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SUPPLEMENTARY MATERIAL
1. Theoretical background of the stretched exponential decay model

Although the derivation of the stretched exponential decay model has been covered in the literature, we briefly outline it since
the procedure gives insight into the modelling of the system.

In solutions with motionless fluorophores during their excited state (7 < 6), the fluorescence anisotropy depolarisation can
be thought to be exclusively dependent on FRET, whose rate decreases when increasing the separation between fluorophores (1).

When the fluorophores are identical, in addition to direct excitation of the donor (initially excited fluorophore), there is
also a probability of re-excitation of the donor by the acceptor. The initially excited fluorophore is known to be the major
contributor to the fluorescence anisotropy, since the fluorescence emission of excited fluorophores due to FRET depolarises
nearly completely. The probabilities of these events to happen and contribute to the fluorescence anisotropy depolarisation are
determined by the probability H(¢)(2). Thus, the fluorescence anisotropy takes the form:

r(1) = roH (1) (SD

where ry is the initial anisotropy at time ¢ = 0. The probability H(¢) was calculated applying the Huber-Hamilton-Barnett
method(3). In order to determine it, one must start from the excitation probability of the initially excited fluorophore (donor) as
a combination of rate equations:

dPi (1)

== D w(R)(P(t) - Pi (1)) (S2)
1

where the radiative decay term given by the fluorescence lifetime 7 is omitted from the right-hand side as the overall fluorescence
lifetime remains invariant due to homo-FRET. Py (¢) is the probability of the donor to be excited at time ¢ and Py (¢) is the
probability of an acceptor to be excited by the donor at time 7. The term w(R) refers to the transfer of energy among fluorophores
(FRET rate constant), identical in both directions (w(R)xr = w(R)r) and is given by the following expression:

6
W(R) = %%H(Q)(%) (S3)

where 7 is the isolated donor fluorescence lifetime, Ry corresponds to the Forster distance, distance at which the energy
efficiency due to FRET is half, and x?(Q) describes the dipole interaction between donor and acceptor as a function of their
relative orientation.

The first term on the right-hand side of equation S2 describes the loss of nonradiative energy of the initially excited
fluorophore (donor) via FRET. The second term describes the re-excitation of the initially excited fluorophore (donor) due to
the back transfer from the acceptor(3, 4).

Let’s now consider the case of a single donor and a single acceptor. The donor will be designated with the subscript 1 (k —
1, from equation S2) and the acceptor with the subscript 2 (k” — 2). Setting the initial conditions P;(0) = 1 and P,(0) = 0,
equation S2 can be solved for both fluorophores (donor and acceptor). The solution for the donor, which is the one we are
interested in, is as follows:

Pi(1) = = (1 — e 2R (S4)

| =

When the system consists of an array of fluorophores (donors and acceptors), the total fluorescence anisotropy will be given
by all the donors’ contributions. For this reason, the donor’s excitation probability given by equation S4 must be expanded over
the entire system, which gives rise to the configurational average H(t).

If the system is spatially conformed by an ordered array of fluorophores, such as a lattice, the transfer of energy will be
identical everywhere. However, if this array is not ordered, the transfer of energy via FRET will depend on the local fluorophore
concentrations and thus on the fluorophore separations. A spatial disorder, such as a diluted system, is modelled in such way
that the donor occupies a central position at the origin and only independent pairwise interactions (donor and acceptor) are
assumed to take place. If the fraction of sites occupied at random by fluorophores is given by p and the fraction of unoccupied
sites as 1 — p, then the configurational average H(r) takes the following form(3, 5):

N N

H©) = [ [1pPi0) + (1= p)) = exp( Y tnl1 + p(Pi(1) - 1)) (S5)

i=1 i=1
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where P;(t) corresponds to the i,;, donor’s excitation probability over the N lattice sites. This expression immediately implies
that two fluorophores cannot occupy the same lattice site.

