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Docking of the P1 duplex into the pre-folded core of the Tetrahymena
group I ribozyme exemplifies the formation of tertiary interactions in the
context of a complex, structured RNA. We have applied F-analysis to P1
docking, which compares the effects of modifications on the rate constant
for docking ðkdock Þ with the effects on the docking equilibrium ðKdock Þ: To
accomplish this we used a single molecule fluorescence resonance energy
transfer assay that allows direct determination of the rate constants for
formation of thermodynamically favorable, as well as unfavorable, states.
Modification of the eight groups of the P1 duplex that make tertiary interactions with the core and changes in solution conditions decrease Kdock up
to 500-fold, whereas kdock changes by # 2-fold. The absence of effects on
kdock ; both from atomic modifications and global perturbations, strongly
suggests that the transition state for docking is early and does not closely
resemble the docked state. These results, the slow rate of docking of
3 s21, and the observation that a modification that is expected to increase
the degrees of freedom between the P1 duplex and the ribozyme core
accelerates docking, suggest a model in which a kinetic trap(s) slows
docking substantially. Nonetheless, urea does not increase kdock ;
suggesting that there is little change in the exposed surface area between
the trapped, undocked state and the transition state. The findings highlight that urea and temperature dependencies can be inadequate to
diagnose the presence of kinetic traps in a folding process. The results
described here, combined with previous work, provide an in-depth view
of an RNA tertiary structure formation event and suggest that large,
highly structured RNAs may have local regions that are misordered.
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Introduction
To function, many RNA molecules form complex
tertiary structures characterized by the packing
together of helical secondary structure elements
interlaced by single-stranded regions. The processes by which RNAs form functional tertiary
structures has been studied intensely for a number
of large and small RNA molecules (for recent
reviews, see Treiber & Williamson,1,2 Tinoco &
Bustamante,3 and Woodson4), including RNase
P,5 – 7 the Tetrahymena ribozyme,8 – 14 and its P4 – P6
domain,15 – 17 several tRNAs,18 – 22 and the small
viral hairpin ribozyme.23,24 For one of the best
understood of these, the ribozyme derived from
the self-splicing group I intron of Tetrahymena
thermophila (Figure 1), tertiary folding from
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Figure 1. The Tetrahymena group I ribozyme and docking of its P1 duplex. (a) The ribozyme secondary structure
colored according to structural sub-domains. Small numbers indicate the residue position relative to the cleavage site
in the parent intron. Secondary structure elements are labeled sequentially with P, for paired region, and J, for joining
region. Only the J regions that are discussed in the text are labeled. T, for tail, indicates the extension that is
complementary to the Cy5-labeled tether used in surface attachment for single molecule measurements.68 Prominent
long-range tertiary contacts are indicated by broken lines.51,52,119 (b) A model for P1 docking shown in the context of
the tertiary structure model of the ribozyme.52 Colors are as for (a). The undocked P1 duplex is shown near the crosslink to A88 (grey, circled) in P2 that is formed in the undocked state.74 The docked P1 duplex is proximate to A114
(white, circled).74,110 (c) The sequence of the P1 duplex, which is formed from the internal guide sequence (IGS) and
the oligonuceotide substrate (S). S is the 50 -exon analog. The cleavage site phosphoryl group is represented by a circled
P, and the remainder of the ribozyme is indicated by E. The Cy3 on the 30 end of the substrate is the donor dye in FRET
studies. The numbers indicate the residue positions relative to the cleavage site in the parent intron, where a minus
sign (2 ) signifies that a residue is 50 of the cleavage site. In previous studies each residue of the P1 duplex has been
substituted with a deoxyribose residue.41,47 Groups that were previously found to change the equilibrium for docking
are shown explicitly and are indicated by the underlying grey shading. The L-16 ribozyme has an extended IGS
(50 -GGUUUGGAGGG-30 ), which is used with a complementary substrate (50 -CCCUCUAAACC-30 ).27 In the short
substrate, CUCU, the residues within the broken box, C(2 5) and C(2 6), are absent.
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secondary structure requires magnesium or
another divalent metal ion,25,26 occurs via multiple
intermediates,9,12,27 and can follow multiple
pathways.10,13,14,27 The first steps of folding involve
rapid compaction28 followed by formation of local
and long-range tertiary interactions.9,12 Depending
on solution conditions, tertiary structure formation
can be accompanied by secondary structure
rearrangements.27,29 – 32 The late steps of folding can
include resolution of kinetically trapped species
within the context of a molecule that is highly
structured.11,14,29
The study of RNA folding is motivated by the
desire to understand the processes by which
RNAs attain functional structures. Here we
examine what appears to be the last step of
folding33,34 and an initial step of the chemical reaction of the Tetrahymena ribozyme: docking of the
P1 duplex formed between the ribozyme internal
guide sequence (IGS) and the 50 splice site analog
(S) into the ribozyme active site (Figure 1(b) and
(c)).35,36 P1 duplex docking may allow examination
of tertiary structure formation with isolated
secondary structure in the absence of other complicating events. As docking occurs in the context of a
highly structured RNA, it may be an especially
good system for understanding late tertiary folding
events.
A further motivation for understanding the
attainment of structure by complex RNAs is the
prevalence of multi-step reaction cycles involving
native state conformational changes within biologically important RNA systems. Splicing, as carried
out by group I and group II self-splicing introns
as well as the ribonucleoprotein spliceosome,
involves conformational changes between the first
and second steps of splicing.37 Throughout translation, numerous conformational changes of the
ribosome have been observed (e.g. see Frank &
Agarwaal38); the most conspicuous of these is the
translocation of tRNAs through the core of ribosome particle.39,40 As a reaction step of the Tetrahymena ribozyme, P1 duplex docking represents a
conformational change within the native state of
the ribozyme and may give insight into conformational changes in complex RNAs.
The features of the P1 duplex in the undocked
state have led to a model that P1 is an isolated secondary structure element. The undocked P1 duplex
has the same stability as a duplex free in solution.41
Further, the P1 duplex forms only tenfold less
rapidly than an isolated duplex42,43 with a rate that
is largely insensitive to temperature and length as
expected for a free duplex (e.g. see Williams et al.44).
Upon docking, biochemical studies suggest a model
in which the minor groove of the P1 duplex32,41,42,45 – 49
forms a triplex with the J4/5 and J8/7 segments of
the ribozyme core.45,50,51 The J4/5 and J8/7 regions in
turn contact all other regions of the ribozyme core,
either covalently or through tertiary interactions
(Figure 1(b)).50 – 52 Unlike many other binding reactions involving RNA, the P1 duplex and the native
state of the Tetrahymena ribozyme core have been

