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Supplementary Figures
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Supplementary Figure S1: Comparison of gPCR Ct values from lllinois Department of Public Health and those generated using

OPG123 gPCR probes.
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Supplementary Figure S2: Comparison of number of copies of a DNA gBlock and the gPCR Ct values generated from them using

the OPG123 qPCR probe set.
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Supplementary Figure S3: Ct values for five different mpox samples, using three different qPCR probes. Each sample/probe
combination was replicated three times.
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Supplementary Figure S4: Phylogenetic tree showing Clade Ilb, Lineage B.1 mpox sequences. Color of each sequence indicates
status of indicated deletion starting at base 179077. Teal: no deletion. Lime-green: Deletion to base 179094 (17 bases removed).
Blue: Deletion to base 179148 (71 bases removed). Orange: Deletion to base 179175 (98 bases removed). Each lineage follows no
clear pattern in deletions, indicating this could be an artifact of sequencing method, rather than actual deletion.



Probe Set. OPG132| CDC |RNAseP
Template: -+ -+ -+

Supplementary Figure S5: 1% agarose gel showing the positive and negative control results for three qPCR probe sets. Ladder
size markers are shown on the left.

Template:  IDPH-22 |DPH-42 [IDPH-52 No template
Pool: 1 2 1 2 1 2 1 2
Coverage:  99.74% | 99.42% | 99.95% -
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Supplementary Figure S6: 1% agarose gel showing three randomly-selected multiplex PCR samples, along with a negative control
(no template). Final sequence coverage of each sample is also shown. Ladder size markers are shown on the left.



Table S1: NCBI Accession Numbers for Mpox Genomes.

MPXV-USA-IL-IDPH-001
MPXV-USA-IL-IDPH-002
MPXV-USA-IL-IDPH-003
MPXV-USA-IL-IDPH-004
MPXV-USA-IL-IDPH-005
MPXV-USA-IL-IDPH-006
MPXV-USA-IL-IDPH-007
MPXV-USA-IL-IDPH-008
MPXV-USA-IL-IDPH-009
MPXV-USA-IL-IDPH-010
MPXV-USA-IL-IDPH-011
MPXV-USA-IL-IDPH-012
MPXV-USA-IL-IDPH-013
MPXV-USA-IL-IDPH-014
MPXV-USA-IL-IDPH-015
MPXV-USA-IL-IDPH-016
MPXV-USA-IL-IDPH-017
MPXV-USA-IL-IDPH-018
MPXV-USA-IL-IDPH-019
MPXV-USA-IL-IDPH-020
MPXV-USA-IL-IDPH-021
MPXV-USA-IL-IDPH-022
MPXV-USA-IL-IDPH-023
MPXV-USA-IL-IDPH-024
MPXV-USA-IL-IDPH-025
MPXV-USA-IL-IDPH-026
MPXV-USA-IL-IDPH-027
MPXV-USA-IL-IDPH-028
MPXV-USA-IL-IDPH-029
MPXV-USA-IL-IDPH-030
MPXV-USA-IL-IDPH-031
MPXV-USA-IL-IDPH-032
MPXV-USA-IL-IDPH-033
MPXV-USA-IL-IDPH-034
MPXV-USA-IL-IDPH-035
MPXV-USA-IL-IDPH-036
MPXV-USA-IL-IDPH-037
MPXV-USA-IL-IDPH-038
MPXV-USA-IL-IDPH-039
MPXV-USA-IL-IDPH-040
MPXV-USA-IL-IDPH-041
MPXV-USA-IL-IDPH-042
MPXV-USA-IL-IDPH-043
MPXV-USA-IL-IDPH-044
MPXV-USA-IL-IDPH-045
MPXV-USA-IL-IDPH-046
MPXV-USA-IL-IDPH-047
MPXV-USA-IL-IDPH-048
MPXV-USA-IL-IDPH-049
MPXV-USA-IL-IDPH-050
MPXV-USA-IL-IDPH-051
MPXV-USA-IL-IDPH-052
MPXV-USA-IL-IDPH-053
MPXV-USA-IL-IDPH-054
MPXV-USA-IL-IDPH-055
MPXV-USA-IL-IDPH-056
MPXV-USA-IL-IDPH-057
MPXV-USA-IL-IDPH-058
MPXV-USA-IL-IDPH-059
MPXV-USA-IL-IDPH-060
MPXV-USA-IL-IDPH-061
MPXV-USA-IL-IDPH-062
MPXV-USA-IL-IDPH-063
MPXV-USA-IL-IDPH-064
MPXV-USA-IL-IDPH-065
MPXV-USA-IL-IDPH-066
MPXV-USA-IL-IDPH-067
MPXV-USA-IL-IDPH-068
MPXV-USA-IL-IDPH-069
MPXV-USA-IL-IDPH-070
MPXV-USA-IL-IDPH-071
MPXV-USA-IL-IDPH-072
MPXV-USA-IL-IDPH-073
MPXV-USA-IL-IDPH-074
MPXV-USA-IL-IDPH-075
MPXV-USA-IL-IDPH-076
MPXV-USA-IL-IDPH-077
MPXV-USA-IL-IDPH-078
MPXV-USA-IL-IDPH-079
MPXV-USA-IL-IDPH-080
MPXV-USA-IL-IDPH-081
MPXV-USA-IL-IDPH-082
MPXV-USA-IL-IDPH-083
MPXV-USA-IL-IDPH-084

