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To the Editor

In December 2019, a novel coronavirus emerged in China,
causing outbreaks of pneumonia [1]. The virus was subsequently
identified as a betacoronavirus and named severe acute respiratory
syndrome coronavirus 2 (SARS-CoV-2). SARS-CoV-2 is responsible
for the coronavirus disease 2019 (COVID-19) pandemic which in-
cludes asymptomatic upper and lower respiratory tract infections.
Among the first European cases of COVID-19, six were associated
with a cluster of transmissions in the French Alps in late January
2020 [2]. The index case of this cluster travelled from Singapore to
France and went back to the United Kingdom (UK) where he tested
positive for SARS-CoV-2 on February 6th. Here, we aimed to
investigate the French cases related to this cluster using meta-
genomic next-generation sequencing (mNGS) analysis.

Of the six contact patients who tested positive for SARS-CoV-2,
the three samples with the highest viral loads (assessed by RT-PCR
targeting the RdRp gene) were selected for mNGS analysis [3]. One
nasopharyngeal swab was collected from a patient with an upper
respiratory tract infection on February 7th (sample #1, Ct ¼ 31.3).
The other two samples were collected from the same asymptomatic
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patient on February 8th (sample #2, nasopharyngeal swab,
Ct ¼ 31.1) and 9th (sample #3, nasopharyngeal aspirate, Ct ¼ 28.8).

A previously described mNGS protocol was used, but DNase
treatment was performed after nucleic acid extraction in order to
increase the sensitivity for the detection of RNA viruses [4]. Low-
quality and human reads were filtered out, and remaining reads
were aligned to the SARS-CoV-2 reference genome (isolateWuhan-
Hu-1, EPI_ISL_402125) using the BWA-MEM algorithm. A mean of
19 445 767 reads per sample were generated, of which a mean of
605 243 reads per sample were mapped to the SARS-CoV-2 refer-
ence genome. The percentage of genome covered at a minimum
depth of coverage of 100x was 38.3% for sample #1, 99.6% for
sample #2 and 80.6% for sample #3.

The whole-genome sequence (WGS) generated from sample #2
was deposited on GISAID (Global Initiative on Sharing All Influenza
Data) (EPI_ISL_410486). The phylogenetic analysis using the 571
WGS of SARS-CoV-2 publicly available (as of March 17th 2020)
found that this sequence clustered with a sequence (EPI_-
ISL_408488) collected in Jiangsu, China, on January 19th, suggesting
a separate introduction from Asia (Fig. 1). Compared to the refer-
ence SARS-CoV-2 sequence, a three-nucleotide deletion in open
reading frame 1a (ORF1a) at positions 1607e1609 was identified.
This deletion was found in 100% of the reads covering this position
with a sequencing depth of 1745x around the deletion. Importantly,
this deletion was also identified in 100% of the reads of sample #1
and sample #3 with a depth of 54x and 481x, respectively. Using
the CoV-GLUE resource, we found that this mutation leads to a
deletion of amino acid 268 in non-structural protein 2 (nsp2) [5].
This deletion in nsp2 (Asp268del) was also characterized in 37/571
(6.1%) of the WGSs available on March 17th (England n ¼ 6; The
Netherlands n ¼ 31). WGS-based phylogenetic analysis found that
15 viruses containing this specific deletion were close to viruses
collected in China between December 2019 and early February
2020, while 23 viruses with Asp268del collected in the Netherlands
have slightly diverged (Fig. 1).
ublished by Elsevier Ltd. All rights reserved.
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hCoV19/Netherlands/NoordBrabant_39/2020|EPI_ISL_414548|20200304

hCoV19/Netherlands/Nootdorp_1364222/2020|EPI_ISL_413579|20200303

hCoV19/Netherlands/NoordBrabant_15/2020|EPI_ISL_414455|20200306
hCoV19/Netherlands/Berlicum_1363564/2020|EPI_ISL_413565|20200224