suggested to be largely preformed in the absence of
P1 docking.25,34,50,53 – 55
To test this model and better understand the process of P1 duplex docking, we measured the rate
and equilibrium constants for docking under a
variety of conditions. We employed F-analysis, a
powerful formalism developed by Fersht and
colleagues56 that compares the properties of the
transition state to those of the initial and final
states for the reaction of interest. F-analysis has
been used extensively to examine protein folding
(reviewed by Plaxco et al.57 and Oliveberg58)59 – 65
and binding reactions66,67 and has begun to
be applied to RNA folding.17,20,68 Here, the
reaction is docking of the P1 duplex. The initial
state is undocked and the final state is docked.
FUndocked!Transition State (‡), hereinafter F, compares the
energetic effect of a modification on the rate constant for docking with the energetic effect of a
modification on the equilibrium for docking
(equation (1)).
F¼

DDGðkdock; modified!unmodified Þ
DDGðKdock; modified!unmodified Þ

ð1Þ

A F-value of , 1 suggests that the interactions
with the modified group are made at or before the
rate limiting transition state, implying that the
modified group is in a similar environment in the
transition state as in the docked state. A F-value
of , 0 is most simply interpreted to indicate that
the interactions with the modified group have not
yet been made in the transition state.
Our initial study, with substitution of a single
group involved in tertiary contacts between P1
and the core, found no effect on kdock relative to
that for wild-type (wt), yielding a F-value of , 0.68
Here, we have greatly expanded our examination
of the docking process by measuring the effects of
substitutions at all positions of P1 known to make
tertiary interactions, as well as the effects of varying salt, temperature, and urea. The data suggest
that the transition state for docking is highly dissimilar from the docked state. Further, we propose
a model in which the ribozyme is not locally prearranged to allow docking, a situation that may
generally hold even for large, cooperatively folded
RNAs.

Results
Docking of the P1 duplex with the core of the
Tetrahymena group I ribozyme was examined by
measuring the effects of various perturbations on
docking kinetics and thermodynamics. Rate and
equilibrium constants were obtained with a single
molecule FRET assay for docking that we established previously.68 The single molecule assay
allows states that do not accumulate to be directly
observed (reviewed by Weiss69). Thus, the rate constants for both docking and undocking can be
measured directly even when the equilibrium is
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far from unity. Modifications in data collection and
analysis are outlined in Materials and Methods
and elaborated further in Supplementary Material.
Representative docking time traces for single ribozymes are shown in Figure 2, and the data
described below are summarized in Table 1 and
Figure 4.
Modifications of the P1 duplex

Figure 2. Representative fluorescence data for individual ribozymes with different P1 duplexes: (a) and (b)
wild-type; (c) and (d) m22. In each pair of panels, the
top panel (a, c) shows the fluorescence signals, after
background correction, with the donor signal in green
(D, Cy3) and the acceptor signal in red (A, Cy5). The bottom panels (b, d) show the FRET efficiency, defined as
½IA =ðIA þ ID Þ; in blue, and the assignment of the docked
and undocked states according to primary and secondary screening criteria, in black. Assignment of an event
is based on the fluorescence characteristics at each time
bin. Docked events are identified by a FRET value of
$ 0.75 and undocked events are identified by a FRET
value of # 0.5. In addition to undocking, reductions in
FRET are also caused by a photophysical “blinking”
events in which either dye enters into a relatively longlived (t < 20 ms) non-emitting state, as seen in the trace
of wild-type (wt) (double-headed arrows). (Blinking
events are also observed with other ribozyme complexes
besides wt.) We distinguished low FRET signals due to
undocking from those due to blinking primarily based
on a loss in total fluorescence signal, which generally
accompanies blinking but not undocking. However, signal-to-noise was not always sufficient to allow all blinking events to be excluded, resulting in a fast phase in
some undocked time plots. Data analysis with respect to
blinking is described in Supplementary Material.

