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EMBL-EBI The dendrite
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EVBL-EB) Excitatory post-synaptic potential
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EMBL-EB Bidirectional synaptic plasticity
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EVBL-EB) Signalling at the dendritic spine
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EVBL-EB) Calcium theory of Synaptic Plasticity
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EMBL-EB | i Calmodulin, the memory switch
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EMBL-EB | i Structure of Calmodulin
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EMBL-EB {3 Calmodulin is ultra-sensitive

MOLES BOUND Ca2*/MOLE PROTEIN

Crouch and Klee (1980)
Biochemistry, 19: 3692-3698
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iv PROCEEDINGS OF THE PHYSIOLOGICAL

The possible effects of the aggregation of the molecules
of heemoglobin on its dissociation curves. By A. V. HiLL.

In a previous communication Barcroft and I gave evidence which
seemed to us to prove conclusively that dialysed hamoglobin consists
simply of molecules containing each one atom of iron. The molecular
weight is therefore Hb =16,660. These experiments have not been
published yet, but I shall assume the results.

Other observers (Reid, Roaf, Hiifner and Gansser) working on
different solutions have obtained divergent results. The method used
by all of them was the direct estimation of the osmotic pressure, by
means of a membrane permeable to salts, but not to hemoglobin. The
method involves a relatively large error, because the quantity measured
is small. It is doubtful however whether this can explain the dis-
cordant resulta.

Our work led me to believe that the divergence between the results
of different observers was due to an aggregation of the hzmoglobin
molecules by the salts present in the solution, a consequent lowering of
the number of molecules, and an increase in the average molecular
weight as observed by the osmotic pressure method. To test this
hypothesis I have applied it to several of the dissociation curves
obtained by Bareroft and Camis with hsmoglobin in solutions of
various salts, and with hamoglobin prepared by Bohr's method.

The equation for the reaction would be

Hb +0, === HbLO,,
Hb, + n0, == Hb,0,,,

where Hb, represents the aggregate of n molecules of Hb. I have
supposed that in every solution there are many different sized
aggregates, corresponding to many values of n.

If there were in the solution only Hb and Hb, the dissociation
curve would be

Kz K
y’lm+{lm—k)m ............... (A),

where A ¢/, is as Hb,, (100 — 1)?/, as Hb, K’ is the equilibrium constant
of the reaction Hh, + 20, 5= Hb,0, and K that of Hb + O, == HbO,:
K has the value 125 (Barcroft and Roberts).

Hill (1910) J Physiol 40: iv-vii.
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THE HEMOGLOBIN SYSTEM,

VI. THE OXYGEN DISSOCIATION CURVE OF HEMOGLOBIN.*
By G, 8. ADAIR.

Wite TaE CoLLaporaTion oF A. V. Bocg anp H. Fieun, Jr.

(From the Medical Laboratories of the Massachuseits General Hospital,
Boston.)

{Reeceived for publieation, January 7, 1925.)

This work gives the oxygen dissociation eurves of solutions
previously investigated in regard to their acid-binding and base-

Adair (1925) J Biol Chem 63: 529
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1 Kl[x]+2Kz[x]2+3K3[x]3+4K4[x]4
Y=— Loa ac
n 1+Kl[x]+Kz[x]2+K3[x]3+K4[x]4 ol

0.0 05 ‘0
Fia. 2. Test of formula (6). Curve drawn from 6 experimental points
from Table IV,
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1 K IXI+2K [xP+ 3K [XPP+4K [x]* -Ir
Y=—
n 1+Kl[x]+Kz[x]2+K3[x]3+K4[x]4

Imai (1973) Biochemistry 12: 798-808
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EVBL-EB) Adair-Klotz model applied to Calmodulin

Klotz (1946) The Application of the Law of Mass
Action to Binding by Proteins. Interactions with
Calcium. Arch Biochem, 9:109-117.
1 K[Cal+2K K [Cal*+3K K K [Cal’+4K K KK [Ca]*

—_ 1723 17234
Y=—

n 1+K1[Ca]+K1K2[Ca]2+K K K [CalP+K K KK [Ca]*

1 2 3 1 2 3 4
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EMBL-EBI Corresponding induced-fit model
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EMBL-EBI © That does not work ...
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®  Calmodulin bound to three calcium activates calcineurin

