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Supplementary Table S1. Details about the 61 samples/specimens analysed by genotyping by sequencing. Sequencing statistics are included.
See the Excel file Supplementary Table S1.

Supplementary Table S2. Details about the 121 A. mellifera SNPs included in the panel.
See the Excel file Supplementary Table S2.

Supplementary Table S3. Details of the additional 450 honey bee samples genotyped by Henriques et al. [29] and of the 161 WGS datasets retrieved from the ENA resource.
See the Excel file Supplementary Table S3.

Supplementary Table S4. Additional Apis mellifera DNA variants (no. 152) identified in the amplicons of the targeted samples.
See the Excel file Supplementary Table S4.

[bookmark: _Hlk28453780]Supplementary Table S5. Frequency of the alternative allele (ranging from 0 to 100% for honey or DNA pools; 0%, 50% or 100% for single larvae) of the 121 A. mellifera SNPs included in the panel.
See the Excel file Supplementary Table S5.
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Supplementary Table S6. Correlation coefficients estimated by using the average allele frequencies of whole SNP set (no. 121). Upper triangular matrix: Spearman's Rank correlation coefficient; lower triangular matrix: Pearson’s correlation coefficient.

	A. m. ligustica (121 SNPs)
	WGS-ENA
	Honey
	Honey
(no duplicates)
	Honey bee DNA pools
	Honey bee DNA pools (no duplicates)
	Larvae

	WGS-ENA
	
	0.84
	0.83
	0.83
	0.82
	0.76

	Honey
	0.96
	
	1.00
	0.91
	0.92
	0.83

	Honey
(no duplicates)
	0.96
	1.00
	
	0.91
	0.91
	0.83

	Honey bee DNA pools
	0.95
	0.96
	0.96
	
	1.00
	0.81

	Honey bee DNA pools (no duplicates)
	0.95
	0.97
	0.97
	1.00
	
	0.82

	Larvae
	0.92
	0.93
	0.93
	0.93
	0.93
	





[bookmark: _Hlk109836898]Supplementary Table S7. Correlation coefficients estimated by using the average allele frequencies of the ancestry informative markers (no. 97). Upper triangular matrix: Spearman's Rank correlation coefficient; lower triangular matrix: Pearson’s correlation coefficient. 

	A. m. ligustica
(97 SNPs)
	WGS-ENA
	Honey
	Honey
(no duplicates)
	Honey bee DNA pools
	Honey bee DNA pools (no duplicates)
	Larvae

	WGS-ENA
	
	0.96
	0.95
	0.95
	0.95
	0.93

	Honey
	0.96
	
	1.00
	0.97
	0.97
	0.94

	Honey
(no duplicates)
	0.95
	1.00
	
	0.97
	0.97
	0.94

	Honey bee DNA pools
	0.95
	0.97
	0.97
	
	1.00
	0.93

	Honey bee DNA pools
(no duplicates)
	0.95
	0.97
	0.97
	1.00
	
	0.93

	Larvae
	0.93
	0.94
	0.94
	0.93
	0.93
	





Supplementary Table S8. Correlation coefficients estimated by using the average allele frequencies of the SNPs associated to calmness, gentleness and resistance to Varroa destructor (no. 24). Upper triangular matrix: Spearman's Rank correlation coefficient; lower triangular matrix: Pearson’s correlation coefficient. 

	A. m. ligustica
(24 SNPs)
	WGS-ENA
	Honey
	Honey
(no duplicates)
	Honey bee DNA pools
	Honey bee DNA pools (no duplicates)
	Larvae

	WGS-ENA
	
	0.93
	0.93
	0.92
	0.92
	0.94

	Honey
	0.97
	
	1.00
	0.99
	1.00
	0.93

	Honey
(no duplicates)
	0.97
	1.00
	
	0.99
	0.99
	0.93

	Honey bee DNA pools
	0.89
	0.90
	0.89
	
	1.00
	0.94

	Honey bee DNA pools
(no duplicates)
	0.92
	0.92
	0.91
	1.00
	
	0.94

	Larvae
	0.87
	0.90
	0.89
	0.95
	0.95
	





[bookmark: _Hlk109837833]Supplementary Table S9. Matrix of size 672 samples × 97 SNPs storing the frequency of the alternative allele (ranging from 0 to 100% for honey or DNA pools; 0%, 50% or 100% for single larvae) for the 97 ancestry informative markers in the whole dataset.
See the Excel file Supplementary Table S9.


