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Sequence Authenticity Description

Work in the ancient DNA laboratory at UIUC is performed with strict measures in place to prevent DNA contamination. All equipment used in DNA extractions was exposed to UV light for at least 10 minutes prior to use. All lab surfaces were cleaned with a DNA degrading solution (bleach or Takara DNA-offTM) before and after any procedural steps in the protocol. A blank extraction and negative controls were processed with DNA extracted from the Jamestown dogs, including sequencing. Sample negatives for each of the four extractions sequenced with these samples had a mean coverages of the dog mitogenome that were at least one order of magnitude lower than lowest coverage sample analyzed and multiple orders of magnitude lower than the six samples used for phylogenetic analysis in the main manuscript. Lower mean coverages are consistent with little to no DNA contamination of the Jamestown samples.
We also performed bioinformatic analysis of the ancient DNA sequences to identify potential modern contamination. Ancient DNA is characteristically composed of highly fragmented short sequences with an elevated rate of nucleotide misincorporations above that of modern DNA. The sequences generated from the Jamestown Canis samples are highly fragmented and were <250 bp in length. The average read length for the samples was 125 bp for #68100, 124 bp for #118232, 128 bp for #118236, 125 bp for #73052, 130 bp for #75943, and 129 for #135139, which are typical for ancient samples. mapDamage v2.2.1 (Jónsson et al. 2013) was used to visualize C>T misincorporations on the 5’ end and G>A on the 3’ end of DNA sequence fragments. We found that the sequence fragments sequenced from the Jamestown Canis libraries had rates of nucleotide misincorporation consistent with ancient DNA (see supplemental material Figures 5-13). In sum, both sequence fragment size and condition analyses support the ancient origin of these mitogenome sequences.
The possibility DNA from other ancient dogs contaminated our samples analyzed in the same laboratory is unlikely given our strict measures to degrade all free DNA in the lab, and our analysis of the ancient mitogenomes does not support ancient contamination. If the sequences we generated were produced via contamination with DNA from a previous ancient sample, our phylogenetic analysis of the Jamestown sequences would have either placed them as closely related to or identical to existing ancient Canis sequences or as outliers with very long branches (due to the creation of a pseudo-recombinant sequence incorporating both authentic Jamestown dog and contaminated dog DNA fragments). Instead, our analysis produced a tree that placed the Jamestown Canis sequences with sequences from the Scioto Cavern, Weyanoke Old Town (also known as the Hatch site), and Janey B. Goode sites, and none of the high-quality Jamestown sequences had long terminal branches in relation to other ancient sequences. Importantly, the Janey B. Goode dogs (except sample JBG1m) and the Hatch dogs were sequenced at another ancient DNA facility, and all the samples from Janey B. Goode, Weyanoke Old Town, and Scioto Caverns were sequenced at least three years prior to our study. This makes it unlikely that the mitogenome sequences generated here result from contamination from previous dog samples sequenced at UIUC. Additionally, because no European dog lineages were recovered, it is also very unlikely that modern dogs contaminated our reads. 





[bookmark: _Toc157785907]Supplemental Figure 1: mapDamage base frequencies for #118236.
.[image: Chart

Description automatically generated]

[bookmark: _Toc157785908]Supplemental Figure 2: mapDamage analysis base frequencies for #118232.
[image: Graphical user interface, chart

Description automatically generated]


[bookmark: _Toc157785909]Supplemental Figure 3: mapDamage base frequencies for #68100.
[image: Chart

Description automatically generated]

[bookmark: _Toc157785910]Supplemental Figure 4: mapDamage base frequencies for #73052.
[image: A graph of a graph of a graph

Description automatically generated with medium confidence]


[bookmark: _Toc157785911]Supplemental Figure 5: mapDamage base frequencies for #75943.
[image: A graph of a graph

Description automatically generated with medium confidence]


[bookmark: _Toc157785912][bookmark: _Hlk163490438]Supplemental Figure 6: mapDamage base frequencies for #135139.
[image: A graph of different colored lines

Description automatically generated]

