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MOLECULAR ANALYSES
Sample processing. 
All DNA extraction and libraries preparation were conducted in the clean room facilities at the University of Bordeaux (University of Bordeaux, UMR PACEA, Palaeogenetic Platform). All pre-PCR steps were conducted under sterile conditions (high-pressure system, filtered incoming air, UV light irradiation, surfaces cleaned with bleach, and a laminar flow hood), using DNA-free reagents. Workers were required to wear clean-room overalls, shoe protection, facemasks, and gloves. DNA extraction and manipulation (first step), preparation of the PCR reagents (second step), and mixing of the PCR reagents and DNA extracts (third step) were conducted in separate dedicated rooms, which were spatially distant from the post-PCR laboratory where the PCR amplifications and subsequent analyses took place. 
Teeth were isolated from mandible in a sterile laminar flow hood, scraped off, cleaned with bleach and finally exposed to UV radiation for 20 minutes on each side.

DNA extraction. 
DNA was extracted according to a previously described protocol [1]. Briefly, the samples (teeth still included in the jaw) were collected in situ and were submitted to a treatment of bleach and UV radiation. Each sample was ground, and the resultant powder was incubated overnight at 55°C with agitation in a lysis solution (0.5 M EDTA, NaOH, 1-2 mg/mL Proteinase K, and 0.5% N-lauryl sarcosyl). Then, the supernatant was recovered through a silica-based extraction method using the 'NucleoSpin® Extract II kit' (Macherey-Nagel, Düren, Germany). For each sample, three different extracts were obtained.

SNPs analyses. 
We performed two multiplex SNP typing designed with MassArray assay design software (version 4.0). A total of 27 mitochondrial SNPs and 10 Y chromosome SNPs were targeted through these two multiplex, permitting the characterization of common worldwide as well as European maternal and paternal lineages. We provide a synthetic table of all used primers in S1 Table. We used iPLEXTM Gold technology (Sequenom) protocol, a MALDI-TOF MS-based SNP genotyping technique, to perform genotyping reactions as described in Mendisco et al. [1]. Consensus SNP typing from the coding region of mitochondrial DNA and from the Y-chromosome was deduced from four replicates obtained from two different extracts.

HVR-1 analysis. 
We amplified four overlapping fragments of the mtDNA HVR-1 control region. These fragments range from 107 to 149 bp, and were amplified with the following primer pairs: L15,989 and H16,158, L16,112 and H16,239, L16,190 and H16,322, and L16,268 and H16,401 [2]. This combination of primers yields a 392 bp long fragment of the HVR-1 region (nps 16,009-16,400). All mutations were established according to the revised Cambridge Reference Sequence (rCRS) [3-4]. The consensus HVR-1 sequences were always deduced from multiple sequences originated from different extracts and PCRs. PCR ampliﬁcations were performed in a 25 µL reaction volume containing 6.5 µM MgCl 2, 0.4 µM dNTP, 0.66 mg/mL BSA, 1 µM each primer, 2.5 µL GeneAmp 10x PCR Buffer (Perkin-Elmer), 0.25 µL DNA extract, and 1.25 U AmpliTaq GoldTM. PCR were run for 40 cycles at 94°C for 45 s, 56°C for 45 s, and 72°C for 45 s. PCR products were sequenced with Sanger techniques.

Library preparation, capture and sequencing. 
Extracts providing most complete SNPs profiles and then presenting the better DNA conservation were selected for NGS analyses. We used Agilent’s SureSelect XT Target Enrichment System for Illumina Paired-End Sequencing Library (Agilent Technologies, USA) on the three ancient samples. The in-solution hybridization capture was customized using information available on the phylogeny of paternal genetic lineages (www.isogg.org/tree/) [5]. Complete mitochondrial genome and Y-chromosomal fragments, including more than 450 single nucleotide polymorphisms diagnostic of all paternal lineages, were targeted in 120 bp fragments and 5x tiling density. Libraries were prepared from 50 μl DNA extract selected from each individual following the SureSelect XT Target Enrichment protocol. Each amplified library was subjected to two enrichment PCRs to obtain enough material for the capture. The captures were conducted following the SureSelect XT Target Enrichment protocol. Sequencing was performed on a single lane of a flow cell on the Illumina’s MiSeq platform. 