Supplementary Fig. S1. Scatter plots based on frequencies of the alternative allele of the 121 Apis mellifera DNA marker targeted by the panel. Data are presented for the duplicate samples. Data are presented including/excluding duplicate samples. The intra-class correlation coefficient (ICC) is reported.
[image: ]


Supplementary Fig. S2. Scatter plots based on frequencies of the alternative allele of the 121 targeted Apis mellifera DNA markers. Data are related to the A. m. ligustica larvae samples compared to the remaining datasets. Data are presented including/excluding duplicate samples.
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Supplementary Fig. S3. Scatter plots based on frequencies of the alternative allele of the 24 DNA markers linked to calmness, gentleness and varroa resistance targeted by the panel. Data are related to the A. m. ligustica datasets and samples for which multiple levels of information were available. Data are presented including/excluding duplicate samples.
[image: ]
image1.tiff
1000

ICC=0.997

g B

Honey_29 (Honeycomb)
g

g

Honey_12 (Honey)
g

200

codlee
o0

2

200

600

00 600
Honey_11 (Honey)

800

800

1000

1000

ICC=0.993

Honey_34 (Honeycomb)

00 200 400 600 80 1000
Honey_32 (Honeycomb)
1000
ICC=0.923

Honey_25 (Honey)

00
Honey_15 (Honey)

00 200 600 800 1000

Honey_60 (Honeycomb)

Honey_92 (Honey bees)

0
w00
w00
s
200 “
d .
.
oodes oo
Honey_a7 (Honeycomb)
100
ICC=0.997
w0
w00
w00
200
00d
% mo o o o

Honey_76 (Honey bees)

1000

1000 0

ICC=0.979 o~

5

3
2

Honey_55 (Honeycomb)
g

200

wod®

00 200

400 1000

Honey_31 (Honeycomb)

600 800

1000

ICC=0.996

800

s

Honey_91 (Honey bees)

200 400 600 800 1000

Honey_74 (Honey bees)




image2.tiff
A. m. ligustica (larvae)

1.00

0.80

0.60

0.40

020

0.00

1.00

080
N N
] 8
£ £ o060
oo % g
g
3 £ o0
ene - H £
< < < 020
e e
== ® 000 600 @ 000 @30 o— @~ <®
000 020 040 060 080 100 000 020 040 060 080 100 000 020 040 060 080 100
A.m. ligustica (Honey) A.m. ligustica (ENA-WGS) A. m. ligustica (pools of honey bees)

e Duplicates included
* Duplicates excluded




image3.tiff
A. m. ligustica (pools of honey bees)

A.m. ligustica (Honey)

1.00

0.80

0.60

0.40

020

000 &
000 020 040 060 080 100

A. m. ligustica (Honey)

1.00

0.80
0.60 3 .
0.40

0.20

000 &
000 020 040 060 080 100

A.m. ligustica (ENA-WGS)

A.m. ligustica (larvae)

A. m. ligustica (pools of honey bees)

1.00

0.80

0.60

0.40

0.20

000 020 040 060 080

1.00

0.80

0.60

0.40

020

0.00

A. m. ligustica (Honey)

000 020 040 060 080

A.m. ligustica (ENA-WGS)

e Duplicates included
* Duplicates excluded

A. m. ligustica (larvae)

A. m. ligustica (larvae)

1.00

0.80

060

0.40

020

0.00

0.00

1.00

080

0.60

040

0.00

020 0.40 0.60 0.80
A. m. ligustica (pools of honey bees)

020 0.40 0.60 0.80
A. m. ligustica (ENA-WGS)

1.00

1.00