To indicate that the number of fluorophores within the lattice is low, the approximation p < 1 is introduced in equation S5.
This approximation neglects the possibility of encountering two donors in the same neighbourhood. Thus, equation S5 can be
rewritten as follows(3, 5):

N
H() ~ exp(=p Y (1= Pi(1) (56)
i=1

If we introduce the excitation probability of each individual donor P;(¢) (equation S4) in equation S6, and the summation over
sites is replaced by an integration over space, in a logarithmic scale, H(t) takes the form(2, 5):

InH (1) ~ —g /m (1 - e—2w<R>')u(R)dR (S7)
0

where the probability p becomes a number density p and u(R) represents a continuous/uniform spatial distribution. In a
3-dimensional scenario u(R) = 47R>.

When the rotational rate of the fluorophore is much higher than the FRET rate between fluorophores, the fluorescence
anisotropy of the overall system can still be assumed to decay only due to FRET. The fluorophores are still in the same position
(no translational diffusion) and due to rapid rotation, the rotational correlation time 6 is too small to be taken into account in the
fluorescence anisotropy decay. In this case the system is said to be in the dynamic averaging regime and x?(€) can be averaged
as follows(5, 6):

(K*y = / *(Q)v(Q)dQ (S8)
Q
where v(€2) is the angular distribution for an isotropic system(5).

Thus, x?(Q) is replaced by («?) in the transfer rate expression (equation S3). If we solve equation S7 for a 3-dimensional
scenario and introduce in equation S1, the fluorescence anisotropy takes the following form:

2RO: 12
r(r) = roe_%MT‘E = (3) ey

(89)

Now, let’s define two new parameters, ¢ and y :

e= R, (S10)

. 3\ 2y S11
Ya=4/77¢3 (k%) (S11)

The dimensionless parameter ¢ refers to the number of fluorophores within the 3-dimensional sphere volume of radius Ry.

Since we are describing a 3-dimensional isotropic system in the dynamic averaging regime, (k) is replaced by 2/3(5-7).
Thus y4 turns into y4 = \/gc. Introducing equations (S10 and S11) in equation S9, the emission anisotropy is given as
follows(1, 2, 8):

r(t) = roe‘”"t”2 (S12)

If we refer to the exponent of 7 in equation S12 as ¢, we can see that for a 3-dimensional spatial distribution given by
u(R) = 4nR?, 5=1/2. If this distribution was assessed in a 2-dimensional scenario («(R) = 27R), § would be equal to 1/3(1, 5).

In the previous analysis, the orientation factor k> was averaged to 2/3 due to the rapid rotation of the fluorophore in
comparison to its FRET rate constant. The system was said to be in the so-called dynamic averaging regime. However, when the
fluorophores are strictly frozen during their fluorescence lifetime (7 < ), the system is said to be in the static averaging regime.
In this case, the orientation factor x>() has to be averaged over the angular distribution given by v(Q) as follows(5):

R

InH(7) z—gfomfg(ue’z%i(R) “2(9)’)M(R)dm(g)dg (S13)
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Applying the same method as the applied for the dynamic averaging system, the fluorescence anisotropy takes the following
form:

1/2 .
r(1) = roeVEC() T URD2 _ ey ",
where:

(Ixl) = /Q (@] 2y(Q)de (S15)

T (3\'/?
)’sz=w/EC(§) (I«[) (S16)

Therefore, we see that the parameter y in the dynamic and static averaging regimes differs in a scaling factor yu:

and the new v is:

_ s _ kD
Yd <K2>1/2

Thus, the fluorescence anisotropy of the system in the dynamic regime is dictated via y by the orientation factor (x*), while (|«|)
dictates the fluorescence anisotropy decay of a static averaging system. We know that for a dynamic averaging 3-dimensional
system, (k*) can be reduced to 2/3. In the static limit, when the system is isotropic and 3-dimensional, and the orientation factor
describes a 3-dimensional distribution, (|«x|) can be calculated, yielding (|x|) = 0.6901. This is the same as saying that <\/ﬁ>2 =
0.69012% = 0.4762, with = 0.8452. If the space is the same but the orientation factor describes a 2-dimensional distribution,
then (||} = 0.7397, where (Vk2)? = 0.7397% = 0.4047 and with p = 0.8468(5, 6).