	Bioinformatic sequence analysis. 
	NGS sequences have been first analyzed and filtered through the script IlluQC_PRLL.pl from NGS QC ToolKit (v.2.2.3) [6] with in input the forward and reverse fastq files, the primer/adaptor sequences and the following parameters: cut-off value for percentage of read length that should be of given quality: 70; cut-off value for PHRED quality score for high-quality filtering: 20; keep only paired reads; discard adaptor contaminated reads. The resulting reads were then interleaved with the script interleave-reads from khmer 2.0 package [7] and subsequently treated as single reads. The interleaved reads were filtered to retain only reads < 200nt by using prinseq lite 0.20.4 [8]. The size-filtered reads were mapped on the reference genome (Mitochondrion complete genome NCBI Reference Sequence NC 012920.1 or Homo sapiens chromosome Y GRCh37 p10 Primary Assembly NC 000024.9.fasta) by using  BWA 0.7.12 with seed disabled [9]. Sam files were converted to bam file then sorted and indexed by using samtools 1.2 [10]. The script MarkDuplicates from Picard-tools 1.119 was applied to remove duplicates. Quality control of alignments sequencing data was obtained by using Qualimap v2.1.2 [11]. The subsequent chromosome Y and Mitochondrion alignments were analyzed by MapDamage2 [12] with the –reverse option to circumvent the artifact due to the use of the Phusion polymerase during the PCR step (see also S3 Fig). We used contamMix 1.0-10 kindly provided Dr Philip Johnson according to the protocol described by Fu et al., [13]. This script allowed us to estimate the level of exogenous human DNA contamination in the mtDNA sequences. This method compares for each individual the mapping affinities of its mtDNA sequences to its own consensus mitogenome sequence, relative to the mapping affinity of its mtDNA sequences to a dataset of potential contaminants represented by 311 mitogenomes from worldwide populations described in Krause et al, 2010 [14] and available at https://raw.githubusercontent.com/mpieva/mapping-iterative-assembler/master/misc/mt311.fa. The mitogenome consensus sequences were made using the samtools 1.2 mpileup -uf function [10]. The resulting vcf file was indexed and the consensus was generated with bcftools from samtools 1.2. Raw reads are then realigned to this consensus with BWA 0.7.12 [9]. The last input file used by contamMix consisted of an alignment of the 311 whole mitochondrial genomes appended with the consensus sequence by using Muscle 3.8.31 [15]. All variable positions (SNP and Indel) were detected by with samtools 0.1.19 using the mpileup command with the following arguments: “samtools mpileup -t DP -B -d10000000 -u -f” and then converted to vcf file through the following command: “bcftools call -m -O v -o”. Complementary analyses (type and count of each variation, coverage per position, etc.) were computed by custom scripts (unpublished). 

Sequence recovery and authenticity. 
The precautions taken for the collection and processing of samples, the pattern of DNA degradation, the consistency of analyses (HVR-1, SNPs, NGS), and the diversity of genetic lineages obtained (distinct from all manipulators lineages, as presented in S5 Table) are arguments allowing us to be confident about the authenticity of the presented results. S4 Table presents the mitochondrial HVR-1 sequences, SNPs genotyping and haplogroups retrieved from the three samples. 
Complete mitochondrial genomes were obtained from burial SP9262 (15.325 total mapped reads after duplicate removal, 100% covered at 143.16-fold mean coverage), burial SP7080 (5.719 total mapped reads after duplicate removal, 100% covered at 51.21-fold mean coverage), and burial SP7089 (3940 total mapped reads after duplicate removal, 100% covered at 35.11-fold mean coverage). As expected for aDNA, the capture and enrichment of Y-SNPs was less effective [11]. Considering the 465 Y-SNPs targeted, 8.2%, 5% and 37.2% were covered at 1-fold mean coverage, for samples SP7080, SP7089 and SP9262 respectively (S3 Table). The overall patterns of DNA degradation, were analyzed by MapDamage2 and followed expectations for degraded DNA [12, 16-17] for (i) mtDNA reads obtained from all burials and (ii) for Y-chromosome reads for burials SP7080 and SP9269 (the number of Y-chromosome reads was too low for SP7089) (S5 Fig). 
We finally estimated the levels of mitochondrial DNA contamination through the use of  contamMix 1.0–10 [13] that estimates the fraction of mitochondrial DNA sequences that match the consensus more closely than a comparison set of 311 worldwide mitochondrial genomes. The contamination level of the 3 libraries analyzed ranged between 4.7% for SP9269 and 24% for SP7080 (15% for SP7089). Despite these contamination rates revealed not negligible (surely linked to the fact that the samples were not collected with all precautions concerning contaminations), all arguments listed before make us confident in the authenticity of the mtDNA and Y haplotypes characterized (see above).
 
