS/Images/fgene.2019.01109_cover.jpg
’ frontiers
in Genetics

Haplotype Analysis of the First
A4V-SOD1 Spanish Family: Two
Separate Founders or a Single
Common Founder?





OEBPS/Images/Figure_1.png
AN

m1 m2 ms ma






OEBPS/Text/toc.xhtml


  

    Table of Contents



    

		Cover



      		

        Haplotype Analysis of the First  A4V-SOD1 Spanish Family: Two Separate Founders or a Single Common Founder?

      

        		

          Introduction

        



        		

          Material and Methods

        

          		

            Subjects

          



          		

            Genetic Studies

          

            		

              Selection of Single Nucleotide Polymorphisms for Analysis of the SOD1 Haplotype

            



            		

              Genotyping of Normal and Mutant p.A5V Alleles in SOD1

            



            		

              Genotyping of Single Nucleotide Polymorphisms and Microsatellite

            



            		

              Analysis of Data

            



          



          



        



        



        		

          Results

        

          		

            Clinical Characteristics of the p.A5V-SOD1 Pedigree

          



          		

            Genetic Results

          



          		

            Haplotype Analysis

          



        



        



        		

          Discussion

        

          		

            Redefining the p.A5V-SOD1 Phenotype. Reasons for the Disease’s Aggressive Course

          



          		

            Founder Effect

          

            		

              A Single Origin for All p.A5V-SOD1 Families Worldwide

            



            		

              Several Origins (One for Asians, One for Americans, and Perhaps One or More for Europeans)

            



          



          



        



        



        		

          Data Availability Statement

        



        		

          Ethics Statement

        



        		

          Author Contributions

        



        		

          Funding

        



        		

          Acknowledgments

        



        		

          Footnote

        



        		

          Supplementary Material

        



        		

          References

        



      



      



    



  



OEBPS/Images/crossmark.jpg
©

2

i

|





OEBPS/Images/Figure_2.png
Variant

Position (GRCh38)

Allele Frequencies

rs4817415

Chr21:9.31619348

152070422

Chr21:9.31628043

151008270

Chr21:9.31629832

1s9974610

Chr21:9.31646056

152173962

Chr21:9.31649707

15202445

Chr21:9.31653354

T=0.85.C:

1121912442

Chr21:9.31659782

C=1.00,

SOD1 Haplotypes
C

G

=
T
c
rs4816405 | Chr21:9.31660688 ©=093.G=007 G
rs2070424 [ Chr21:9 31667007 A=0.93. G=0.07 G
rs1041740 | Chr21:9.31667849 €=064,7=0.36 [}
rs2833475 | Chr21:931672507 A=0.93, G=0.07 G
(516988427 | Chr21:9.31678472 T T T T T T c T
(52833481 | Chr21:9.31690038 T=0.88.C=0.12 T T T T T T c c
152070423 | Chr21:9.31691041 © c c ¢ c c T c]
(52833483 | Chr21:9.31703091 T T T T T T c T
IBS Haplotype Count c |78 [38 [ 31 [ 30 [ 1 1" 8 3
IBS Haplotype Frequency| * |0.3551(0.1636|0.1449 | 0.1402 | 0.0514 [ 0.0514|0.0374 | 0014
IBS haplotype_ID. WV | 1A | 2 3 4 5 6 7 8






OEBPS/Images/logo.jpg
, frontiers
in Genetics





OEBPS/Images/table1.jpg
RS number 'SOD1 ASV founder haplotype

usa" swer
4817415 c c
2070022 T c
1008270 A A
9974610 A A
2173062 T T
3202445 - -
121912042 T T
4816405 G c
2070424 G A
1041740 c T
2803475 G A
16988427 c T
2833481 c T
2070423 T c
52833483 c T

"Data from Broom ot al., 2008, “Dala frorm Tang of al., 2018, {-) Not availabie.

cHNe

HoHd4> 4304443300

Patients genotype
1
o

A
A
b
i
"©
o6
A
b
A
™
w
o