(S17)

An identical method to calculate the FRET efficiency of the entire system in either of the two regimes, dynamic or static, is
now described. Let’s define the fluorescence intensity decay of the contribution of all initially excited fluorophores (donors) in a
system as follows:

1(t) = Ioe "' H (1) (S18)

where [ is the fluorescence intensity at = 0 and 7 is the fluorescence lifetime of the fluorophore. Because H(¢) does not take
into account the finite fluorescence lifetime 7, an additional exponential term with the fluorescence lifetime is added in the
equation. Since the initial excited fluorophores contribute predominantly to the fluorescence anisotropy, a relationship between

their fluorescence steady-state anisotropy r and quantum yield ® can be established(2):
r (o}
= S19
. (519)

where r( is the fluorescence anisotropy of the system in the absence of FRET and @7 is the total quantum yield.

If we consider the fluorescence intensity of the entire system I7 () to decay as a single exponential function (an average
fluorescence lifetime may be also introduced as an approximation), equation S19 takes the form(2, 9):

® Td(t)y 1 e | e
LA . /9,0— -— | a@ == / die™ITH(1) (520)
ro @r  [Tdir) T Jo T Jo

Introducing the explicit expression of the probability H(¢) within equation S20, the result is(2):

1 [ee]
L —/ dte”ITH(1) = 1 - £(y) (S21)
ro  TJo
where ,
) =~Nmye [1—erf(y)] (S22)
o)== /ydt - (523)
er = — e
Y vV Jo
T
y= %7 (524)
The FRET efficiency of the donor fluorophores will be given by f(y):
Errer = () = Vaye' [1 = erf())] (825)

This expression (equation S25) is equivalent to Epgrgpr= 1 - ®, where the quantum yield of the entire system is ®r = 1.
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2. Linker choice and secondary structure

The details of the linker for the simulations were chosen on the basis of the real linker in the experimental work. A (GGGGS)3
is a fairly standard flexible linker for joining two domains to allow them to behave independently.(10) The construct used is
similar to constructs previously made and used for hetero-FRET studies.(1 1) If the linker is longer, the distance between the two
GFPs, on average, increases which leads to a lower FRET efficiency.

The secondary structure propensity for linker residues in the GFP dimer, expressed as simulation fractions is shown in
Table S6. These propensities are calculated according to the DSSP method of Kabsch and Sander(12). We can clearly see that
the linker’s secondary structure is dominated by turns and bends, as expected. The effect of this on the FRET efliciency will be
via the orientation factor k2, as shown in Figure 10 of the main text.

