
Supplementary Material

Primers and probe, reaction mix, thermal cycling conditions and calibration curve used to detect 

and quantify HCoV 229-E. 

Reaction mix (10 µL) consisted of 5·00 µL 2X One Step RT-PCR Buffer III, 0·20 µL PrimeScript RT 

enzyme Mix II, 0·20 µL ROX, 0·20 mL TaKaRa Ex Taq HS, 0·30 µL 229E-F and 229E-R primers 

(10mM), 0·15 µL 229E-P probe (10mM). The cycling parameters were as RT at 48 °C for 30 min, 

preheating at 95 °C for 10 min and 45 cycles of amplification at 95 °C for 15 s, and 60 °C for 1 

min.

Figure S1. Standard curve generated to quantify HCoV 229-E performed with 10-fold 

dilutions (100-107 gc/reaction) of genomic RNA.
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Figure S4: Breast milk from COVID-19 infected and/or recovered mothers show

significantly higher antibody binding to the RBD antigen of SARS-CoV-2 than

prepandemic controls and are detectable in 82.9 % of samples. AUC were calculated

from titration curves for RBD-reactive (a) IgA, (b) IgM, and (c) IgG in order to get a better

graphical impression. Asterisks show statistically significant differences between groups

(***p < 0·0001) using the Mann–Whitney test (unpaired nonparametric test). (d)

Proportion of human milk donors who had positive RBD-reactive Igs in at least one milk

recollection point, and negative samples (e) Proportion of RBD-reactive positive and

negative human milk samples subdivided according to different isotypes.
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Figure S5: Samples from infected milk donors show significantly higher binding to SARS-

CoV-2 antigens RBD and Mpro compared to prepandemic control. Grouped OD values of

1:4 diluted samples of RBD- (a) and MPro- (b) reactive IgA, and RBD- (c) and MPro- (d)

reactive IgG, respectively. Asterisks show statistically significant differences between

groups (***p<0·0001, *p<0·05) using the Mann–Whitney test (unpaired nonparametric

test).
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Figure S6: Graph of positive rates of RBD-specific IgA, IgM and IgG versus days after

positive PCR diagnosis.
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Figure S9: Total IgA concentration and virus specific antibody response. 

(a) Spearmans’ correlation analysis of total IgA concentration and virus specific 
IgA response expressed as AUC. (b) Total IgA in COVID-19 infected and recovered 

and prepandemic control samples. Mann–Whitney test (unpaired nonparametric 

test) was used to assess for statistical significance.

BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s)Arch Dis Child Fetal Neonatal Ed

 doi: 10.1136/archdischild-2021-322463–221.:216 107 2022;Arch Dis Child Fetal Neonatal Ed, et al. Bäuerl C



BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s)Arch Dis Child Fetal Neonatal Ed

 doi: 10.1136/archdischild-2021-322463–221.:216 107 2022;Arch Dis Child Fetal Neonatal Ed, et al. Bäuerl C



BMJ Publishing Group Limited (BMJ) disclaims all liability and responsibility arising from any reliance
Supplemental material placed on this supplemental material which has been supplied by the author(s)Arch Dis Child Fetal Neonatal Ed

 doi: 10.1136/archdischild-2021-322463–221.:216 107 2022;Arch Dis Child Fetal Neonatal Ed, et al. Bäuerl C