OP536662
OP536663
OP536664
QP536665
OP536666
OP536667
OP536668
‘OP536669
0P536670
0OP536671
OP536672
OP536673
0OP536674
OP536675
OP536676
0OP536677
OP536678
OP536679
‘OP536680
0OP536681
OP536682
OP536683
OP536684
OP536685
OP536686
OP536687
0P536688
OP536689
OP536690
‘OP536691
OP536692
OP536693
QP536694
OP536695
‘OP536696
OP536697
OP536698
OP536699
OP536700
QOP536701
OP536702
OP536703
OP536704
QOP536705
OP536706
OP536707
OP536708
OP536709
0OP536710
QOP536711
OP536712
OP536713
0OP536714
OP536715
OP536716
OP536717
OP536718
OP536719
0P536720
0OP536721
QOP536722
0OP536723
0OP536724
OP536725
OP536726
OP536727
0OP536728
OP536729
OP536730
0OP536731
OP536732
QOP536733
OP536734
QOP536735
OP536736
0OP536737
OP536738
QOP536739
OP536740
OP536741
OP536742
0P536743
0OP536744
OP536745

https ://www.ncbi.nlm.nih.gov/nuccore/OP536662

https://www.ncbi.nlm.|

https://www.nchi.nlm

gov/nuccore/OP536663
.gov/nuccore/OP536664
.gov/nuccore/OP536665
.gov/nuccore/OP536666
.gov/nuccore/OP536667

.nih.gov/nuccore/OP536668

.gov/nuccore/OP536669
.gov/nuccore/OP536670

.nih.gov/nuccore/OP536671

.gov/nuccore/OP536672
.gov/nuccore/OP536673
.gov/nuccore/OP536674
gov/nuccore/OP536675
.gov/nuccore/OP536676
.gov/nuccore/OP536677
.gov/nuccore/OP536678

.hih.gov/nuccore/OP536679

gov/nuccore/OP536680
.gov/nuccore/OP536681
.gov/nuccore/OP536682
.gov/nuccore/OP536683
.gov/nuccore/OP536684
.gov/nuccore/OP536685
gov/nuccore/OP536686
gov/nuccore/OP536687
.gov/nuccore/OP536688
.gov/nuccore/OP536689
.gov/nuccore/OP536690
.gov/nuccore/OP536691
gov/nuccore/OP536692
.gov/nuccore/OP536693
.gov/nuccore/OP536694
.gov/nuccore/OP536695
.gov/nuccore/OP536696
gov/nuccore/OP536697
.gov/nuccore/OP536698
.gov/nuccore/OP536699
.gov/nuccore/OP536700
.gov/nuccore/OP536701
.gov/nuccore/OP536702
gov/nuccore/OP536703

https ://www.ncbi.nim.nih.gov/nuccore/OP536704
https://www.ncbi.nim.nih.gov/nuccore/OP536705

.gov/nuccore/OP536706
.gov/nuccore/OP536707
.gov/nuccore/OP536708
gov/nuccore/OP536709
.gov/nuccore/OP536710
.gov/nuccore/OP536711
.gov/nuccore/OP536712
.gov/nuccore/OP536713
gov/nuccore/OP536714

.nih.gov/nuccore/OP536715

.gov/nuccore/OP536716
.gov/nuccore/OP536717
.gov/nuccore/OP536718
.gov/nuccore/OP536719
.gov/nuccore/OP536720

https://www.ncbi.nlm.nih.gov/nuccore/OP536721
https://www.ncbi.nlm.nih.gov/nuccore/OP536722

.gov/nuccore/OP536723
.gov/nuccore/OP536724
.gov/nuccore/OP536725

.nih.gov/nuccore/OP536726

.gov/nuccore/OP536727
.gov/nuccore/OP536728
.gov/nuccore/OP536729
.gov/nuccore/OP536730
gov/nuccore/OP536731
.gov/nuccore/OP536732
.gov/nuccore/OP536733
.gov/nuccore/OP536734
.gov/nuccore/OP536735
.gov/nuccore/OP536736

.nih.gov/nuccore/0P536737

gov/nuccore/OP536738
.gov/nuccore/OP536739
.gov/nuccore/OP536740
.gov/nuccore/OP536741
.gov/nuccore/OP536742
gov/nuccore/OP536743
.gov/nuccore/OP536744
.gov/nuccore/OP536745