hCoV19/Netherlands/ZuidHolland_11/2020|EPI_ISL_414469|20200304
hCoV19/Netherlands/ZuidHolland_24/2020|EPI_ISL_414566|20200306
hCoV19/Netherlands/ZuidHolland_14/2020|EPI_ISL_414471|20200305

hCoV19/Netherlands/Utrecht_14/2020|EPI_ISL_414464|20200304
hCoV19/Netherlands/Eindhoven_1363782/2020|EPI_ISL_413571|20200302
hCoV19/Netherlands/ZuidHolland_2/2020|EPI_ISL_414556|20200306

hCoV19/Netherlands/Utrecht_13/2020|EPI_ISL_414463|20200304
hCoV19/Netherlands/NoordBrabant_14/2020|EPI_ISL_414454|20200305
hCoV19/Netherlands/NoordBrabant_2/2020|EPI_ISL_414449|20200303
hCoV19/Netherlands/ZuidHolland_1/2020|EPI_ISL_414444|20200302
hCoV19/Netherlands/Utrecht_7/2020|EPI_ISL_414440|20200303
hCoV19/Netherlands/Utrecht_4/2020|EPI_ISL_414438|20200303
hCoV19/Netherlands/Overijssel_1/2020|EPI_ISL_414434|20200303
hCoV19/Netherlands/Limburg_2/2020|EPI_ISL_414424|20200303

hCoV19/Netherlands/Limburg_5/2020|EPI_ISL_414448|20200304

hCoV19/Netherlands/Utrecht_10/2020|EPI_ISL_414442|20200303

hCoV19/Netherlands/ZuidHolland_15/2020|EPI_ISL_414557|20200308
hCoV19/Netherlands/NoordBrabant_36/2020|EPI_ISL_414545|20200303

hCoV19/Netherlands/ZuidHolland_19/2020|EPI_ISL_414561|20200305
hCoV19/Netherlands/ZuidHolland_20/2020|EPI_ISL_414562|20200303

hCoV19/Netherlands/ZuidHolland_6/2020|EPI_ISL_414466|20200304
hCoV19/Netherlands/Limburg_3/2020|EPI_ISL_414425|20200303

hCoV19/Netherlands/Utrecht_2/2020|EPI_ISL_414436|20200303
hCoV19/Netherlands/ZuidHolland_18/2020|EPI_ISL_414560|20200303

hCoV19/Netherlands/Utrecht_15/2020|EPI_ISL_414554|20200308
hCoV19/Netherlands/ZuidHolland_22/2020|EPI_ISL_414564|20200308

hCoV19/Netherlands/Utrecht_1/2020|EPI_ISL_414435|20200303
hCoV19/Netherlands/NoordBrabant_3/2020|EPI_ISL_414429|20200302

hCoV19/Netherlands/Utrecht_13/2020|EPI_ISL_414552|20200307
hCoV19/Netherlands/ZuidHolland_10/2020|EPI_ISL_414446|20200303
hCoV19/Netherlands/Utrecht_5/2020|EPI_ISL_414439|20200302
hCoV19/Netherlands/NoordHolland_1/2020|EPI_ISL_414433|20200303
hCoV19/Netherlands/Gelderland_1/2020|EPI_ISL_414423|20200302
hCoV19/Netherlands/Rotterdam_1364740/2020|EPI_ISL_413584|20200303

hCoV19/Netherlands/ZuidHolland_13/2020|EPI_ISL_414470|20200306
hCoV19/Netherlands/Tilburg_1364286/2020|EPI_ISL_413587|20200303

hCoV19/Netherlands/Utrecht_11/2020|EPI_ISL_414443|20200303
hCoV19/Netherlands/Blaricum_1364780/2020|EPI_ISL_413566|20200302
hCoV19/Netherlands/Zeewolde_1365080/2020|EPI_ISL_413591|20200302