Kincaid and Vaughan (1986). PNAS, 83: 1193-1197

®m  Calmodulin bound to two calcium can bind CaMKII

Shifman et al (2006). PNAS, 103: 13968-13973

m  Calmodulin affinity for calcium increases once bound to CaMKI|

Shifman et al (2006) [but many previous reports on other targets: e.g.
Burger et al (1983). JBC, 258: 14733-14739 ;
Olwin et (1984). JBC 259: 10949-10955]

m  Calcium activates both LTP and LTD through calmodulin
Lisman (1989) PNAS, 86: 9574-9578
High [Ca?*] (high freq) = CaMKIl ; Low [Ca**] (low freq) = Calcineurin
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EMBL-EBI Mistake: signals, activity flow and induction

if X1 then X2

if X2 then not X3
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EMBL-EB {3 Induction Vs Selection

= |nduction = BAD

(Lamarck's first law, antibody moulding on the antigen, directed
axonal growth, induced-fit ...)
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EMBL-EB {3 Induction Vs Selection

= |nduction = BAD
(Lamarck's first law, antibody moulding on the antigen, directed

axonal growth, induced-fit ...)

m  Physically meaningless. Calcium has no inertia. Calcium cannot
“trigger” a conformational change
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EMBL-EB {3 Induction Vs Selection

= |[nduction = BAD
(Lamarck's first law, antibody moulding on the antigen, directed
axonal growth, induced-fit ...)

m  Physically meaningless. Calcium has no inertia. Calcium cannot
“trigger” a conformational change

= Selection = GOOD
(natural selection, clonal selection, synapse stabilisation,
conformation stabilisation ...)
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EMBL-EBI | i7 Allostery and state selection

=) Monod, Wyman, Changeux (1965). On the nature
of allosteric transitions: a plausible model.
J Mol Biol, 12: 88-118
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AifeioEsl Modulation of thermal equilibria #Z induced-fit
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EMBL-EB Monod-Wyman-Changeux model

- Lea(l+ca)" P+ a(l+a)"t
B L(1+ ca)” + (14 a)n
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EMBL-EB Monod-Wyman-Changeux model

- Lea(l+ca)" P+ a(l+a)"t

L(14ca)* 4+ (14 o)
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EVBL-EB) “Hill” Plot for MWC model
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EMBL-EBI Extended MWC model

L+ e
14 Tk
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Based on Rubin and Changeux "o = [Iigand]/KRl.,”g

(1966) J Mol Biol, 21: 265-274
= vk = [modulator]/K*

od

s i = K /K
ilig ilig

KR / KT
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m ek

Stefan MI, Edelstein SJ, Le Novere N. Computing phenomenologic Adair-Klotz constants from
microscopic MWC parameters. submitted
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EMBL-EB {3 Observation Vs. Prediction
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EMBL-EB {3 Observation Vs. Prediction
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I Zn2t Joaded N-CaM Ca®*-free N-CaM (1CFD)  Ca?*-loaded N-CaM (1CLL)y
: < A ¢ !
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I I N6 \ : \& 17\1 I
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Warren et al. (2007).
J Mol Biol 374: 517-527
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EMBL-EB {3 Observation Vs. Prediction
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EMBL-EB {3 Full mechanistic thermodynamic

LcaCsCcCp

320 reactions
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EMBL-EB {3 Restriction of the generalised model

m Hypothesis for the whole model: free energy of
conformational transition is evenly distributed: c is unique

m  Additional simplification to determine L: affinities are

identical
I + ve

all + a) + L( )Crx(l + ca)’

I+ vy

I + e
4
(1 + ) +L(1+?

}_7:

){1 + ca)
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EMBL-EB {3 Targets as allosteric effectors

O Calmoduln
— o + PhKA

5 — — +CaATPase
co-w-er 4+ SMMLCK
. cooom-- + SkMLCK
0 7 —— + MKl
||I T T T [rr:|| T ™ |'|'r1'|"|— T T 1 VT Trr T L |l|rri T 1 Illll|
109 108 107 10 10 104

Peersen et al. (1997) Prot Sci, 6: 794-807
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Restriction of the generalised model

Hypothesis for the whole model: free energy of
conformational transition is evenly distributed: c is unique

Additional simplification to determine L: affinities are

identical
I + ve

all + a) + L( )Crx(l + ca)’

I+ vy

I + e
4
(1 + ) +L(1+?

