Protocols 

i) Growth and maintenance
P. polymyxa is maintained and cultivated in LB/YEPD Agar plate at 37°C. E. coli DH5α/NEB 5-alpha is used for plasmid assembly and propagation. E. coli S17-1 strain is used for conjugation with P. polymyxa

ii) Transformation
Conjugation of P. polymyxa strain 
E. coli S17-1 cells were transformed with different conjugation plasmid constructs (e.g., pCasPP) by the chemical-competent method of transformation. The primary culture for E. coli S17-1 cells with plasmid was inoculated in 5 ml LB broth with neomycin (50 µg/ml), and P. polymyxa A18 cells were inoculated in 5 ml LB broth without antibiotic in a 50 ml test tube. Cultures were grown overnight by shaking at 30 °C, 150 rpm. The secondary culture was inoculated with 2% volume of primary culture in 10 ml LB broth in a 100 ml flask and by shaking at 30 °C, 150rpm for 5 hr to reach till log phase (OD600 of 0.5 – 0.8). 900 µl of P. polymyxa cells aliquoted in 1.5 ml Eppendorf were heat shocked at 42 °C for 15 min, mixed with 300 µl of E.coli S17-1 cells with plasmid. The mixture of cells was centrifuged at 8000xg for 3 min at RT, 1.1 ml of supernatant was discarded, and the cell pellet was resuspended in 100 µl of residual media and plated on LB agar plate without antibiotic; plates were incubated at 30 °C for 24 hr. Cells grown in lawn form were collected with the help of an L-shaped spreader and resuspended in 400 µl of 0.9 % NaCl. Cells were plated on an LB agar plate with neomycin  (50 µg/ml) and polymyxin B (20 µg/ml) and incubated at 30 °C for 48 hr. E. coli S17-1 cells died out on polymyxin B antibiotic, but P. polymyxa A18 cells survived as they are natural producers of this antibiotic. The conjugation was confirmed by colony PCR.

iii) Genomic DNA Extraction Protocol for Paenibacillus
1. Inoculate Paenibacillus into 5 mL broth.
2. Incubate overnight at 30C with shaking (~200 rpm).
3. Spin down at 10,000 rpm for 5 minutes.
4. Resuspend the pellet in 200 µL TE buffer.
5. Add 20 µL lysozyme (final concentration ~1 mg/mL) and Incubate at 37C for 30-60 minutes.
6. Add 20 µL of 10% SDS and 10 µL of Proteinase K.
7. Mix gently and incubate at 55C for 1 hour (or until clear).
8. Add 5 µL RNase A, mix gently.
9. Incubate at 37C for 15-20 minutes.
10. Add equal volume (~250 ¬µL) of phenol:chloroform:isoamyl alcohol (25:24:1).
11. Vortex briefly and centrifuge at 12,000 rpm for 10 minutes.
12. Carefully transfer the upper aqueous phase to a new tube.
13. Repeat extraction with chloroform:isoamyl alcohol (24:1).
14. Centrifuge again and transfer the aqueous phase.
15. Add 0.1 volume of 3 M sodium acetate (pH 5.2). Then, add 2 volumes of ice-cold 100% ethanol.
16. Mix and incubate at ‚-20C for 30 minutes (or overnight).
17. Centrifuge at 12,000 rpm for 15 minutes.
18. Wash the pellet with 500 µL of 70% ethanol.
19. Air dry or dry at 37C for 10-15 min (avoid overdrying).
20. Resuspend the DNA pellet in 30-50 µL TE buffer or nuclease-free water.
21. Store at -20C or ‚-80C.