The effects on docking of modification of each of
the eight groups on the P1 duplex known to make
tertiary interactions are summarized in Table 1(A).
Specific 20 -hydroxyl (–OH) groups of the ribose
rings of P1 were replaced with 20 -deoxyribose (d;
– H) and/or 20 -methoxyribose (m; – OCH3) residues (Figure 1(c)). The role of the exposed exocyclic
amine of the G·U wobble pair at the cleavage site
was probed by replacement with a hydrogen atom
in the I22 construct (I for inosine, in which the exocyclic amine is replaced with a hydrogen atom) and
replacement of the U residue with C to form a G·C
Watson–Crick base-pair. All of the modifications
gave significant effects on the docking equilibrium
under our experimental conditions. Quantitative
differences between these and previously published
results32,41,47,49 are attributed to the different conditions and constructs employed and are discussed
in Supplementary Material.
Figure 3(b) and (c) shows representative kinetic
data for the wild-type (wt) and two modified
constructs. For these and all other site-specific
modifications that disrupt docking, the effect is
exerted nearly entirely on the rate constant for
undocking ðkundock Þ (Figure 3(c)), with # 2-fold
effects on the rate constant for docking ðkdock Þ
(Figure 3(b)). The small apparent difference in
kdock value between the wild-type and modified
constructs in Figure 3(b) results from photophysical effects, which have been assessed
quantitatively (Figure 3(a)) and accounted for as
described in Materials and Methods and
Supplementary Material.
Other perturbations of docking
To gain further insight into the docking process,
the effect of several other factors on the docking
rate and equilibrium constants were also
examined. Binding of the guanosine substrate (G)
to the ribozyme increases the binding affinity of
the oligonucleotide substrate.70 To measure this
effect we replaced the 20 -OH at U(2 1), the cleavage
site (Figure 1(c)), with hydrogen [d(2 1)] to prevent
cleavage of the oligonucleotide substrate (S) on the
time scale of these measurements.71 We also
measured the docking kinetics for a substrate with
a 20 -H at position 2 3 [d(2 3)], as this substitution
decreases the docking equilibrium constant to
near 1 and thereby increases the accuracy in determination of the rate and equilibrium constants as
explained in Supplementary Material. Guanosine
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Figure 3. Analysis of docking and undocking kinetics. Plots show the cumulative number of events observed versus
length of time spent in the docked or undocked state, or dwell time, for each event, i.e. the sum of the number of
events observed with a dwell time less than or equal to the value on the x-axis: (a) Comparison of the low FRET events
that pass the filtering criteria for undocking for wt ribozyme (W) and for a DNA duplex with a Cy3– Cy5 pair at one
end (A) from 840 seconds of data taken at similar laser intensity. The inset is an expansion of the short times. The
DNA data are fit by a single exponential, NðtÞ ¼ N½1 2 expð2ktÞ; where N is the number of events observed. The ribozyme data are fit by a double exponential, NðtÞ ¼ N½1 2 Að1Þ expð2kð1Þ tÞ 2 Að2Þ expð2kð2Þ tÞ: Consistent with the fast
phase in the wt ribozyme data being caused by photophysics, a similar number of short events (N ¼ 10; DNA, A;
Að1Þ ¼ 8; ribozyme, W) and magnitude of rate constant associated with them (k ¼ 30ð^10Þ s21 ; DNA;
kð1Þ ¼ 60ð^20Þ s21, ribozyme) was identified for the DNA and wt ribozyme. Thus, the rate constant of the fast phase
in the undocked time histograms is attributed to blinking of the dyes and approximates the rate constant for leaving
the blinked state, kunblink : Irregularities in the data are the result of noise due to the small data set. (b and c) Plots of
the times spent in the undocked (b) and docked states (c) for the wt (W), the m(21) (A), and m22 (K) ribozymes. The
number of events observed ðNÞ is normalized to 1 so that the data may be easily compared. The data sets are composed
of data from observations made on multiple days. In (b), the wt undocking data (W; N ¼ 680) are fit by a double expoð2Þ
21
nential (Að1Þ ¼ 0:2; kð1Þ
Að2Þ ¼ 0:8; kdock
¼ 2:5ð^1Þ s21 Þ; and the m(21) (A; N ¼ 1856;
dock ¼ 23ð^4Þ s ;
21
kdock ¼ 2:1ð^0:1Þ s ) and m22 (K; N ¼ 645; kdock ¼ 1:9ð^0:2Þ s21 ) data are fit by a single exponential equation. The
rate constant of the fast phase for wt, kð1Þ
dock likely reflects blinking, and thus is designated as kunblink : Such a fast phase
was also observed for most mutants examined but was able to be eliminated by secondary screening criteria from
data sets for which Kdock ,, 5 (see Supplementary Material). The data for m22 exclude three very long, statistically
unlikely undocked events. In (c), the wt data (W; N ¼ 516) are best fit by a double exponential, as shown (A1 ¼ 0:21;
ð2Þ
21
2
21
kð1Þ
undock ¼ 0:7ð^0:2Þ s ; A ¼ 0:79; kundock ¼ 0:15ð^0:01Þ s Þ; fitting by a single exponential gives kundock ¼
21
0:19ð^0:01Þ s : The m(2 1) (A; N ¼ 1497; kundock ¼ 1:6ð^0:1Þ s21 Þ and m22 (K; N ¼ 666; kundock ¼ 11ð^1Þ s21 Þ data are
fit by a single exponential equation. (d) Comparison of dwell times in the undocked state for the short S,
d(21)CUCU (W), versus full length (21d)S (A) with the L-16 ribozyme. The short S data are fit by a single exponential
(W; N ¼ 300; kdock ¼ 35ð^5Þ s21). The full length S data are fit by a double exponential (A; N ¼ 563) (Að1Þ ¼ 0:5; kð1Þ
dock ¼
ð2Þ
11ð^2Þ s21 ; Að2Þ ¼ 0:5; kdock
¼ 3:3ð^0:4Þ s21 ). Despite the similarity of kdock for the short substrate to kð1Þ
(i.e.
k
)
unblink
dock
for full-length substrates (L-21 and L-16), the greater frequency of low FRET events for the short S relative to full-length
S and the absence of a second, slower phase in the undocked time plot for the short S suggest that the reported rate
constant is due to docking and not simply to blinking (see Supplementary Material for elaboration).