}_7:

){1 + ca)

Model constraints for the determination of c and L

Ca binding in presence of target: none, skMLCK, PhKS5,
CaATPase (Peersen et al (1997) Prot Sci 6: 794-807).
Concentration at 50% saturation.

100 000 parameter sets plus least-square

13 identical minima. e for skMLCK is e-15, which can be taken
as skMLCK binding only to R state.
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m Hypothesis for the whole model: free energy of
conformational transition is evenly distributed: c is unique

m  Additional simplification to determine L: affinities are
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I + ve

a(l + a)’ + L( |+ ,},)m(l + ca)’ L=20670

s (l+’}re | A
(1+a)*+ L{37 7)1 + ca) c=3.96.107

kY

}_7:

m Model constraints for the determination of c and L

Ca binding in presence of target: none, skMLCK, PhKS5,
CaATPase (Peersen et al (1997) Prot Sci 6: 794-807).
Concentration at 50% saturation.

100 000 parameter sets plus least-square

13 identical minima. e for skMLCK is e-15, which can be taken
as skMLCK binding only to R state.
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EMBL-EB {3 Restriction of the generalised model

m Determination of individual affinities:

2,; (af Hj (1 + t‘_l'j)) + L 2,; (C Q; ﬂj (1+ Cﬂtj))
[La+a)+L]L 1 +ca)

Y =0.25
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EMBL-EB {3 Restriction of the generalised model

m Determination of individual affinities:

2,; (af Hj (1 + t‘_l'j)) + L 2,; (C Q; ﬂj (1+ Cﬂtj))
[La+a)+L]L 1 +ca)

Y =0.25

B Model constraints for calcium dissociation constants

Complete CaM (Bayley et al (1996) Prot Sci 5: 1215-1228)

N and C term Mutants (Shifman et al (2006) PNAS, 103:
13968-13973)

R-only - skMLCK(Peersen et al (1997) Prot Sci 6: 794-807)
Concentration at 25% and 50% saturation.

Systematic logarithmic sampling of the affinity space (coarse-
grained, 50 values per affinity, then refined 66 values per
affinity) = 25 millions parameter sets
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EMBL-EB {3 Restriction of the generalised model

m Determination of individual affinities:

Zi (af Hj (1 + t‘_l'j)) + L 2,; (C Q; ﬂj (1 + Cﬂtj))
[Ld+a)+L]]1+ca) K" =8.32 10°

Y =0.25

R _ -8
m  Model constraints for calcium dissociation constants K B—1-66 10

R __ -5
Complete CaM (Bayley et al (1996) Prot Sci 5: 1215-1228) K C—1-74 10

N and C term Mutants (Shifman et al (2006) PNAS, 103: KR =1.45 1038
13968-13973) D

R-only - skMLCK(Peersen et al (1997) Prot Sci 6: 794-807)
Concentration at 25% and 50% saturation.

Systematic logarithmic sampling of the affinity space (coarse-
grained, 50 values per affinity, then refined 66 values per
affinity) = 25 millions parameter sets
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EMBL-EB {3 Comparison with experiments

5
. =
= 0
= -
S
| £
.E. 3
i)
:? N
=
g2r
:-:I
S |
L= [l Crouch data
— (COPASI simulation
ﬂ L ""::.! .- | IIIIIII| | IIIIIII| | S T ST o 1
le-08 le-07 le-06 le-05 le-04 le-03

[Ca] (M)
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EMBL-EB {3 Comparison with experiments

5
B 4 O
4 0
= -
S
| 1=
.E. 3
S
% "
=
82+
nl
S |
L= [l Crouch data
O  Porumb data
- — (COPASI simulation
ﬂ L ""::.! -' IIIIIII| | IIIIIII| | | I I |
le-0% le-07 le-06 le-05 le-04 le-03

