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Supplementary file1, A-C | Design and evaluation of multiplex PCR primers using MULTIPLY. A. Overview of the MULTIPLY workflow for designing multiplex PCR primers. Candidate primers are generated for the target regions and optimized by minimizing primer SNPs, primer–dimer formation, and off-target binding to produce the final multiplex primer set. B. Example input files required for MULTIPLY, including the configuration (.ini) file specifying PCR parameters (e.g., amplicon size and primer settings) and the BED file defining the genomic target regions. C. Representative output showing primer placement across the target genomic region (left) and the primer interaction matrix (right), which was used to evaluate primer compatibility and minimize primer–dimer formation for optimal multiplex PCR performance.
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[Primers] |
include_tails = False
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R_tail = ACTTGCCTGTCGCTCTATCTTC
[Amplicons]
min_size_bp = 800
max_size_bp = 2000

primer3_settings = default, stringent, relaxed, variable

[Output]
name = ag-ir-cynthia
primer_code = v

O ——

2L | 2100bp window | Vgsc-L995S | Vgsc-LI9SS

— — rsana
i
B 100
. g
£3s =
S 25
554 55
£5s 2
S g
2 g
1

é | A MH [ I’\!\‘H LA AAIN \m‘\m‘ |

243175 242200 242225 242250 242275 242300 24215 243350
Position {op) 106

v
w L3 w, «,
S [
w x o 4 . E 1~ I 1
%358 3% ¢ ¢ 3% g ¢
A T T R T T S S
LA e SN S - -3 e
o v @ & &» & wm o a T B o o
g€ 8 § & © o8 & 2 2 8 8
D T T
9 0% 8 & ¢ £ 8 8 % 8 % 4
8 3 5 5 5 8 % 8% 5 3% % &
< €« © O O © > > > > > 3>

Ace1-2805_v6_F

Acel-2805_v6_R
Gaba-296G_v21 F
Gaba-296G v21 R
Gste2-119V v24 F
Gste2-119V_v24_R

Vgsc-19955 v9_F

eraction Score

Vgsc-L9955_va R
Vgsc-N1570Y_v14_F
Vgsc-N1570Y_v14_R

VascV402_v29 F

Vgsc-V402_v29 R