[bookmark: _Toc157785913]Supplemental Figure 7: Misincorporation for samples A) #118236 and B) #68100.
[image: Chart

Description automatically generated]


[bookmark: _Toc157785914]Supplemental Figure 8: Misincorporation for samples A) #118232 and B) #73052.
[image: A graph of different colored lines

Description automatically generated]





[bookmark: _Toc157785915]Supplemental Figure 9: Misincorporation for samples A) #75943 and B) #135139.
[image: A screenshot of a graph

Description automatically generated]

image3.jpeg
FTTTTTTTITT TITTTITTTTl FTTTTTTTTT TTTTTTTT T FTTTTTTITTT TITTrTToTT FTTTToTTTTT TTTTTTTT Tl

G G T T

05 — r~ - — 05

00 - - ~ 00
2SPeTN rOMOND CB®OFTN roOONO CPeYTN roOLNO SB®OTN ToOONO




image4.png
Frequency

Frequency

[MTTTTTTTT TTTTTTTTT1

G

oo ~o

-8
-4
-2

?

-10
-4
-2

°

T

— 05

= 0.0

-10
-8
-4
-2




image5.png
Frequency

Frequency

05

0.0

05

FTTTTTTTTT

G

TTTTTTTTT1

FTTTTTTTTT

TTTTTTTTT1

G

FTTTTTTTTT

T

TTTTTTT T

FTTTTTTTTT

T

TTTTTTTT T

— 05

—= 0.0

~ 05





image6.png
Frequency

Frequency

MTTTTTTITT TTITTTTTTT1

G

[TTTTTTTTT

cow~o

05

0.0

05

0.0




image7.jpeg
— 0.30

~ 025

~ 0.20

~ 0.15

~ 0.10

~ 0.05

~ 0.00

[~ 0.25

 0.20

[~ 0.15

[~ 0.10

~ 0.05

-~ 0.00

0.30 4

025 —

020 —
0.15 —

fouanbaiy

0.10 —

0.05 —

0.00 —

Aousnbaig

o
S

0
]
S

3
3
S

TTTTTT

TTTTTTTTTTT

rTTrrrrrrrrrTrrTTrrrrTrrTrTrTl r

)




image8.png
s © g © o g 8 & 8§ ®©° 2 8

s 9 3:cgsgg 88832388

R T S T B
— - -
- z- a
L oe- - e
Lo e
Lo - s
Lo A
L .- - 2
[ o - s
[ 6 - 6
C o - oi-
R = -
L o - o-
- ei- e
- - -
Lo - o1
L or- - ol-
- - -
L o- - 81—
- 61— — 61—
L oc- - oz-
- 12- — 2=
- zz- — 2c-
[ - - ee-
- vz- - — vC-
L o L -
— sz -
[ 2 - ve
i - e
[ = -z
L1z -1z
L oz - oz
[ 6 - 6
L o =
L, -z
Lo - o
Lo o
Lo - v
Lo =
Lz -z
L -
I o - o
L 6 -6
e - e
L, -z
Lo - o
Lo =
L, - v
[ ¢ =
Lz -z
el S =1

T T T T T T T T T 1

S § § = 2 8 8 2 8 § © 2 8 3

=] = = N . = b= o o o o o o =3

Kousnbaig fousnbaig





image9.png
— 0.30

~ 0.25

0.20

~ 0.15

~ 0.10

~ 0.05

~ 0.00

— 0.30

~ 025

~ 0.20
 0.15

~ 0.10

[~ 0.05

&~ 0.00

e

0.30 5

0.25 o

0.20 H

015 —

fouanbaig

0.10 —

0.05 —

0.00 —

Sz-

0.30 4

025 —

0.20 —
0.15 —

fousnbaig

0.10 —

0.05 +

0.00 ~





image1.jpeg
05

0.0

05

04

0.0

FTTTTTTTTT TTTITTT T Tl

G

FTTTTTTTT T

T

\/

TTTTTTTTT TTTTTTTTT1

cowon~o

FTTTTTTTT T

cown~o

05

0.0

05

02

0.1

0.0




image2.jpeg
Kouanbai4

fouanbaig




