Bi8313: Praktikum z genového
inzenyrstvi (jaro 2017)

Expresia a stanovenie funkcie protelnov
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EXPRESIA PROTEINOV

Testujeme variabilné podmienky:
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EXPRESIA PROTEINOV

Testujeme variabilné podmienky:
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EXPRESIA PROTEINOV

Daldie vplyvy P expresny organizmus
p expresny vektor
(low vs high copy)
» medium
» OD kultury pri indukcii

| Ak vas zaujiam viac:
|68980 - Protelin expression and purification



EXPRESIA PROTEINOV V BL21 (DE3)

~

OVER-EXPRESSION
_TRIGGERED

E. coli BLZ21 (DE3)



ENDOLYZIN FAGA 812F1

MAKTQAEINKRLDAYARGTVDS PYRVERKATSYDPSFGVMEAGATDADGY YHAQCODL TTDY VLWL TDNEW
RTWGNAKDOIKQSYGTGFEIHENKPSTVPREKGWIAVETSGSYEQWGHIGIVYDGGNTSTEFTILEQNWNGY
ANKKPTKEVDNYYGLTHFIEIPVEAGTTVERKE TAKKSASTPATRPVTGSWEENQ Y CTWYKPENATEVNGN

QPIVIRIGSPFLNAPVGGNLPAGATIVYDEVCIQAGHIWIGYNAYNGNREVYCPVRTCQGVPPNQIPGVAW
GVFK

AA: 284 |CHAP domain: lyticka aktivita
MW: 31.38 kDa |SH3b domain: vazbova aktivita

pl: 9.32 |lorganizmus: S. aureus (10-42°C)

1 pomala dlhodoba expresia —

’—2 rychla narazova expresia

OD = 0.5 OD = 0.5
30°C/5 hod 22°C/16 hod
0.4mM IPTG 0,04mM IPTG




ZYMOGRAM (IN GEL) - PRINCIP

Zymography i1s a technique for studying hydrolytic enzymes
on the basis of substrate degradation.
d

In gel zymography

SDS-PAGE gel with
copolymarnzed substrate,
e.g., gelatin, casein, ...

Sample in nonreducing pept idoglycan
loading buffer

Sample
Standard %

Standard protain(asa) mix
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A DTT - |redu.ctir::-n of C—C|
(in lysis buffer - prevents
Electrophoresis oxidation of thicl groups,
Washed in Triton X-100 solution . . .
) i1f C-C present in your proteln
Incubated in a suilable . .
assay butter it 1s not recommended)

Stained and visualized
(e.g., Coomassie blue staining)
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http://www.nature.com/mmeth/journal /v10/n3/full /ometh. 2371 .html




OVERLAY ASSAY - PRINCIP

—— lyzat E. coli
exprimujnace]
endolyzin

protein toxicky | protein netoxicky
pre 5. aureus . aureus pre 5. aureus
(f.e. endoly51n F1) 3? Cfnoc
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OVERLAY ASSAY IS5 PRIMARLY USED FOR SCREENING
EXPRESSION LIBRARTES



