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Pure bacterial culture (}It& RNA-Seq: sample 23S @ cofqe

fafi® condition-a bacterial gene expression (DEG, stress, virulence, antibiotic response) RTaSweR &3
culture (ATF cell pellet k&%, RNAlater-a T 8 BD Genomes-Q ATSIHIF NTa=t |

Pure bacterial culture (T RNA-Seq-a3 Stw*ly 2eett A condition-a gene expression profile,
differentially expressed genes (DEGS), stress response, virulence, antibiotic response 8 metabolic
pathway fRcsre =1

JHfE#IFe: Pure culture - cell pellet . RNAlater - BD Genomes
fF9: Pure culture - RNA extraction — DNase treatment - high-quality RNA - BD Genomes (TSt
SN Sest Ao Fee)

1. Experimental design
o WIS (ATFS group 5 T4, (= Control - C1, C2, C3; Treatment — T1, T2, T3I
« &fSf6 group-a 991t 36 biological replicate IrgA|
« 3 replicate @3 growth condition 8 @33 growth phase-a &R T |

2. ATIIGIRIT materials

Pure bacterial culture, sterile culture tube/flask, RNase-free microcentrifuge tube, RNAlater solution,
sterile tips, disposable gloves, ice/cooler, 70% ethanol, RNase decontamination solution, permanent
marker 8 labell

3. Culture a3fS

1. RIS experimental condition ST culture grow FFA|
2. Control @ treatment-93 5] condition Q3 AMYH; 8Y experimental variable AfiFISq FFA|
3. R growth phase-a culture s128% FFF Q32 AfSTS replicate WFAMISTE process FH |

4, Cell harvesting 8 RNAlater-4 ST <

1. e AifFse culture sterile tube-a AT centrifuge T pellet SkeR T

2. Supernatant I (FCT 4=, pellet (¥ 78 71 7T

3. mfA 71 FF pellet-a3 T «r1ey RNAlater o=, T1TS pellet 59 I ACF|

4. Cap *'& I(F I§ I(I IEAPIF AACOISIR SE6 G AR label HIF 618 FF|

5. A2TF4 3 offgae
o FFeIAI: 4 °C; Aoy -80 °C ((HATATSIT F2AIF*IF) | I freeze-thaw QST GegA|
o FISIHIF ST cooler box 8 ice pack IITF FFA, @M ARG B QIR TS TFo I ASH|

6. {4t RNA extraction ST (Option B)

Workflow: culture - cell harvesting — total RNA extraction — DNase treatment — RNA quality check -
BD Genomes| RNA S[R#113 intact 3 high quality T3 33 Q3% cold chain IS TS I |



Parameter THrNral

A260/A280 AT 1.9-2.1

A260/A230 2.0-93 @1 =T ©Itett

RIN 7 31 o &

Genomic DNA DNase treatment-a3 215 (73

Bacterial total RNA-(S rRNA S &3 A1CF, ©13 library preparation-a3 &itst rRNA depletion 11 2
BSOS acceptance criteria library protocol SIS foF 20 #iTcd|

7. Sample labeling

oSS 68 fag=: Sample ID, bacterial species/strain, treatment/condition, culture medium, growth
condition 8 phase, SIR&=F SIfFA/5TT, replicate| Swrage: AJO1 Control R1, AJO4 Antibiotic R1 1

8. g JTw

v Q33 strain, 932 medium U3 9F3 growth phase 2T FFA

v Control @ treatment Q33 9T, 9F3 condition-Q process FF4

v 990% 3B biological replicate Irgw

v Antibiotic/stress treatment 3teT i) concentration 8 exposure time f&td YA
v RNase-free materials Jj2IF I, &© harvest 8 preserve I

v Pellet s=syef RNAlater-9 SfRtg IrYA,; A<ormm -80 °C

Questions before sending samples? WhatsApp / phone +880 1308-222824 - bdgenome@yahoo.com -
bdgenomes.com/guides/bacterial-rna-seq/



