Chiroptické metody

E - vektor elektrickeho pole
H — vektor magnetického pole




Chiroptické metody

Linearné polarizovaneé svetlo
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Linearné polarizované svetlo - vertikalni
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Linearné polarizované svetlo - vertikalni




Chiroptické metody

Superposice vertikalni a horizontalni slozky oscilujici ve stejné fazi




Chiroptické metody

Opticky aktivni latka:

Rozdilny refraktivni index (n) pro

ER’ EL / .......
E

Kazda ze slozek se pohybuje
ruznou rychlosti

a= (I)R_(I)L

O = (n; —ny)TVA




Chiroptické metody

Linearné polar. svétlo prochazi prostredim o vysSsim refraktivnim indexu
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Linearné polar. svétlo prochazi absorbujicim prostredim




Chiropticke metody

Spektra ORD (opticka rotacni disperze)

Molarni
rotace

()

Pozitvni Cottonuv efekt
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Chiropticke metody

Cirkularné polarizované svétlo

linearly palarized light

Ruzna absorbance pro levou a pravou “,,-ﬁ\ agm Do

slozku (opticky aktivni chromofor) SN[
¢ .-,r'"-f.'\\ { - P I.r/__.
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cirgularly palarized light
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Chiroptické metody

Prava slozka Leva slozka
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Circularne polar. svétlo prochazi absorbujicim prostredim
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Circularne polar. svétlo prochazi prostredim v vysSim refraktivnim indexem




Chiropticke metody

Elipticita
O= 3298 (g, —&g) = 3298.A¢

Spektrum CD: O =fAe

©




Chiropticke metody

Pristrojové vybaveni - CD
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The CD spectrometer

CD Spectum




Chiropticke metody




Chiroptické metody

CD spektra proteint — UV oblast

-peptidova vazba (190 — 230 nm)

n - Ttnevazebne elektrony. karbonylu, 220 nm
p - T, Ttelektrony karbonylu,190 nm)

Intenzita a energie prechodu zavisi na uhlech

boc¢ni retézce aminokyselin (Phe, Tyr, Trp, disulfidy
> 230 nm)

Podminky: koncentrace 0.2 — 0.5 mg/ml




Chiroptické metody

CD spektra a-helixu. 3-skl.listu, smyc¢ky, nahodného klubka

Ellipticity

Standard Curves
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Chiroptické metody

Spektra realnych proteinu

20
— myreglebin
18 hen lysozyme
trivsephosphate isomerase
chymetrypsin
10
B G
L

A triosofosfatisomerasa:
H:0.52, S:0.14, T:0.11, 0:0.23

B: lysozym adl
H:0.36, S:0.09, T:0.32, O: 0.23

C: myoglobin BT ' 200 ' 220 ' 240 ' 260
H:0.78, S:0, T:0.12, 0:0.10 Wavelength {nm]

D: chymotrypsin
H:0.10, S:0.34, T:0.20, O:0,36
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Méreni CD spekter proteinu

nahodné klubko
poly-L-lysin pfi pH 7.0, (Pro-Lys-Leu-Lys-Leu)n, slaba iontova sila

a-helix
poly-L-lysin pri pH 10.2, nebo myoglobin

B-ski. list

poly-L-lysin pfi pH 11.2 , zahrati na 50°C, ochlazeni, nebo (Lys-
Leu)n v 0.1 M NaF pfi pH 7

Spektrum neznameho proteinu

O(A) =1, 0 ,(A) + 0 g(A) + foc © ()

kde © ,(A), © »(A) @ O gc(A) jsou hodnoty ziskane z referentnich
bilkovina f frakce.




Molar Ellipticity
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Pouziti metody: CD spektrum mutantniho proteinu
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Pouziti metody: CD spektrum mutantniho proteinu

Research Communication 15

Table 1 Kinetic parameters of mutant and wild-type (WT) GDH

K, and V., are the apparent Michaelis constants and maximal velocities. Units for £, for

NADH are s2M: for 2-oxoglutarate and ammonium they are mM. ND, could not be determined.

CE; K, V.. (amol-min~"-mg™")
2 W Di65S  WT 01658
5
NADH 108407 97422 125+%2 0.144 +0.008
2-Oxoglutarate 0314005 0294006 191410 0.1414+0.010
Ammonium 611+119 ND 296+ 21 ND
Wild type
=¥ T T e
210 230 250
Wavelength (nm)
Figure 2 Far-u.v. c.d. spectra of wild-type and D165S mutant GDHs ASP 165 néhrada za Ser
Spectra were recorded at 20 °C in 0.1 M potassium phosphate, pH 7.0. The protein Spektl’a velmi pOdObné — pf'l mutaci nedochazi k

concentration was 1.5 mg-mi~" and the cell path length was 0.1 mm.

podstatné zméné struktury proteinu