hCoV19/Netherlands/Utrecht_1363564/2020|EPI_ISL_413588|20200301
hCoV19/Netherlands/Utrecht_6/2020|EPI_ISL_414461|20200304

hCoV19/Netherlands/Utrecht_1363628/2020|EPI_ISL_413589|20200301
hCoV19/Netherlands/NoordBrabant_1/2020|EPI_ISL_414428|20200302

hCoV19/Netherlands/ZuidHolland_17/2020|EPI_ISL_414559|20200307

hCoV19/NetherlandsL/Houten_1363498/2020|EPI_ISL_413575|20200229
hCoV19/Netherlands/Utrecht_3/2020|EPI_ISL_414437|20200303

hCoV19/Netherlands/NoordBrabant_5/2020|EPI_ISL_414430|20200305

hCoV19/Netherlands/ZuidHolland_16/2020|EPI_ISL_414558|20200306

hCoV19/Netherlands/Utrecht_1364066/2020|EPI_ISL_413590|20200302

hCoV19/Netherlands/ZuidHolland_7/2020|EPI_ISL_414467|20200305
hCoV19/Netherlands/Utrecht_12/2020|EPI_ISL_414462|20200304

hCoV19/Netherlands/Rotterdam_1363790/2020|EPI_ISL_413582|20200301
hCoV19/Netherlands/ZuidHolland_21/2020|EPI_ISL_414563|20200303

hCoV19/Netherlands/Oisterwijk_1364072/2020|EPI_ISL_413580|20200302

hCoV19/Netherlands/Utrecht_16/2020|EPI_ISL_414555|20200308

hCoV19/Netherlands/Limburg_4/2020|EPI_ISL_414426|20200303

hCoV19/Netherlands/NoordBrabant_34/2020|EPI_ISL_414543|202003

hCoV19/Netherlands/Andel_1365066/2020|EPI_ISL_413564|20200301
hCoV19/Netherlands/Utrecht_12/2020|EPI_ISL_414551|20200307

hCoV19/Netherlands/NoordBrabant_12/2020|EPI_ISL_414452|20200306
hCoV19/Netherlands/NoordBrabant_10/2020|EPI_ISL_414431|20200302

hCoV19/Netherlands/Naarden_1364774/2020|EPI_ISL_413577|20200302

hCoV19/Netherlands/Hardinxveld_Giessendam_1364806/2020|EPI_ISL_413573|20200302
hCoV19/Netherlands/NoordBrabant_11/2020|EPI_ISL_414432|20200302

hCoV19/Netherlands/Rotterdam_1364040/2020|EPI_ISL_413583|20200302

hCoV19/Netherlands/NoordBrabant_30/2020|EPI_ISL_414539|20200308
hCoV19/Netherlands/NoordBrabant_28/2020|EPI_ISL_414537|20200308

hCoV19/Netherlands/Utrecht_14/2020|EPI_ISL_414553|20200309
hCoV19/Netherlands/NoordBrabant_32/2020|EPI_ISL_414541|20200308

hCoV19/Netherlands/NoordBrabant_35/2020|EPI_ISL_414544|20200309
hCoV19/Netherlands/NoordBrabant_33/2020|EPI_ISL_414542|202003

hCoV19/Netherlands/NoordBrabant_31/2020|EPI_ISL_414540|20200308
hCoV19/Netherlands/NoordBrabant_27/2020|EPI_ISL_414536|20200308

hCoV19/Netherlands/Tilburg_/2020|EPI_ISL_413585|2020
hCoV19/Netherlands/NoordBrabant_24/2020|EPI_ISL_414533|20200306

hCoV19/Netherlands/Loon_op_zand_1363512/2020|EPI_ISL_413576|20200229
hCoV19/Netherlands/Coevorden_1363618/2020|EPI_ISL_413567|2020

hCoV19/Netherlands/Dalen_1363624/2020|EPI_ISL_413568|20200301
hCoV19/Netherlands/NoordBrabant_18/2020|EPI_ISL_414458|20200305