Figure S1: (a) Simplified graphical representation of the model described by Huber-Hamilton-Barnett(3) to quantify homo-FRET in a
3-dimensional diluted solution between identical fluorophores. The volume is divided in different regions determined by local concentrations
and thus distances between fluorophores (R, Ry, R3 and Ry). In each region a donor fluorophore is located in the middle and surrounded
by acceptor fluorophores differently oriented. At time ¢ a single interaction between donor and nearby acceptor takes place. The large
arrow between donor and acceptor describes the transfer of energy via FRET from donor to acceptor. The short arrow represents the
donor’s re-excitation due to the transfer of energy via FRET from acceptor to donor. The pairs of arrows linking regions and crossed out
in red represents the non-possibility of transferring energy via FRET between fluorophores of different regions. (b) Simplified graphical
representation of the sample studied in this work, formed by a diluted solution of eGFP15¢GFPs (two monomeric eGFPs (green) tethered by a
linker of 15 aminoacids (blue)). This system corresponds to an analogy to (a), with the only difference that only two fluorophores (donor and
acceptor at time ) are encountered for each region.
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Figure S2: The short and long fluorescence lifetime of the GFP monomer and dimer from a double exponential fit to their fluorescence
decays plotted versus the square of the refractive index, n2. (a) Inverse of the shorter fluorescence lifetime plotted against the square of the
refractive index. (b) Inverse of the longer fluorescence lifetime plotted against the square of the refractive index.
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Figure S3: Scatter plots of (a) ap, @ and a7, and (b) «2, fluorophore separation R and Epgrr of the GFP15GFP dimer. The GFP
Forster distance R as a function of K2 according to equation 7 is indicated by a line which follows the orange Errg7 = 0.5 shading. (c)
Representative orientations of the two proteins from the differently coloured squares in the scatter plots in (a) and (b). The red arrows
correspond to the GFP transition dipole moment i, which indicates the fluorophore orientation of the protein.
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Table S1: Fit parameters extracted from the fluorescence decays of a eGFP monomer and dimer (¢GFP15eGFP) in solution. A double
exponential decay model was used to fit the decays, measured with a single detector, according to equation 15 and the average fluorescence
lifetime was calculated using equation 16. The average fluorescence lifetime and its reciprocal for the eGFP monomer and dimer are given by
Tqy and ng. n is the refractive index of the solution, and Xlze is the goodness of the fit. The results are graphically shown in Figure 4c.

eGFP monomer eGFP dimer
% glycerol | n+0.001 | n> £0.001 | 7., (ns) | x7 .1 (ns7T) o (n8) | x% .1 (ns7T)
0 1.336 1.784 2.59+0.02 | 1.34 | 0.386 +0.003 | 2.52+0.06 | 1.42 | 0.396 + 0.010
5 1.353 1.829 2.54+0.01 | 1.34 | 0.394 +0.001 | 2.52+0.01 | 1.26 | 0.398 + 0.001
10 1.358 1.843 2.53+0.01 | 1.30 | 0.395+0.001 | 2.50 = 0.01 | 1.42 | 0.401 + 0.001
15 1.366 1.865 2.52+0.02 [ 1.29 | 0.396 +0.002 | 2.49 = 0.02 | 1.08 | 0.402 + 0.003
20 1372 1.881 2.52+0.01 | 1.25 [ 0.398 £ 0.001 | 2.45 +0.02 | 1.28 | 0.408 + 0.003
25 1378 1.898 2.50 +£0.01 | 1.26 | 0.401 £0.001 | 2.45 £ 0.01 | 1.17 | 0.409 + 0.002
30 1.383 1911 246 +0.01 | 1.17 | 0.407 £0.002 | 2.38 = 0.04 | 1.19 | 0.420 + 0.007
An?=2n An

Presented errors are associated to standard deviations of average values

Table S2: Fit parameters derived from time-resolved fluorescence anisotropy measurements of a eGFP monomer in solution. A
representative time-resolved fluorescence anisotropy decay along with the fit model are shown in Figure 6a. The sample composition is given
by its percentage of glycerol and viscosity 7. The fit parameter r( corresponds to the initial anisotropy, € is the rotational correlation time and
the goodness of the fit is given by X%. The relationship between the rotational correlation time 6 and the solution viscosity 7 is depicted in
Figure 6d in green square data points and a dashed black line, with a fit model whose gradient is 18.1 ns/cP.

