NTM infected in Macrophages

20200207 Quan HL
Materials

e 7H9 broth (BD, 271310)

e  BD BBL Middlebrook OADC Enrichment (BD 212351)

e Shaking incubator (37 °C, 150 rpm)

* Centrifuge

e Complete Media: RMPI + 10% FBS +1% PS + 1% 2-Mercaptoethanol
e 24-well Plate (Corning 3524)

e LB Agar plate (90r dish)

Process

e 7H9 broth (+ 10% OADC) 5 ml o] M. abscessus OD 0.5~0.8 7}X] shaking incubator of|A]
vk st (37 °C, 150 rpm)
v Broth = ADC, Agar = OADC & HA+

Step 2: Mycobacteria infection

e HIY St #& WAIE2] (4,000 rpm, 15 min, RT)

e A= Mg vl pellet & PBS (+1% Tween80)2 Zo] & (vortexing, ZQ5H G30
syringe Ah&)

AA182] (4,000 rpm, 10 min, RT)

ArS o2 2] w/o FBS media & Z0] & (ODgno=1 (5 x 10°/mL)

Seeding 519 &2 AZLof| Ysh= H == Infection

Step 3 : CFU counting

o Infected macrophages PBS washing x 2 times

. 1% Triton-X (in DW #4}) 37 °C, 10 min

e ImL mojzloz N=zZ 73

. PBS © 2 series dilution Agar plate & 4 525to] 50 uL & duplicate 2 @ojxz] A&
e 3544 37°ColA 712 & colony 7}2-€

Step 4 : Mycobacteria Staining (Fast-Acid Staining

Glass plate of] seeding 3t macrophages o mycobacteria infection

PBS washing x 2 times
Air dry
WA B 92 2-33] £3}
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