hCoV19/Netherlands/Oss_1363500/2020|EPI_ISL_413581|20200229
hCoV19/Netherlands/Nieuwendijk_1363582/2020|EPI_ISL_413578|20200301

hCoV19/Japan/NA20051/2020|EPI_ISL_410531|20200125

hCoV19/USA/CruiseA16/2020|EPI_ISL_413621|20200218
hCoV19/USA/CruiseA15/2020|EPI_ISL_413620|20200218

hCoV19/USA/CruiseA6/2020|EPI_ISL_413611|20200221
hCoV19/USA/CruiseA7/2020|EPI_ISL_413612|20200217

hCoV19/USA/CruiseA10/2020|EPI_ISL_413615|20200217
hCoV19/USA/CruiseA8/2020|EPI_ISL_413613|20200217
hCoV19/USA/CruiseA17/2020|EPI_ISL_413622|20200224

hCoV19/USA/CruiseA11/2020|EPI_ISL_413616|20200217
hCoV19/Cambodia/0012/2020|EPI_ISL_411902|20200127

hCoV19/Japan/AI/I004/2020|EPI_ISL_407084|20200125
hCoV19/Japan/OS20071/2020|EPI_ISL_410532|20200123

hCoV19/Taiwan/4/2020|EPI_ISL_411927|20200128

hCoV19/USA/CruiseA3/2020|EPI_ISL_413608|20200218

hCoV19/USA/CruiseA22/2020|EPI_ISL_414481|20200221

hCoV19/USA/CruiseA13/2020|EPI_ISL_413618|20200220

hCoV19/USA/CA8/2020|EPI_ISL_411955|20200210

hCoV19/Singapore/2/2020|EPI_ISL_407987|20200125
hCoV19/Singapore/6/2020|EPI_ISL_410537|20200209

hCoV19/Singapore/1/2020|EPI_ISL_406973|20200123

hCoV19/USA/CruiseA19/2020|EPI_ISL_414479|20200218
hCoV19/USA/CruiseA5/2020|EPI_ISL_413610|20200221

hCoV19/Taiwan/2/2020|EPI_ISL_406031|20200123
hCoV19/Singapore/8/2020|EPI_ISL_410714|20200203

hCoV19/Sydney/3/2020|EPI_ISL_408977|20200125

hCoV19/Italy/INMI1cs/2020|EPI_ISL_410546|20200131
hCoV19/Italy/SPL1/2020|EPI_ISL_412974|20200129

hCoV19/Brazil/ES225/2020|EPI_ISL_415128|20200229

hCoV19/Finland/FIN01032020/2020|EPI_ISL_413605|20200301
hCoV19/Finland/FIN274/2020|EPI_ISL_414645|20200304

hCoV19/Finland/FIN03032020B/2020|EPI_ISL_413603|20200303

hCoV19/USA/WA3UW1/2020|EPI_ISL_413025|20200227

hCoV19/Brazil/SPBR02/2020|EPI_ISL_413016|20200228

hCoV19/Switzerland/1000477102/2020|EPI_ISL_413019|20200226

hCoV19/Italy/INMI1isl/2020|EPI_ISL_410545|20200129

hCoV19/SouthKorea/SNU01/2020|EPI_ISL_411929|202001
hCoV19/Sweden/01/2020|EPI_ISL_411951|20200207

hCoV19/USA/CA2/2020|EPI_ISL_406036|20200122
hCoV19/Singapore/7/2020|EPI_ISL_410713|20200127

hCoV19/Australia/VIC01/2020|EPI_ISL_406844|20200125

hCoV19/Singapore/10/2020|EPI_ISL_410716|20200204
hCoV19/Singapore/9/2020|EPI_ISL_410715|20200204

hCoV19/Singapore/5/2020|EPI_ISL_410536|20200206

hCoV19/SouthKorea/KUMC01/2020|EPI_ISL_413017|20200206
hCoV19/SouthKorea/KUMC02/2020|EPI_ISL_413018|20200206

