pET28a EAFIESIEMSEIEINY (100% STEHIGIR)

1. iESFIX (Induction)

o B®IEFF: Make overnight culture of desired strain in LB+ Kan and Chlor. 5 mL culture, 3 replicates
(3 herh).

o f£2% Kan ] Chlor #9 LB fhflEEFEHRERIEFRY. 5 mLIFR, 31EE

o 1&EM: Inoculate 20 ml LB-Kan + chloramphenicol with 200 pl overnight culture (per sample).
o BAtFmMEN 200 pl FRIEFMEFIE] 20 ml LB (Kan+Chlor) #,

e 4{<: Incubate at 37°C until OD600nm of 0.6-0.8 (0.4 is also fine for toxic proteins). Approx. 3h.
o 37°C t57Z OD600nm jXx 0.6-0.8 (ZMER 0.4 BIET) . £9% 3 /i,

e iS: Induction by IPTG of “induced sample” : Induce 3 cultures with 2 pL of 1M IPTG stock
(0.TmM).

o "FESA" : [ 3 NMEFPZIA 2 uL 1M IPTG EER (LIRE 0.1mM)
o ESFX: Incubate them at different temperatures: 1x | for overnight at 16°C.

o EARBETHS: BRI 16°C FilmtEs.

2. MBS 935 (Fractionation)

o IEK: Spin down 10 min at 4000rpm, 4°C. Remove supernatant.
o 4°C, 4000rpm Ei» 10 o, FELEFR.

o ER: Resuspend pellet in 600 pl lysis buffer. (Store at -80°C).
o F3 600 ul HERESIE, (AIREFETF -80°C) ,

o &Rt (HUE) : 3xfreeze-thaw-cyele TE GEVOELIG ENZYME.
o RAEHE BEAEIR, LPEGH.

o #8/: Sonication 3x 5sec at 40% amplitude (5 sec intervals) terwijl op ijs.
o JkEHITHEER: 3R, ®IR5F, xiE40% (B8R 57) .

o 6fZ: --> naar epje.
o IETEE EP Erh,

o BIL3E: Spin for 10 min at 17000g op 4°C --> sn bijhouden.

o 4°C, 17000g B/L» 10 ¢, **RE_LIER (SN)**,



3. ZMBRECLH (Lysis Buffer - 20 mL)

il (Product)  GEFRE (Stock) IEIRE (Work)

Tris-HCl (pH 8) 1000 mM 100 mM
PMSF 200 mM 0.1 mM
Water - -
NacCl MW: 58.44 150 mM
Lysozyme 1 mg/mL -

4. SDS-PAGE E#XHiXk (Step-by-Step)

o HRIEEE: 30 uL B8 --> 15 pL staal en 15 pL demi.

o 30 puL AZEFPEE 15 pL Bl 15 ub KB FK.

20 mL = (Volume/Mass)
2.00 mL

0.01 mL

17.99 mL

0.18 g

0.02 g

o NMNEEME: 10 pL 4x sample buffer. MENGEN door op en neer pipetteren.

o JOA 10 pL 4x EHFEITR, BEBREFTES.

e j@NE: Heel kort vortexen.
o IFEEEMIRIEE%.

o TEME: 5 min op 95°C ondertussen licht shaken (450).
o 95°C IR 5 ¥, HABRIFENES (450 rpm),

o [M] XHEE: 1 min centrifugeren op 3000g.

o **3000g B/ 1 ot (KFRSBHIIE, X—SRH) **.

o f&: Ondertussen ladder uithalen.

o SIXEIRTEXY Ladder (ERTVER)
o BH#A: HANDSCHOENEN.

o WIRMTFE.
o #H: Gelin tank plaatsen.

o FEEHRIMNFEIKIE,

o ¥RHiF: Kam voorzichtig verticaal omhoog eruit halen.

o EHM _L/VOIRLHF.



e jF¥#&: Tank vullen met running buffer (50mL stock + 450 mL demi water) aan bovenzijde -> loopt
over naar het reservoir, vullen tot lijn.

o JEANRIKR. TR ERmbEERIE, NEZES.
o i%F: In de welletjes met spuit running buffer spuiten om gel restanten te verwijderen.
o FHiE5Y=RIRENEEIKRAEIIEFL, RPRIZEERER.
o NMiFEERR: 6 pL rainbow.
o Al 6 pL Rainbow Ladder,
o L#: Telkens 25 plL staal in wel pipetteren.
o BNMLHPHIRINN 25 pL ##a.
o Hjk: Elektroforese starten. Constant 250 V. 30 min? --> ongeveer.

o FHAREIK. fBIE 250 V. 151749 30 2%,

5. Western Blot TEE[GRED#

5.1 3% (Bio-Rad Turbo Blot Semi-dry)

e If using pre-assembled transfer packs: Bottom stack -> Membrane (Nitrocellulose) -> Gel -> Top
stack.

o {EREEE: KIPEZE -> NC IR -> B -> INEEE.

¢ Roll out air bubbles and close lid. Insert into turbo blot system.
o RUEREBHELEF. BARERSR,

¢ If using dry membrane soak in transfer buffer for 1 minute before assembly.
o WMIRERTFIR, BERLMAERIRENZE 1 5.

¢ Run standard programme (30 mins).
o ETtNERER (30 ).

5.2 £JF4 (Blocking)

e Insert into little box, and block with blocking buffer (around 20 mL) (3 % BSA in TBST --> 3 gin 100
mL gemaakt).

o MNINE, DIAL 20 mL A& (3% BSA i&F TBST) ,
¢ Incubate on rocker for 1 hour at room temperature.
o ERERIEE 1 /\d,

¢ (! Niet spoelen met water) / **(! Do not rinse with water)**.



o {Jlic: RERKHiR!

5.3 —#i, (Primary Antibody)
e Pour away blocking buffer and then replace it, see below.
o BliEHAR, RIRTRLERER,

¢ Dilute primary antibody in blocking buffer (4 pL primary antibody in 20 mL blocking buffer in a
falcon first, mix well).

o TEHIIRPHE—T (StfE Falcon EFIF 4 pL LRI 20 mL HIFRFIRES) .
e Dilution: 1:5000 for HIS-antibody.
o HIS FuAFBRELL(GIY 1:5000.,
¢ Incubate at 4 C overnight on rocker.
o 4°C ERIRIEE.
5.4 Fix5=n

e Wash 1: Remove and keep primary antibody (freeze and it can be re-used many times). Wash
membrane 5X 5 mins with TBST.

o iF1: BIRFHRGT—I (RAIZXESRMA) . A TBST IR 5X, B8R 5 o,

Secondary Antibody: Dilute secondary antibody (rabbit) in blocking buffer.

o ZHN: EHIIRTHE_N (RF) .

Dilution: 1:50000 dilution —> 0.4 uL in 20 mL blocking buffer.

o FERELEMI 1:50,000 —> 20 mL A% 0.4 ul,

Incubate 2 hours at room temperature on rocker.
o EREREE 2 N\,

Wash 2: Wash membrane 5X 5 mins.

o kiR 2: WEIE 5IR, BIR5 D,

5.5 B&i% (Visualize)

e For HRP conjugated secondary antibody, follow instructions with ECL reagents (mix 1:1, pipette onto
membrane and image).

o fEF ECLiHxI, 1:1 BEERINEIRELFHHITRE,