has an , 3-fold effect on Kdock ; consistent with
previous results at this temperature.72 Within
error, the effect of bound guanosine is manifested
in a smaller kundock value with no effect on kdock
(Table 1(B)).
Increasing the MgCl2 concentration from 10 mM
to 100 mM had only a , 2-fold effect on Kdock

and had no effect within error on the rate constant
for docking (Table 1(B)). Similarly, previous
measurements detected no change in kdock between
5 mM and 15 mM MgCl2.73 In contrast to the
absence of effect with increased Mg2þ, addition of
500 mM Naþ decreased the equilibrium for docking by , 50-fold, consistent with previous
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Table 1. Perturbations of the thermodynamics and kinetics of docking
A. Effects of site-specific modifications to the P1 duplex on dockinga
P1 duplexb

Kdock c

DDG ðKdock Þd
(kcal mol21)

kdock e
(s21)

DDG‡ ðkdock Þf
(kcal mol21)

kundock e
(s21)

2DDG‡ ðkundock Þg
(kcal mol21)

Fh

wt
d(21)
d(21)m
d(22/21)
d(23/21)
I22m
C(21)
d22m
d23
d24
d25
d25m
d26

25 ^ 3i
22 ^ 5
32 ^ 4
0.8 ^ 0.1
0.36 ^ 0.04
1.7 ^ 0.2
0.40 ^ 0.03
0.37 ^ 0.05
12 ^ 3
30 ^ 7
4^1
1.1 ^ 0.1
4.1 ^ 0.6

–
–
–
2.0 ^ 0.1
2.4 ^ 0.1
1.7 ^ 0.1
2.4 ^ 0.1
2.6 ^ 0.1
0.4 ^ 0.1
20.1 ^ 0.2
1.0 ^ 0.1
2.0 ^ 0.1
1.1 ^ 0.1

2.5j ^ 0.2
2.7j ^ 0.4
3.3j ^ 0.4
1.5n ^ 0.1
1.6n ^ 0.1
3.8n ^ 0.3
2.6n ^ 0.1
2.6n ^ 0.2
3.8n ^ 0.6
4.1n ^ 0.8
4.0 ^ 0.7
3.6 ^ 0.2
4.3 ^ 0.5

–
–
–
0.3 ^ 0.1
0.3 ^ 0.1
20.1 ^ 0.1
0.0 ^ 0.1
0.1 ^ 0.1
20.3 ^ 0.1
20.3 ^ 0.1
20.3 ^ 0.1
20.1 ^ 0.1
20.3 ^ 0.1

0.07k ^ 0.02
0.13l ^ 0.04
0.15k ^ 0.02
1.9o ^ 0.2
3.7o ^ 0.3
1.7o ^ 0.1
5.6o ^ 0.3
6.2o ^ 0.5
0.4l ^ 0.1
0.14k ^ 0.06
1.0 ^ 0.2
2.6o ^ 0.2
1.2 ^ 0.1

–
–
–
1.6 ^ 0.2
2.0 ^ 0.2
1.4 ^ 0.4
2.5 ^ 0.2
2.2 ^ 0.4
1.0 ^ 0.3
0.4 ^ 0.2
1.5 ^ 0.2
1.7 ^ 0.4
1.6 ^ 0.2