hCoV19/Germany/BavPat1/2020|EPI_ISL_406862|20200128
hCoV19/Finland/FIN114/2020|EPI_ISL_414640|20200301

hCoV19/Italy/CDG1/2020|EPI_ISL_412973|20200220

hCoV19/Belgium/VLM03011/2020|EPI_ISL_415153|20200303
hCoV19/Belgium/VAG03013/2020|EPI_ISL_415155|20200301

hCoV19/Belgium/BM03012/2020|EPI_ISL_415154|20200301
hCoV19/NorthernIreland/HSCNI01/2020|EPI_ISL_414949|20200226

hCoV19/Scotland/CVR03/2020|EPI_ISL_414025|20200301

hCoV19/Finland/FIN03032020A/2020|EPI_ISL_413602|20200303

hCoV19/Finland/FIN25/2020|EPI_ISL_412971|20200225

hCoV19/Belgium/BA02291/2020|EPI_ISL_415159|20200229

hCoV19/Finland/FIN455/2020|EPI_ISL_414642|20200308

hCoV19/USA/WAUW29/2020|EPI_ISL_414616|20200308

hCoV19/Ireland/Limerick19934/2020|EPI_ISL_414586|20200303
hCoV19/CzechRepublic/951/2020|EPI_ISL_414477|20200301

hCoV19/Taiwan/NTU03/2020|EPI_ISL_413592|20200302

hCoV19/Brazil/SPBR06/2020|EPI_ISL_414015|20200229

hCoV19/Switzerland/AG0361/2020|EPI_ISL_413999|20200227
hCoV19/Finland/FIN266/2020|EPI_ISL_414646|20200304

hCoV19/Scotland/CVR05/2020|EPI_ISL_414027|20200304

hCoV19/USA/CAPC101P/2020|EPI_ISL_414648|20200311

hCoV19/Portugal/CV63/2020|EPI_ISL_413648|20200301
hCoV19/Belgium/SH03014/2020|EPI_ISL_415156|20200301

hCoV19/Brazil/SPBR05/2020|EPI_ISL_414016|20200229
hCoV19/BrazilRJ/314/2020|EPI_ISL_414045|20200304

hCoV19/Germany/BadenWuerttemberg1/2020|EPI_ISL_412912|20200225
hCoV19/Switzerland/1000477757/2020|EPI_ISL_413021|20200229

hCoV19/Switzerland/VD5615/2020|EPI_ISL_414023|20200301
hCoV19/Switzerland/1000477796/2020|EPI_ISL_413022|20200229

hCoV19/Switzerland/1000477377/2020|EPI_ISL_413020|20200227
hCoV19/Wales/PHW03/2020|EPI_ISL_414486|20200307

hCoV19/Wales/PHW04/2020|EPI_ISL_415041|20200307

hCoV19/Switzerland/1000477806/2020|EPI_ISL_413024|20200229
hCoV19/Switzerland/GE9586/2020|EPI_ISL_414022|20200227

hCoV19/Switzerland/BL0902/2020|EPI_ISL_414021|20200227
hCoV19/Switzerland/GE3895/2020|EPI_ISL_413997|20200226

hCoV19/Wales/PHW05/2020|EPI_ISL_414488|20200308
hCoV19/Belgium/QKJ03015/2020|EPI_ISL_415158|20200301

hCoV19/Mexico/CDMX/InDRE_01/2020|EPI_ISL_412972|20200227
hCoV19/Belgium/BC03016/2020|EPI_ISL_415157|20200301
hCoV19/Scotland/CVR01/2020|EPI_ISL_413221|20200302

hCoV19/Wales/PHW2/2020|EPI_ISL_413556|20200304

hCoV19/Switzerland/1000477797/2020|EPI_ISL_413023|20200229
hCoV19/Brazil/BA312/2020|EPI_ISL_415105|20200304