% glycerol | 7 (cP) ro 6 (ns) X5
0 098 | 0.322+0.002 | 16.5+0.2 | 1.15
5 1.06 | 0.337+0.001 | 21.4+04 | 1.18
10 1.25 | 0.331 +£0.000 | 234 +0.3 | 1.20
15 1.48 | 0.335+0.010 | 27.6 £2.0 | 1.17
20 1.78 | 0.334 +0.001 | 38.6 +1.3 | 1.11
25 2.15 0.342+0.001 | 41915 | 1.13
30 2.65 | 0343 +£0.000 | 474+0.6 | 1.17
35 330 | 0327 £0.003 | 67.9+2.0 | 1.12
45 541 | 0.346 +0.002 | 97.6 +5.6 | 1.13
50 7.13 0.342 + 0.001 123+ 6 1.19
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Table S3: Fluorescence parameters extracted from the fit of time-resolved anisotropy measurements of the eGFP dimer in solution
using a double exponential and a stretched exponential decay model. The fit parameters for the double exponential decay model (equation
13) are: rotational correlation time 6, the inverse FRET rate constant ¢ and initial anisotropy values associated with each exponential, ¢, and
ro2- Figure 6d shows the dependence of the eGFP dimer rotational correlation time 6 with the solution viscosity n (red square data points).
The dependence of the inverse FRET rate constant ¢ on the viscosity 7 is shown in Figure 6e. For the stretched exponential decay model
(equation 10), the fit parameters are: the initial anisotropy r( and the static ys; parameter found within the exponential. The dimensionality
parameter § was fixed at 0.5. The dimensionless parameter ¢ was calculated from ys; with (|x|) = 0.69, and the goodness of both fits is
indicated by X]zg- The dependence of y,; and ¢ on viscosity 1 is shown in Figure 6f.

Double exponential

Stretched exponential

% glycerol ro1 0 (ns) ro2 ¢ (ns) Xk ro Vst Xk c
0 0.254 = 0.007 | 17.2+ 1.1 | 0.047 = 0.003 | 0.51 £0.05 | 1.15 | 0.311 = 0.002 | 0.229 + 0.012 | 1.17 | 0.351 = 0.012
5 0.249 + 0.004 | 22.1 1.2 | 0.054 = 0.000 | 0.77 £0.11 | 1.20 | 0.315 = 0.005 | 0.211 = 0.005 | 1.21 | 0.323 + 0.006
10 0.254 £ 0.004 | 239+ 1.6 | 0.054 +£0.006 | 0.78 +0.23 | 1.20 | 0.316 £ 0.004 | 0.198 + 0.008 | 1.22 | 0.301 = 0.010
5 0.245 = 0.002 | 264 + 1.3 | 0.050 = 0.006 | 0.74 £ 0.11 | 1.20 | 0.302 = 0.003 | 0.185 + 0.006 | .21 | 0.279 = 0.008
20 0.253 = 0.003 | 284 2.1 | 0.053 = 0.005 | 0.70 £ 0.13 | 1.15 | 0.310 = 0.003 | 0.177 £ 0.007 | 1.17 | 0.265 = 0.009
25 0.263 = 0.001 | 31.3+ 1.2 | 0.055 = 0.004 | 0.76 £0.09 | 1.16 | 0.321 = 0.002 | 0.168 £ 0.003 | 1.17 | 0.251 = 0.004
30 0.269 + 0.004 | 33.1 3.0 | 0.045+0.003 | 0.68 £0.17 | 1.12 | 0.317 £ 0.002 | 0.147  0.003 | 1.14 | 0.218 + 0.004
35 0.264 +£0.001 | 37.9+0.2 | 0.045+0.002 | 0.78 £0.04 | 1.16 | 0.313 £0.004 | 0.140 + 0.004 | 1.16 | 0.207 = 0.006
45 0.267 = 0.001 | 44.0 £ 2.4 | 0.044 = 0.004 | 0.72 £ 0.04 | 1.14 | 0.313 = 0.002 | 0.125 + 0.004 | 1.18 | 0.181 = 0.006
50 0.266 = 0.000 | 48.2 2.0 | 0.042 = 0.003 | 0.75 £0.15 | 1.13 | 0.310 = 0.002 | 0.120 £ 0.004 | 1.18 | 0.181 = 0.005

Table S4: The dimensionality parameter § from the stretched exponential decay model (equation 10) when allowed to float freely in

the fit of the GFP dimer anisotropy decays. This data is plotted in Fig 7.