–
–
–
0.2 ^ 0.1
0.13 ^ 0.04
20.05 ^ 0.05
20.01 ^ 0.02
0.05 ^ 0.03
–p
–p
20.3 ^ 0.2
0.00 ^ 0.01
20.3 ^ 0.1

m(21)
m(23)
m(23)m
m22
m25

1.3 ^ 0.1
0.14 ^ 0.01
0.77 ^ 0.05
0.17 ^ 0.02
0.04 ^ 0.01

1.7 ^ 0.1
3.0 ^ 0.1
2.2 ^ 0.1
2.9 ^ 0.1
3.7 ^ 0.1

2.2n ^ 0.1
1.6n ^ 0.1
3.7 ^ 0.2
2.6n ^ 0.2
2.7n ^ 0.3

0.1 ^ 0.1
0.3 ^ 0.1
20.1 ^ 0.1
0.0 ^ 0.1
0.0 ^ 0.1

1.6o ^ 0.1
9.7o ^ 0.5
5.2 ^ 0.2
15o ^ 1
62o ^ 6

1.8 ^ 0.2
2.9 ^ 0.2
2.1 ^ 0.1
3.1 ^ 0.2
3.9 ^ 0.2

0.04 ^ 0.03
0.09 ^ 0.02
20.03 ^ 0.02
20.01 ^ 0.02
20.01 ^ 0.02

C(21)/d25
m(23/22)
m(21/22)
d(21)CUCUm

0.22 ^ 0.03
0.07 ^ 0.03
0.12 ^ 0.02
90 ^ 20

2.8 ^ 0.1
3.4 ^ 0.3
3.1 ^ 0.1
20.6 ^ 0.2

3.9n ^ 0.4
2.6n ^ 0.7
3.5n ^ 0.5
34 ^ 5

20.3 ^ 0.1
0.0 ^ 0.2
20.2 ^ 0.1
21.4 ^ 0.1

18o ^ 2
31o ^ 8
16o ^ 2
0.3l ^ 0.1

3.2 ^ 0.2
3.5 ^ 0.2
3.2 ^ 0.2
0.1 ^ 0.1

20.09 ^ 0.03
20.01 ^ 0.05
20.06 ^ 0.03
2.4 ^ 0.6q

B. Effects of guanosine binding and increased monovalent and divalent metal ion concentration on dockinga
Kdock c

DDG ðKdock Þd
(kcal mol21)

kdock e
(s21)

DDG‡ ðkdock Þf
(kcal mol21)

kundock e
(s21)

2DDG‡ ðkundock Þf
(kcal mol21)