Determination of mitochondrial and Y haplotypes. 
Haplotypes determined from palaeogenetic and palaeogenomic data are totally concordant (S3 Fig and S4 Table). The proportion of unique mapped reads obtained for the mitochondrial genome from all three burials (between 3960 and 15325) and the percentage of positions with 4-fold and more coverage (between 99.4% and 99.9%; S6 Fig) allowed detection of variants and clear mitochondrial haplotypes determination (Fig 4).
To study the current distribution of mitochondrial haplotypes, and Y haplogroup determined for the three ancient samples, we compiled data from the literature for modern populations from Africa, Europe and the Middle East (representing about 23.370 HVR-1 sequences between nucleotide positions 16,024 and 16,380) (S6 Table).
Ancient SP7080 individual could be unambiguously assigned to the mitochondrial sub-haplogroup L1c3a1a (S3 Fig). The origin of L1c and its subclades as well as the processes leading to their current distribution are still uncertain [18]. The L1c3 mitochondrial subclade, whose origin is probably related to the Bantu expansion [18], is a relatively rare African lineage reaching highest frequencies in West-central and Southern Africa (S4 Fig). Due to the low level of resolution used in most studies available (mainly based only on HVR-1 sequences) it is difficult to clarify the extant distribution of the specific haplotype retrieved on the human remain originating from the sepulture SP7080. Nevertheless, we could note that this specific mitochondrial lineage has been already described in Egypt [19] and Guinea Bissau [20]. According to the genetic data available in the literature, the lineage L1c3 is extremely rare in Europe, as to our knowledge, it has been observed only in a population from Portugal [21]. The individual SP7089 was identified as belonging to a subclade of mitochondrial haplogroup K1 (K1a4a) (S3 Fig). Again, the level of resolution of mtDNA analyses available in the literature is insufficient to determine the exact distribution of this lineage. Anyway, the K mitochondrial haplogroup is distributed throughout Europe, northern Africa and the Near East (S4 Fig). K1a is the most frequent of the K subclades, and comprises numerous branches, including the K1a4 clade which is found predominantly in Europe and the Near East [22]. In Northern Africa, the K1a lineage reaches noticeable frequencies, between 2 and 5% for Moroccan [23] or Egyptian [24-25] groups for example. The third sample SP9262 which presents a transition substitution at nucleotide position 3010 is assigned to the mitochondrial haplogroup H1 (S3 Fig, and S4 Table). This lineage, distributed mainly in western Europe and northern Africa, reached high frequencies among Iberians, Moroccans or Tunisians but also among Tuaregs from Sahel [26] (S4 Fig). The high frequencies of mitochondrial haplogroup H1 in North Africa are explained by a post-glacial expansion of this lineage from the Iberian Peninsula, in the first half of the Holocene [26]. Currently, a mean frequency of 15% of this lineage is observed in French populations [27].
Despite a low coverage of Y-SNPs, we are confident that the three individuals are associated to the same subclade of the Y haplogroup E-M243 (E1b1b1) (S3 Table). More exactly, two of the individuals (SP7080 and SP7089) present a specific mutation at the marker E-M81 (diagnostic of E1b1b1b1a), while the third (SP9262), for which this marker was not obtained, presents a mutation at E-L335 (diagnostic of E1b1b1b1). E-M81 is the most common paternal lineage in northern Africa (with a mean frequency of about 40% in North Africa) [28-29] (S4 Fig). E-M81 is particularly represented among the Berber groups (with frequencies up to 70%) [30-31] leading to suggest an association between this paternal lineage and North African Berber communities [32]. Outside North Africa, this lineage has been observed in the Near East and Southern Europe [32]. More particularly, the significant presence of this haplogroup in extant populations of Iberia, Italy and Sicilia (with frequencies between 2 and 7%) has been correlated to the long-term Arab rule in these regions [33]. This lineage is very rare in the rest of Europe, particularly for France, with frequencies often not exceeding 1%.
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