Glycopeptidolipid Extraction

20190527 Quan HL
Materials
e 7H9 broth (BD, 271310)
e Shaking incubator (37 °C, 150 rpm)
e Centrifuge (3313)

Water sonication (3203)

£.2] petri dish

CHCls(chloroform) (amresco, 67-66-3)
CH30H (methanol) (Merck)

0.2M NaOH (in CH30H)

Acetic acid (J.T. Baker, 9508)

Process

Step 1: Mycobacteria culture

e 7H9 broth 5 ml o] M. abscessus HJ2
vk &t (37 °C, 150 rpm)

Step 2: GPL Extraction

o HiQF St #& WA A3 St 50 ml tube of] Eof PAIE2] (4,000 rpm, 15 min, RT)
o A& Mg w1 pellet FAS FF 5to] 1g & 10ml 9] CHCls/CH30H (2:1)8 A 7t5to]

O'rr’

3 100 ml 9] 7H9 broth of] %5t OD 0.5~0.8 7}X]

0] &
e  sonication (1 ¥ sonication & 10 & A X]) 30 £7F X158 & 4 °C o]|A] overnight &
o ¥ME2 (4,000 rpm, 15 min, 4 °C) & 3}% oS F|5to] A 50 ml tube o] 7 (Yol o
Qe o ﬂ suction)

. ZaFo] CHCls/CH3OH/H,0 (4:2:1)& A7}5t centrifugation (3,000 rpm, 10 min, 4 °C)
e 3IE WS FSF S =79 0.2M NaOH (in CH;OH)Z A7tsto] 37 °C of|A] 45 B3¢
incubation

e Aceticacid (g¥) & ¥ 92 (2~3 ¥2) Yoj=2] F3}



centrifugation (3,000 rpm, 10 min, 4 °C)3}o] 3}&

&2] petridish of Eo]A] air dry 5}o] solvent & A A

[ ]

e  CHCl3/CH30H/H20 (4:2:1)0]] =291 &
A2 FF
8] petridish #AE 54 & ¢ HAE oA airdry &

[ ]

< GPL 9] 24 E Al4tste] CHCls/CHsOH (2:1)0f] 10

pg/ul = =9,