Fapp

–
2 mM G

22 ^ 5
47 ^ 14

–
20.4 ^ 0.2

2.7j ^ 0.4
2.1j ^ 0.5

–
0.1 ^ 0.2

0.13k ^ 0.04
0.05 ^ 0.04

–
20.6 ^ 0.5

–
20.3 ^ 0.4

–t
2 mM Gt

0.36 ^ 0.04
1.6 ^ 0.3

–
20.9 ^ 0.1

1.6n ^ 0.1
1.7 ^ 0.2

–
0.0 ^ 0.1

3.7l ^ 0.3
1.3o ^ 0.2

–
20.6 ^ 0.1

–
0.0 ^ 0.1

22 ^ 5
0.4 ^ 0.1
40 ^ 10

–
2.4 ^ 0.2
20.4 ^ 0.2

2.7j ^ 0.4
3.6 ^ 0.3
2.5j ^ 1.0

–
20.2 ^ 0.1
0.0 ^ 0.3

0.13 ^ 0.04
7.4 ^ 0.4
0.10 ^ 0.05

–
2.4 ^ 0.2
20.2 ^ 0.4

–
20.07 ^ 0.04
20.1 ^ 0.8

Conditionsr

–
500 mM NaCl
100 mM
MgCl2
a

s

Measured at 22 8C, 10 mM MgCl2 (pH 7.0), unless specified otherwise.
See Figure 1(c) for a diagram of the P1 duplex and the abbreviations for a description of nomenclature.
c
Kdock from total time spent in the docked state divided by total time spent in the undocked state.
d
mut
wt
DDG ðKdock Þ ¼ 2RT lnðKdock
=Kdock
Þ; where R is the gas constant, and T is the temperature in Kelvin.
e
Rate constants are adjusted to account for systematic biases in data collection as described in Materials and Methods and Supplementary Material and noted here. The general form of equations used is given in the legend to Figure 3.
f
wt
DDG ðkdock Þ ¼ 2RT lnðkmut
dock =kdock Þ:
g
mut
2DDG ðkundock Þ ¼ 2RT lnðkwt
undock =kundock Þ:
h
F ¼ DDG‡ ðkdock Þ=DDG ðKdock Þ:
pﬃﬃﬃﬃ
i
Errors are two standard deviations based on Poisson statistics and are calculated as 1= N; where N is the number of events
observed for a given perturbation.
j ð2Þ
kdock ; the rate constant for the second phase of the undocked time histogram, which excludes photophysical events.
ð2Þ
k
kundock ¼ kundock;obs
2 kphotobleach 2 1=ðtrace lengthÞ:
l
kundock ¼ kundock 2 kphotobleach 2 1=ðtrace lengthÞ:
m
Measured in the context of the L-16 ribozyme which has a five residue extension of the IGS compared to the L-21 ribozyme.27
n
kdock ; corrected for undercounting of short undocked events.
o
kundock ; corrected for undercounting of short docked events.
p
F-values are not given for modifications that have ,1 kcal mol21 effect on Kdock ; as the error associated with these measurements
is large relative to the size of the effect.
q
This is a Fapp-value because shortening the substrate is a complex modification (see footnote s).
r
All measurements in the context of d(21) substrate with the L-21 ribozyme, unless otherwise specified.
s
Fapp ¼ DDG‡ ðkdock Þ=ðDDGðKdock Þ: The superscript app, for apparent, indicates that while the ratio of DDG‡ =DDG may still be used
to compare the properties of the transition state with those of the ground state, these perturbations are not described by typically
defined F-values.
t
For the P1 duplex with the d(21/23) modifications.
b
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cross-linking results.74 The effect arises from an
increase in the rate of undocking, whereas kdock is
affected , 2-fold (Table 1(B)).
The global properties of the docking process
were probed by measuring the urea and temperature dependencies of docking. Figure 4(a) shows
that while the docking equilibrium is greatly
reduced by urea, there is little effect on the docking
rate constant; the entire effect is expressed in the
undocking rate constant. Figure 4(b) shows that
increasing temperature renders docking more
favorable, and both the docking and undocking
rate constants increase, in qualitative agreement
with previous results.74
Lastly, the effect of increasing the length of the
single-stranded region between the P1 duplex and
the ribozyme was probed by shortening the oligonucleotide substrate by two residues, i.e. removing
residues (2 5) and (2 6) (Figure 1(c)). Previous
studies found effects of , 3-fold on Kdock due
to removal of the 20 -hydroxyl groups or the entire
residue at these positions.41,43,46,47 The shortened P1
duplex docks somewhat more strongly (, 3-fold)
than the full length duplex (Table 1(A)).
Interestingly, the rate of docking of the short P1
duplex is , 10-fold faster than that of full length
(Figure 3(d)). The undocking rate constant is also
increased modestly.

Discussion
Docking of the P1 duplex into the pre-folded
Tetrahymena ribozyme core provides an opportunity to examine a tertiary structure formation
event in the context of a large, highly structured
RNA (Figure 1(b)). As noted in the Introduction,
this may also provide a model for conformational
transitions of functional RNAs such as the
ribosome and spliceosome.
To dissect the docking process we used Fanalysis, which allows the development of a
picture of the transition state for docking relative
to the undocked and docked states, using
equation (1).56 It has been emphasized that
modifications used in F-analysis should be conservative to reduce effects on the structure and
solvation of the ground state structure.56,59
Especially in the context of a rigid duplex, the
single atom modifications made here are unlikely
to have large effects on the undocked state. More
generally, the rigidity of RNA secondary structure
elements and the ability to modify individual
functional groups may maximize the power of
F-analysis.
The transition state for P1 docking
Figure 5 depicts simple models for docking in
which different possible transition states contain
progressively larger numbers of contacts between
the P1 duplex and the ribozyme core. The three
models shown represent a continuum of possi-
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Figure 4. Effect of urea (a) and temperature (b) on the
thermodynamics and kinetics of docking. Kdock (W) is
from the total time spent in the docked state divided by
the total time spent in the undocked state. kdock (O) and
kundock (B) are from fits of dwell time data as described
for Figure 3. Measurements were conducted at 22 8C in
10 mM MgCl2 (pH 7.0). Errors are two standard deviations from Poisson statistics and are smaller than the
symbols if not shown. Tables with the individual values
are provided in Supplementary Material. For (a) the
lines are linear best fits to the log plot shown according
to the equation: DGðureaÞ ¼ DG þ m½urea: The resulting
slopes (in kcal mol21) are mðKdock Þ ¼ 0:65ð^0:05Þ;
m‡ ðkdock Þ ¼ 0:07ð^0:04Þ; and m‡ ðkundock Þ ¼ 20:44ð^0:05Þ:
The relatively large errors in m-values and imperfect
agreement between the m-values determined from the
rate versus the equilibrium data arise largely from limitations in the data at 0 M and 5 M urea. At 0 M urea
there is considerable error in kundock due to the small
number of events observed and other biases (see Supplementary Material), and at 5 M urea the data are consistent with the presence of two ribozyme populations
with different rate and equilibrium behavior (data not
shown). Omission of these points gives improved agreement but does not significantly change the m-values;
nor does it effect the conclusions drawn. The ratio
m‡ ðkdock Þ=mðKdock Þ; expressed as b‡, has a value of
0.1(^ 0.1). Data are from four independent experiments.
For (b) the equilibrium data are fit by the van’t
Hoff equation: Kdock ¼ expðDH=RT 2 DS=RÞ; yielding
DH ¼ 8ð^2Þ kcal mol21 and DS ¼ 25ð^8Þ cal mol21 K21 :
Rate constants are fit by the Eyring equation:
k ¼ a expðDH‡ =RT 2 DS‡ =RÞ: DH‡ ðkdock Þ ¼ 12ð^2Þ kcal
mol21 and DH‡ ðkundock Þ ¼ 5ð^3Þ kcal mol21 : DS‡ ðkdock Þ ¼
214 to 13 cal mol21 K21 and DS‡ ðkundock Þ ¼ 237 to
210 cal mol21 K21, where the lower activation entropies
use a value for a that is estimated based on polymer
folding in solution, and the higher are based on an estimate for covalent bond vibration (see footnote on page
1019†). Data are from three independent experiments.
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bilities. In the first transition state model, the P1
duplex is localized near the active site but has not
yet formed contacts with the core (‡1). The transition state is “early” in the docking process, and
modifications that disrupt interactions in the
docked state have no effect on the rate constant
for docking (F ¼ 0). Alternatively, the transition
state for docking may be later in the docking
process, containing a few (‡2) or many (‡3) contacts
between the P1 duplex and the core. In the
simplest case, formation of a particular set of
interactions in the transition state is required for
docking. Modifications that interfere with those
interactions decrease the rate constant for docking
and destabilize the docked state to the same degree
(F < 1).
As summarized in Table 2, modifications that
affect specific interactions in the docked state and
changes in solution conditions that may act less
site-specifically have large effects on the docking
equilibrium, up to 3.7 kcal mol21, but negligible
effects on the rate constant for docking
(^ 0.3 kcal mol21). Thus, a transition state for
docking that is highly dissimilar from the
docked state is suggested. Below we describe
the significance of the individual measurements
as well as limitations of this analysis. The subsequent sections use these and additional data
to further develop our model for this folding
process.
Removal of each of the functional groups on the
P1 helix involved in tertiary interactions and a
replacement with a hydrogen atom (e.g.
20 -OH ! 20 -H) give small or negligible effects on
the docking rate constant and F-values that are
within error of 0.1 (Table 1(A)). The exception,
d26, has a small negative F-value because docking
appears to be slightly faster; nevertheless, this rate
constant is within twofold of that for wild-type