hCoV19/Nigeria/Lagos01/2020|EPI_ISL_413550|20200227

hCoV19/Chile/Santiago2/2020|EPI_ISL_414580|20200305

hCoV19/Portugal/CV62/2020|EPI_ISL_413647|20200301

hCoV19/Finland/FIN508/2020|EPI_ISL_414643|20200307

hCoV19/Finland/FIN03032020C/2020|EPI_ISL_413604|20200303
hCoV19/Finland/FIN318/2020|EPI_ISL_414644|20200304

hCoV19/Brazil/SPBR03/2020|EPI_ISL_414014|20200302
hCoV19/Germany/NRW011/2020|EPI_ISL_414507|20200303

hCoV19/Finland/FIN313/2020|EPI_ISL_414641|20200305

hCoV19/Ireland/Limerick19935/2020|EPI_ISL_414587|20200303
hCoV19/Wales/PHW1/2020|EPI_ISL_413555|20200227

hCoV19/Luxembourg/Lux1/2020|EPI_ISL_413593|20200229

hCoV19/Switzerland/GE3121/2020|EPI_ISL_414019|20200227
hCoV19/Panama/328677/2020|EPI_ISL_415152|20200306

hCoV19/Switzerland/GE5373/2020|EPI_ISL_414020|20200227
hCoV19/Spain/Valencia1/2020|EPI_ISL_414495|20200308

hCoV19/Italy/UniSR1/2020|EPI_ISL_413489|20200303
hCoV19/Switzerland/TI9486/2020|EPI_ISL_413996|20200224

hCoV19/USA/WAUW25/2020|EPI_ISL_414594|20200305

hCoV19/USA/CruiseA25/2020|EPI_ISL_414484|20200217
hCoV19/USA/CruiseA26/2020|EPI_ISL_414485|20200224

hCoV19/Singapore/3/2020|EPI_ISL_407988|20200201

hCoV19/Japan/Hu_DP_Kng_19020/2020|EPI_ISL_412968|20200210

hCoV19/Japan/Hu_DP_Kng_19027/2020|EPI_ISL_412969|20200210
hCoV19/Japan/TK/20313/2020|EPI_ISL_413459|20200220

hCoV19/NewZealand/01/2020|EPI_ISL_413490|20200227
hCoV19/USA/WAUW22/2020|EPI_ISL_414591|20200306

hCoV19/Australia/NSW05/2020|EPI_ISL_412975|20200228
hCoV19/Australia/NSW14/2020|EPI_ISL_413600|20200303

hCoV19/Australia/NSW07/2020|EPI_ISL_413214|20200229
hCoV19/Australia/QLD09/2020|EPI_ISL_414414|20200229

hCoV19/Australia/NSW13/2020|EPI_ISL_413599|20200304

hCoV19/Germany/BavPat2/2020|EPI_ISL_414520|20200302

hCoV19/USA/NY1PV08001/2020|EPI_ISL_414476|20200229
hCoV19/Canada/BC_37_02/2020|EPI_ISL_412965|20200216

hCoV19/Australia/NSW06/2020|EPI_ISL_413213|20200229
hCoV19/Australia/NSW11/2020|EPI_ISL_413597|20200302

hCoV19/Australia/NSW12/2020|EPI_ISL_413598|20200304
hCoV19/Australia/NSW09/2020|EPI_ISL_413595|20200228

hCoV19/USA/CruiseA1/2020|EPI_ISL_413606|20200217
hCoV19/USA/CruiseA24/2020|EPI_ISL_414483|20200217

hCoV19/Australia/NSW10/2020|EPI_ISL_413596|20200228

hCoV19/Australia/NSW08/2020|EPI_ISL_413594|20200228

hCoV19/USA/CruiseA21/2020|EPI_ISL_414480|20200221
hCoV19/USA/CruiseA23/2020|EPI_ISL_414482|20200218

