Supplementary file

Probes used for RLB and the Borrelia strains used as positive control

Probe Reference Sequence (5’ - 3’) Targ.et
organism
sL CTTTGACCATATTTTTATCTTCCA B. burgdorferi
sensu lato
ss AACACCAATATTTAAAAAACATAA B. burgdorferi
sensu stricto
GA AACATGAACATCTAAAAACATAAA B. garinii
AF AACATTTAAAAAATAAATTCAAGG B. afzelii
VSNE TATATCTTTTGTTCAATCCATGT B. valaisiana
Gern et al,,
LusiNE2 (2010) AAATCAAACATTCAAAAAAATAAAC B. lusitaniae
SpiNE2 GAATGGTTTATTCAAATAACATA B. spielmanii
SpiNE3 GAATAAGCCATTTAAATAACATA B. spielmanii
BisNE1 AAACACTAACATTTAAAAAACAT B. bissettii
BisNE2 AACTAACAAACATTTAAAAAACAT B. bissettii
RFLNE GCATTGCTCAATATGGTTAG RF-like
Blazejak et
al. (2018); . .
MIYA . TGAAAAATTATTTAGTGAAAAGTTC B. miyamotoi
Springer et
al. (2022)
Probes Borrelia Strain used as positive control
SL -
SS PAbe
GA PWudll
AF PBas
VSNE VS116
LusiNE2 Poti B2
SpiNE2 PHap
SpiNE3 PHap
BisNE1 DN127
BisNE2 DN127
RFLNE -
Pure cloned B.miyamotoi DNA (strain HT31)
MIYA .
from Russia
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RLB experimental procedure

1. Activate membrane in 10 ml 16 % 1-ethyl-3-(3-dimethylamino-propyl) carbodiimide (EDAC)
(120 min incubation at RT)

2. Wash for 2 min with distilled H20 and place into miniblotter

3. Dilute specific oligonucleotides (probes) (1 ul (100 pmol) of the probe + 349 ul of 500 mM
NaHCO3 (pH 8.4)

4, Load oligonucleotides on membrane (also fill empty slots with 500 mM NaHCO3)

5. Incubate for 1 min at RT

6. Aspirate (mark slots with probes with needle)

7. Remove membrane from blotter

8. Inactivate membrane by incubation for 10 min at RT in 100 mM NaOH

9. Rinse membrane with water

10. Block membrane with 125 ml of 2x SSPE-0.1 % sodium dodecyl sulfate (SDS) for 5 min at 60
°C while shaking or block membrane for more than 1 h at 56 °C in 2x SSPE-0.1 % sodium dodecyl
sulfate (SDS), 5 % milk while shaking

11. Wash membrane for 5 min at 42 °C with 125 ml 2xSSPE-0.1 % SDS

12. Place membrane into miniblotter with the slots perpendicular on the previously applied
specific oligonucleotides (90° rotation of membrane)

13. Add 20 pl of PCR product to 130 pul 2xSSPE-0.1 % SDS, incubate at 100 °C for 10 min
14. Cool on ice immediately

15. Fill the slots

16. Hybridize at 45 °Cfor 1 h

17. Aspirate PCR products

18. Wash 2x with 2xSSPE-0.5 % SDS for 10 min at 40 °C while shaking

19. Incubate with 1:4000 diluted peroxidase labeled streptavidin in 2x SSPE-0.5 % sodium
dodecyl sulfate (SDS) for 30 min at 40 C in the dark (without shaking)

20. Wash 2x for 10 min with 2x SSPE-0.5 % sodium dodecyl sulfate (SDS) at 40 °C while shaking
21. Rinse with 2xSSPE
22. Add TMB stabilized substrate for HRP to detect the positive signals for 10 min in the dark

23. Stop detection with 20 mM EDTA or rinsing the membrane 3x 5 min with H20



Cloning and transformation of the competent cells

Components used for ligation mixture of 6 ul total volume:

Reagent Volume [pl]

Vector mix 1

Salt solution 1

PCR product  1.5-4 ul ([1])

DNase/RNase-free water To 6 ul

[1] Volume dependent on concentration of PCR product [ng/ul]

Mix by inversion and incubate at room temperature for 15-20 minutes
Transformation of competent cells

Add 2 pl of ligation reaction to provided One Shot TOP10 chemically competent E.coli cells and mix
by inversion

Leave on ice for 20-30 minutes
Incubate at 42°C for 30 seconds
Add 250 pl of SOC medium in sterile conditions

Incubate in shaker at 37°C and 200 rpm for 1 hour. Spread 10-50 pl from transformation reaction on
pre-warmed LB/ampicillin plates

Incubate the plates at 37°C overnight without shaking