Figure 5. Simple models for the transition state for
docking that represent the continuum of possibilities:
(‡1) (broken line) is an “early” transition state in which
no contacts are made with the core; (‡2) (dot-dash line)
represents an “intermediate” transition state in which a
few contacts are formed between P1 and the core; (‡3)
(dotted line) represents a “late” transition state in which
many contacts are formed between P1 and the core.
Tertiary contacts between P1 and the core are depicted
as bold dots.
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and provides no evidence for a transition state
interaction. The possible significance of small variations in the docking rate constant upon modification is addressed below.
As all positions gave F-values close to zero, the
simplest interpretation is an absence of native
contacts in the folding transition state. Nevertheless there are important alternative models for
F-values that are not unity.56 First, tertiary contacts
that are formed in the transition state can give
small F-values if there is less cost to accommodating the modification, because the surrounding
environment is less structured in the transition
state than in the final state.61,75,76 Second, multiple
folding pathways with distinct transition states
will result in small F-values if a contact is formed
in only a fraction of the transition states.63 While
the alternative models cannot be eliminated, the
experiments described below designed to probe
these possibilities gave no indication of their applicability to docking.
The analysis described above involved replacement of functional groups by hydrogen atoms. To
test whether the energetic consequence of disrupting contacts is greatly reduced in the transition
state and therefore undetected upon removal of
the 20 -OH group, we also introduced 20 -OCH3 substitutions at several positions (Table 1(A)). Despite
the substantially larger equilibrium effects of the
bulky substituents, the F-values for the 20 -OCH3
substitutions remain near zero and do not increase
relative to those for the 20 -H substitutions. These
results provide no indication of neighboring contacts with reduced energetic consequences in the
docking transition state.
To test whether the near-zero F-values arose
from multiple folding transition states, we
examined constructs with two modifications made
simultaneously. Within error the double modifications have no effect on kdock ; similar to the
single modifications. This provides no evidence
for multiple transition states with different P1 contacts. Nevertheless, the experimental uncertainty
in these measurements renders this test unable to
discern situations in which there are more than a
few competing transition states†.
To further probe the docking transition state,
we followed the response of docking kinetics
and thermodynamics to several types of more
global perturbations. In each case, kdock is insensitive to the perturbation, bolstering the view
that the docking transition state is early and
highly distinct from the docked complex. As the
† For example, if there are three distinct transition
states, each containing distinct subsets of interactions, a
modification that fully destabilizes one of the three
transition states, preventing it from being accessed,
would decrease the rate constant for docking by onethird, i.e. from 3 s21 to 2 s21. Disruption of two of the
three possible transition states, for example, by making
two key modifications, would decreases the rate constant
for docking by two-thirds, i.e. from 3 s21 to 1 s21.
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Table 2. Summary of perturbations and their effects on the transition state for docking
Perturbation

Classa

Effect on Kdock b

Effect on kdock b

Fractional effect on
U ! ‡ versus U ! Dc

Interference with a
tertiary interaction

Site-specific

# þ 3.7 kcal mol21

^0.3 kcal mol21

,0 (F # 0.3)