hCoV19/USA/CruiseA2/2020|EPI_ISL_413607|20200218

hCoV19/USA/WI1/2020|EPI_ISL_408670|20200131

hCoV19/India/127/2020|EPI_ISL_413522|20200127

hCoV19/Singapore/11/2020|EPI_ISL_410719|20200202

hCoV19/Sydney/2/2020|EPI_ISL_408976|20200122

hCoV19/USA/CA9/2020|EPI_ISL_412862|20200223
hCoV19/USA/CACDPHUC2/2020|EPI_ISL_413558|20200227

hCoV19/USA/CACDPHUC4/2020|EPI_ISL_413561|20200227
hCoV19/USA/CACDPHUC3/2020|EPI_ISL_413559|20200227

hCoV19/Taiwan/CGMHCGU01/2020|EPI_ISL_411915|20200125

hCoV19/SouthKorea/KCDC12/2020|EPI_ISL_412872|20200201

hCoV19/Nepal/61/2020|EPI_ISL_410301|20200113
hCoV19/Ireland/COR20134/2020|EPI_ISL_414487|20200304

hCoV19/USA/CA5/2020|EPI_ISL_408010|20200129

hCoV19/Finland/1/2020|EPI_ISL_407079|20200129

hCoV19/Japan/KYV029/2020|EPI_ISL_408669|20200129
hCoV19/Japan/TKYE6182/2020|EPI_ISL_414511|202001

hCoV19/Singapore/14/2020|EPI_ISL_414380|20200219

hCoV19/Singapore/12/2020|EPI_ISL_414378|20200217

hCoV19/SouthKorea/KCDC24/2020|EPI_ISL_412873|20200206

hCoV19/USA/TX1/2020|EPI_ISL_411956|20200211

hCoV19/Japan/TYWK012/2020|EPI_ISL_408665|20200129
hCoV19/Japan/TYWK501/2020|EPI_ISL_408666|20200131

hCoV19/Japan/TYWK521/2020|EPI_ISL_408667|20200131

hCoV19/Germany/BavPat3/2020|EPI_ISL_414521|20200302

hCoV19/USA/AZ1/2020|EPI_ISL_406223|20200122

hCoV19/Chile/Talca1/2020|EPI_ISL_414577|20200302
hCoV19/Chile/Talca2/2020|EPI_ISL_414578|20200304

hCoV19/India/131/2020|EPI_ISL_413523|20200131

hCoV19/SouthKorea/KCDC07/2020|EPI_ISL_412871|20200131
hCoV19/SouthKorea/KCDC06/2020|EPI_ISL_412870|20200130
hCoV19/SouthKorea/KUMC05/2020|EPI_ISL_413515|20200227
hCoV19/SouthKorea/KUMC03/2020|EPI_ISL_413513|20200227
hCoV19/SouthKorea/KUMC04/2020|EPI_ISL_413514|20200227
hCoV19/SouthKorea/KUMC06/2020|EPI_ISL_413516|20200227
hCoV19/SouthKorea/KCDC03/2020|EPI_ISL_407193|20200125

hCoV19/Taiwan/3/2020|EPI_ISL_411926|20200124

hCoV19/Belgium/GHB03021/2020|EPI_ISL_407976|20200203

hCoV19/Australia/QLD04/2020|EPI_ISL_410718|20200205
hCoV19/USA/CA7/2020|EPI_ISL_411954|20200206

hCoV19/Australia/QLD03/2020|EPI_ISL_410717|20200205
hCoV19/Australia/QLD02/2020|EPI_ISL_407896|20200130

hCoV19/Australia/QLD01/2020|EPI_ISL_407894|20200128

hCoV19/Singapore/4/2020|EPI_ISL_410535|20200203

hCoV19/Taiwan/NTU01/2020|EPI_ISL_408489|20200131

hCoV19/SouthKorea/KCDC05/2020|EPI_ISL_412869|20200130

hCoV19/USA/NY2PV08100/2020|EPI_ISL_415151|20200304
hCoV19/Chile/Santiago1/2020|EPI_ISL_414579|20200303

