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Materials and methods

1 Liquid chromatography-mass spectrometry

Liquid chromatography-tandem mass spectrometry (LC-MS/MS) analysis of endophytic bacteria R.
aegyptiacum extract was performed in the Proteomics and Metabolomics Unit, Children’s Cancer Hospital
(57357), adopting methods previously reported (Attallah et al., 2022; Elmongy et al., 2022). Positive and
negative electrospray ionization approaches were utilized to detect the various phytoconstituents of the

endophytic bacteria R. aegyptiacum extract.

2 Induction of ulcerative colitis (UC)

Acetic acid (AA) was used to induce acute colitis in rats. Rats were fasted for 16 h with free access to
water and were administered 5% AA intra rectal injection of a single dose with a 6G nelaton catheter,
under mild anesthesia (ketamine hydrochloride (50 mg/kg) and xylazine (5 mg/kg) mixture). A catheter
was inserted 6 cm into the anus, and one milliliter of AA, after which rats were maintained in the
Trendelenburg position for 15 min. Further, to neutralize the severity of the AA solution, each rat rectum

was washed with saline (0.5 mL)

3 Scanning electron microscopy (SEM)

Colonic tissues were fixed for two hours at room temperature in 2.5% buffered glutaraldehyde in 0.1
mol/L. PBS pH 7.4 and then rinsed three times with PBS for ten minutes each. Post fixation in 1% osmic
acid for 30 min came next, and then ethyl alcohol infiltrated with acetone was used to dehydrate the
samples. The samples were dried in a SPI Supplies® critical point drying machine using liquid CO,,
mounted on aluminum stubs, coated with gold in a SPI-Module TM Vac/Sputter. photography using JEOL,
JSM-5200 LV scanning electron microscope, Japan, electron microscope unit, Tanta University (Abbate et

al., 1993).
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Table S1 Primers utilized in the current study

Gene Primer sequence 5' to 3'
B-actin AGGCGTCCTTCCTTATATGCTA
GGCTGTATTCCCCTCCATCG
HO-1 AGGTACACATCCAAGCCGAGA
ATCACCAGCTTAAAGCCTTCT
TNF-a CTGAGGTCAACCTGCCCAAGT

GAGAACGGATGAACACGCCAGT

» Rhizobium sp. strain PsGBL32a 168 ribosomal RNA gene, partial sequence
-:‘Rhizubium sp. strain PsZAS51 16S nbosomal RNA gene, partial sequence
? Rhizobium etli strain SEMIA 384 16S ribosomal RNA gene, partial sequence
3 ; Rhizobium croatiense strain 9T 165 nbosomal RNA gene, partial sequence
> Rhizobium croatiense strain 13T 16S ribosomal RNA gene, partial sequence
< * Rhizobium eth strain SEMIA 6406 165 nbosomal RNA gene, partial sequence
2 2 Rhizobium etli strain CFN 42 168 ribosomal RNA, complete sequence
» Rhizobium lentis strain BLR27 16S ribosomal RNA, partial sequence
» Rhizobium sp. strain PSMEDI12 168 ribosomal RNA gene, partial sequence
> 2lcl|Query 44501
? Rhizobium aegyptiacum strain 1010 16S ribosomal RNA, partial sequence
"S)Rhizobium bangladeshense strain BLR175 16S nbosomal RNA, partial sequence

-
¢ Rhizobium bangladeshense strain PLRS8-1a chromosome, complete genome

}Ll 3‘ Rhizobium bangladeshense strain BLR 175 chromosome, complete genome

? Rhizobium binae strain BLR 195 chromosome, complete genome

Fig. S1 Phylogenetic tree of the isolated bacteria based on the 16S rRNA for sequencing. The yellow color indicates
the identified bacterial isolate (R. aegyptiacum).

£l B sy fom D\ HERT21005.5M0018-1 wis jsampla 1)- 15408 527 1 008.CMO01S.1, Gacssen okt
100

% Intensity (of 2.5e7)

135 2o
FET T -

2'5142'%525
T |sssuafaniy 1

4105 yzmc 4c2e
2sm0zse [
i

R
0 Loy Lozl "F oz

Time, min

Fig. S2 Total ion chromatogram of detected metabolites of R. aegyptiacum extract in negative ion mode.
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Fig. S3 Total ion chromatogram of detected metabolites of R. aegyptiacum extract in positive ion mode.