Porumb, et al (1994) Anal Biochem 220: 227-237
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EMBL-EB {3 Comparison with experiments

5
: OO
4 i o < e
= -
S
| 2=
g 3
ki)
% L
=
22
:-:l
s |
1 [0 Crouch data
Pas {3  Porumb data
- 5 <» Peersen data
g — (COPASI simulation
ﬂ L "":"f\..! B ; | |||||||| | |||||||| | I |
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: Derivation of Klotz's constants from MWC

EMBL-EBI i+ i

1+ L

1 1 1 1 1 1 1 1
_R’+_R'+_R'+_R'+L( + + + )
KZ:E KA KE KC K'D KA KE KC’ KD
2
TERE Yt ERE Y 7R Y eERE YRR T rEer i erer Y weraer t wraT Y wTRT Y T RT T RT
KAKB KAKC’ KAKD KBKC KK KK KAK K4 K K4 K K KC-‘ K KD KCKD
_RI_R'+_R1_H+_RI_H+_R1_H+_H1_H+_R1_E+L(_TLT+_TLT+_TLT+_TLT+_TLT+_TLT)
Ky — - Zafp Fake RiRp Kphe FpRp FoFp Kakp KaKs KEuKp KpKE KpKp EoHEp
3 1 n 1 n 1 n 1 +L( 1 n 1 n 1 n 1 )
KAHKHKC]? KErgERE KAHKCHKDH KHKC”KDH KAIKEI KCI KAIKEIKDI KAJ K'C.IKDJ KEI KC‘]KDI
1 1 1 1 1 1
e + s + s + s + L (e + e + o + )
I{4ZEE_§E§E§ KEKEKE " KEKERKE " KEKEKE KIKLKZ " KIKLKL ' KIKLKEL ' KLKEZKE
1 I _ L
KERERERE T L RIRERERE
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EMBL-EBI | if Comparison with measured K, ___.

K, (M)
10000000 -
M|n|mal 1000000 »
B published
values
_ 100000 +
Maximal
B rublished
values
10000 +
Our values
1000
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EMBL-EBI

Binding to target increases the affinity for Ca?%*

er-—— o |
08
0.6 —
04—
----- R state
----- T state
0.2 - - no target
] — + CaMKII
.... I | I l L I L | L1 1llwy
le-08 le-06 0.0001 0.01
[Ca®"]
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EMBL-EB {3 Activity of unsaturated calmodulin

= Fractional activity depends on the number of calcium
lons bound. E.qg.:

= R/T,=1/20000 (1/L)

= R/T, =1/170

= R/T,=0.69 =y half-saturation = equi-probability
= R/T, =80

= R,/T,=10000
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EMBL-EBI But ... we're out of the physiological range?

|| Print; Print A= image Save data Zoom out
. : dose-response
Rhysiological
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0.8 —
] No targe
0.6
0.4 — /
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D —
I T T T T T T T I T T T T I T T T T I
5e106 le-05 1.5e-05 2e-05
mol/l
— Values[ybar]|[cal_0 I — Values[Rbar]|[cal 0
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EMBL-EBI But ... we're out of the physiological range?

|| Print; Print = image Save data Zoom out
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EMBL-EBI But ... we're out of the physiological range?
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EMBL-EBI But ... we're out of the physiological range?

|| Print; Print = image Save data Zoom out
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EMBL-EB This is Systems Biology!

|| Print; Print = image Save data Zoom out
: : dose-response
Rhysiological P
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EMBL-EBI Bidirectional synaptic plasticity

e

T T |/’|||||||=I

—— PP2Bbar .
—— CaMKlIIbar
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0 0] 1
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EvBL-Ea i Bidirectional synaptic plasticity

half saturation of calmodulin

].n =
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EMBL-EBI

s

Bidirectional synaptic plasticity
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EMBL-EBI

m Developers of COPASI
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Stefan Hoops
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EMBL-EBI b The team

Nick Juty, UK

Camille Laibe, FR

L y
Michele Mattioni, IT
Spatial simulation crew

Christian Kntpfer, DE Dagmar Kohn,DE
Standard and ontology crew

Norib Hiroi, JP

? Signalling pathways crew
Stuart Edelstein, CH, US
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