hCoV19/Vietnam/VR0338142/2020|EPI_ISL_408668|20200124
hCoV19/USA/CA1/2020|EPI_ISL_406034|20200123
hCoV19/USA/IL2/2020|EPI_ISL_410045|20200128

hCoV19/Australia/NSW01/2020|EPI_ISL_407893|20200124

hCoV19/USA/WA1F6/2020|EPI_ISL_407215|20200125

hCoV19/USA/WA1A12/2020|EPI_ISL_407214|20200125
hCoV19/USA/WA1/2020|EPI_ISL_404895|20200119

hCoV19/USA/WAS3/2020|EPI_ISL_413560|20200228
hCoV19/USA/WA7UW4/2020|EPI_ISL_413458|20200301

hCoV19/USA/WAUW19/2020|EPI_ISL_414367|20200305
hCoV19/USA/WAUW16/2020|EPI_ISL_414364|20200305

hCoV19/USA/WAUW17/2020|EPI_ISL_414365|20200306
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Fig. 1. Phylogenetic analysis based on whole-genome sequencing (WGS) of SARS-CoV-2. The analysis included 571 WGS of SARS-CoV-2 (>29 000 bp) collected in humans and
available on GISAID (Global Initiative on Sharing All Influenza Data) from March 17th, 2020. The following sequences were excluded from the analysisdEPI_ISL_406592, EPI_-
ISL_414588, EPI_ISL_412900, EPI_ISL_408487, EPI_ISL_408483 and EPI_ISL_406595 because they were outliers, and EPI_ISL_413747, EPI_ISL_413695dbecause of incomplete se-
quences in ORF1ab. The hCoV19/Wuhan/IPBCAMSWH01/2019 strain was used as an outgroup virus. Genetic distances were calculated using the Kimura's two-parameter model
(K80) and pairwise deletion. The tree was constructed by the neighbour-joining method using R seqinr and ggtree packages and validated using 1000 bootstrap pseudo-replicates.
Sequence from sample #2 (EPI_ISL_410486) is indicated by the black arrow. Nucleotide alignment (1601e1615) is depicted as a heatmap on the right panel with the three-
nucleotide deletion shown in black. Corresponding amino acid sequence (nsp2: 266-270) for the reference sequence is indicated below the heatmap.
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SARS-CoV-2 sequences were not further compared between the
two patients due to largely incomplete coverage of the SARS-CoV-2
genome in sample #1. Nonetheless, the longitudinal samples from
the asymptomatic patient (sample #2 versus sample #3) were
compared using a minimum depth of coverage of 100x in order to
make a preliminary assessment of intra-host genetic variability.
Three SNVs were noticed between the two samples: C366A (nsp1:
S34Y), A20475G (synonymous mutation in nsp15), and T24084A
(protein S: L841H), suggesting intra-host evolution of the virus. For
all three positions, nucleotides from sample #2 were still detected
in sample #3, but as minor variants.

In this short report, we present the first genetic characterization
of a COVID-19 cluster in Europe. Despite low viral loads, the mNGS
workflow used herein allowed us to characterize the whole-
genome sequences of SARS-CoV-2 isolated from an asymptomatic
patient in two clinical samples collected 1 day apart. Comparison of
these sequences suggests viral evolution with development of
quasispecies. Specific studies using high depth of coverage are
needed to explore potential intra-host adaptation. In addition, the
present workflow identified a new deletion in nsp2 (Asp268del)
which was found in all three samples originating from this cluster.
The analysis of 571 WGS identified this deletion in 37 other viruses
collected in England (February) and in The Netherlands (March),
suggesting the spread of this deletion in Europe. The impact of
Asp268del on SARS-CoV-2 transmission and pathogenicity, as well
as on PCR performances and antiviral strategies, should be rapidly
evaluated in further studies.
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