S4:. Results of aDNA analysis

1. Gel electrophoresis of IS1081 amplicons following conventional PCR

PCR amplicons using 1S1081 primers (113 bp): Lane 1 sample 225 (18" century VAc,
Hungary); Lane 2: HGO53 vertebra; Lane 3: HGO53 vertebra extracted with PTB; Lane 4:
molecular size markers (®X174 Haelll digest, band 2 is 118bp)

2. Gel electrophoresis of IS 1081 amplicons following real time PCR with SYBR Green

PCR amplicons using 1S1081 primers (113 bp): Lane 1 sample 225 (18" century Vac,
Hungary); Lane 2: HGO53 vertebra; Lane 3: HGO53 vertebra extracted with PTB; Lane 4:
sample 50 (Zalavar-Véarsziget, Hungary); Lane 5: molecular size markers (20bp and 100bp
ladders)



3. Melt analysis following 1S1081 PCR to determine T, of amplicon

Profile

Hold @ 95°¢, 15 min 0 sacs

Cycling (45 repeats)

Step 1 @ 95°c, hold 10 secs

Step 2 @ 60%, hold 30 secs

Step 3 @ 72, hold 16 secs

Step 4 @ B5%c, hold 15 secs, acquining to Cycling A[FAM)

Melt (F6-88°c) , hold 30 secson the 1=t "ep, hold b secson next steps, Melt A(FAM)

Melt data for Melt A.FAM
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No. 1 — sample 225 (18" century Vac, Hungary)

No. 2 — sample HGO-53 (vertebra) extracted without PTB
No. 3 — original negative extraction control extracted without PTB

No. 4 — sample HGO-53 (vertebra) extracted with PTB
No. 5 — original extraction control extracted with PTB
No.13- extraction control for later batch without PTB
No.21- water blank reaction negative control

[Other channels used for later batch of different samples so are not shown]

The T,, of the positive control (No. 1) is 93.7 °C and for the HGO-53 vertebra (No. 4) is 93.8
°C. This is an acceptable match but requires DNA sequencing for confirmation.

The sequencing did not give acceptable data so lipid molecular markers were sought in order
to confirm the provisional identification of Mycobacterium tuberculosis complex DNA.



