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In Projekt: General_Metabolic
Keine Tags verwendet
LB-Media

25¢g LB-Broth to 1 liter H20

solid Media

+20 mg/l Agar

Antibiotic:

+ 25 ug/ml (final Concentration)
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In Projekt: General_Metabolic

Datum: 07.05.2019
Keine Tags verwendet

Plasmid Miniprep. of pNS3_psabA_bb
via Jena Analytica Kit

Conz. 119 pg/ul

({?}pNSS psbA bb.geneious



https://eln.labfolder.com/eln/workspace/block/file/3871658/3/pNS3_psbA_bb.geneious
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Eintrag 3/6: Competent Cells_DH5alpha
In Projekt: General_Metabolic

Keine Tags verwendet

IMG_20190405_161126.jpg

Protocol ~Highly Competent E.coli

1. Materials
a,

. 400m| g medium (autoclaved)

200mi Tfg) (0.22um filter sterilized, store at 4°C)
I 30mM kac (2,948/1)
i, 50mm mnc, (9,9g/1)
lii.  100mM kel (7,458/L)
Iv. 10mmcacl; (1,11g/L)
V. 15% v/v Glycerol
€. 20ml TIBI (0,22um filter sterilized without MOPS, add filter sterilized MOPS stock fresh, store
at4°c)
I 10mM MOPS (10,46 g/50ml for 1M stock)
ii. 7smmcaciz  (8,32g/t)
lii. - 10mm kel (0,748/1)
iv. 15% Glycerol
V. pHT
1x LB agar plate w/o antibiotic
Autoclaved Erlenmeyers
37°C shaking incubator
30°C shaking incubator
Pre-caoled centrifuge (suitable for 50ml falcons)
Pre-cooled sterile Eppendorfs (ice)

S R

E 2. Notes

a.  Competent cells are very sensitive to even small variations in temperature and should be
stored at the back to the -80°C

b.  When making new stocks of chemocompetent cells, streaks should be made from the original
glycerol stock.

i. Streak out e. coli from glycerol stock on LB plate

i. Inocculate 20ml LB with a single colony and shake at 37°C until celis are in midlog
phase (ODs0=0.2-0.8)
ii.  Dilute cufture 1:100 in warm LB (i.e. 2ml in 200ml) and continue shaking incubation
at 30°C for until ODsoo=0.5-0.9 is reached.
iii.  Cool culture on ice for 15min
v, Distribute the cooled culture in 50m| falcons (i.e. 8x50ml) and pellet cells 15min at
4°C 1100rcf (= 2500rpm)
Discard supernatant
Resuspend in 8x20m| cold TfBI by swirling gently (or very careful pipetting)
Pellet cells 15min at 4°C 1100rcf (= 2500rpm)
Resuspend in 10-20ml cold TfBII by swirling gently (or very careful pipetting)
ncubate on ice 20min
| aliquots in pre-cooled Eppis and freeze at -80°C (snap-freeze optional)
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Eintrag 4/6: Noch kein Eintragstitel
In Projekt: General_Metabolic
Keine Tags verwendet

New LB+ cam plates
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Eintrag 5/6: Noch kein Eintragstitel
In Projekt: General_Metabolic
Keine Tags verwendet

New LB+ cam plates
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Eintrag 6/6: Noch kein Eintragstitel
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Keine Tags verwendet

New competent cells
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Datum: 14.08.2019



	Antibiotic:+ 25 µg/ml (final Concentration)