% glycerol | n (cP) 0
0 098 | 0.71 £0.12
5 1.06 | 0.58 +0.01
10 1.25 | 0.60 = 0.01
15 148 | 0.34 +£0.04
20 1.78 | 0.50 £0.10
25 2.15 | 0.60 = 0.07
30 2.65 | 0.70 £ 0.07
35 330 | 0.88+0.18
45 541 | 0.59 +0.02
50 7.13 | 0.69 £0.12
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Table S5: FRET energy efficiency Errr7 of the eGFP dimer in solution and calculated from the fit parameters derived from
time-resolved fluorescence anisotropy measurements. The double exponential decay model and stretched exponential decay models
were applied. The fluorescence decays of the monomeric GFP were created from the parallel and perpendicular decays according to the
denominator in equation 8. Equation 14 was applied to calculate the FRET efficiency when the anisotropy data was fitted with a double
exponential decay model, equation 13. For the stretched exponential decay model, Er g7 was calculated according to equation 12. The
fluorescence lifetime of the eGFP monomer in the absence of the acceptor is given by 7 (equation 16). The results are presented graphically in
Figure 8.

Double exponential | Stretched exponential
% glycerol | n (cP) | n = 0.001 7 (ns) ErreT ErRreT
0 0.98 1.336 2.65 +0.01 0.723 + 0.001 0.316 = 0.010
5 1.06 1.353 2.63 +£0.00 0.631 + 0.000 0.303 + 0.005
10 1.25 1.358 2.60 + 0.00 0.624 + 0.000 0.286 = 0.009
15 1.48 1.366 2.56 £ 0.04 0.634 + 0.003 0.269 + 0.008
20 1.78 1.372 2.52 £0.02 0.644 + 0.002 0.259 + 0.009
25 2.15 1.378 2.51 +£0.03 0.624 + 0.003 0.247 + 0.004
30 2.65 1.383 2.46 +0.02 0.645 + 0.002 0.219 = 0.004
35 3.30 1.389 2.47 +0.01 0.612 + 0.001 0.210 = 0.006
45 541 1.403 2.39 £ 0.01 0.625 + 0.001 0.187 + 0.006
50 7.13 1.407 241 +£0.02 0.617 = 0.002 0.184 + 0.006

No error associated with viscosity 77
Presented errors are associated with standard deviations of average values

Table S6: Secondary structure propensity for linker residues in the GFP dimer, expressed as simulation fractions.

Residue  Parallel 8-sheet  Anti-parallel S8-sheet 3-10 helix a-helix x (3-14) helix  Turn Bend

GLY229 0.0008 0.0005 0.0544 0.0006 0.0004 0.0707  0.0000
GLY230 0.0238 0.0023 0.0674 0.0012 0.0008 0.2864 0.2109
GLY231 0.0019 0.0075 0.1034 0.0058 0.0008 0.3110 0.2614
GLY232 0.0068 0.0130 0.0695 0.0350 0.0008 0.2348 0.4227
SER233 0.0002 0.0051 0.1179 0.0391 0.0008 0.2940 0.3387
GLY234 0.0244 0.0102 0.0831 0.0393 0.0004 0.3727 0.2103
GLY235 0.0013 0.0143 0.0700 0.0369 0.0000 0.3527 0.1477
GLY236 0.0006 0.0034 0.0193 0.0347 0.0001 0.1594 0.4433
GLY237 0.0006 0.0098 0.0274 0.0256 0.0001 0.0950 0.5346
SER238 0.0005 0.0102 0.0174 0.0124 0.0001 0.0648 0.5049
GLY239 0.0031 0.0111 0.0188 0.0014 0.0001 0.1185 0.3628
GLY240 0.0030 0.0716 0.0260 0.0000 0.0001 0.1556  0.5908
GLY?241 0.0001 0.0029 0.0259 0.0000 0.0000 0.6135 0.1715
GLY242 0.0035 0.0010 0.0178 0.0000 0.0000 0.5680  0.0000
SER243 0.0007 0.0668 0.0000 0.0000 0.0000 0.0000  0.0000
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