Bound guanosine

Site-specific

,20.6 kcal mol21

þ 0.1 kcal mol21

,0 (Fapp # 2 0.3)

Magnesium
(100 mM)

Site-specific
and/or global

,20.3 kcal mol21

None

,0

Sodium
(500 mM)

Site-specific
and/or global

þ 2.4 kcal mol21

20.2 kcal mol21

,0 (Fapp , 20.1)

Urea
(0 to 5 M)

Global

# þ 3.3 kcal mol21
m ¼ 0.65 ^ 0.05 kcal mol21 M21

# þ 0.3 kcal mol21
m ‡ ¼ 0.07 ^ 0.04 kcal mol21 M21

–
,0 (b‡ ¼ 0.1)

Temperature
(10 8C to 43 8C)

Global

DH ¼ 8 ^ 2 kcal mol21
DS ¼ 25 ^ 8 cal mol21 K21

DH ‡ ¼ 12 ^ 2 kcal mol21
DS ‡d ¼ 214 to 13 cal mol21 K21

–
–

a
Class refers to whether the perturbation effects a specific interaction or set of interactions within the ribozyme (site-specific) or if
the effects are less specific, interfering with all or many interactions (global).
b
Positive energetic effects indicate a decrease in Kdock or kdock ; negative effects an increase.
c
Effect on kdock (undocked (U) to the transition state(‡)) divided by the effect on Kdock (U to docked (D).
d
See the legend of Figure 4 for an explanation of the range of values.

effects of global perturbations on processes are
not described by typically defined F-values, we
use Fapp, with the superscript app for apparent,
to indicate that the ratio of DDG‡ =DDG may
nonetheless be used to compare the properties
of the transition state with those of the ground
state.
Binding of guanosine, the other ribozyme substrate, is thermodynamically coupled to P1 docking via a metal ion that bridges the 20 -moiety of G
and the reactive phosphoryl group of the oligonucleotide substrate strand of the P1 duplex.70,77
The absence of an effect of G on the kdock value
suggests that the regions of the ribozyme active
site responsible for coupling are not involved in
the transition state for docking. Similarly, the
destabilizing effect of Naþ on the Kdock value is
likely due to displacement of Mg2þ that support
docking. The absence of an effect of Naþ on the
kdock value suggests that these sites are not
involved in the docking transition state (Fapp < 0)
(Table 1(B)). Further, the absence of effects on kdock
of increased concentrations of Naþ and Mg2þ provides evidence against large electrostatic differences between the undocked state and transition
state.
Urea denaturation is a powerful probe for
thermodynamic and kinetic studies of protein
folding78,79 and has seen increasing use in RNA
folding.7,11,80 – 84 Urea substantially destabilizes the
docked state, with the slope of the urea versus ln K
plot, or m-value; equal to 0.65 kcal mol21M21
(Figure 4(a)). Shelton et al.81 found a linear dependence of the m-values for the urea dependencies
of duplex dissociation and tRNA unfolding on the
change in solvent accessible surface area (DASA)
between folded (duplexes) and unfolded (singlestrands). From this empirical relationship, the

m-value for docking corresponds to a change in
solvent accessible surface area of , 4300 Å2,
equivalent to the DASA of forming , 5 basepairs.81 In contrast, there is little effect of urea on
the rate of docking ðm‡ < 0:07 kcal mol21 M21 Þ
(Figure 4(a)). The ratio between m‡ ðkdock Þ and
mðKdock Þ; referred to as b‡, has a value of , 0.1,
and suggests that only , 10% of the DASA for the
overall docking process has occurred in the transition state.58,85
Regarding the temperature dependence of docking, a difference in sign of DS and DS‡ has been
taken as evidence for a physical difference between
the docked and transition states.43 However, uncertainty in the exponential pre-factor in the Eyring
equation that defines DS‡ makes this parameter
ambiguous and prevents interpretation of DS‡
relative to DS†.
The multiple small F and Fapp-values, and the
small b‡ provide evidence that both locally and
† DS‡ values are sensitive to the value of the preexponential factor, a, in the Eyring equation: k ¼
a·expðDH‡ =RT 2 DS‡ =RÞ: For chemical reactions in a
vacuum, a has been determined to be approximately
equal to kB T=h ¼ 6:2 £ 1012 s21 ; the frequency of
vibration of the breaking bond (where kB is Boltzman’s
constant and h is Planck’s constant).86 For a polymer in
solution, this is certainly an overestimate of the
maximum observable rate constant for an interaction.17,87
Based on the measured rate of diffusion together of two
residues of a short polypeptide, the a value for proteins
has been roughly estimated at ,106 s21.88 Interestingly, a
dependence of the rate constant of DNA hairpin
formation on loop size extrapolated to zero loop residues
is also ,106 s21.89 Nevertheless, it would be naive to
expect a single value of a to be appropriate for all pairs
of potentially interacting groups within a polymer or
polymer type.
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globally the properties of the transition state for
docking are highly dissimilar from the docked
state. This set of results strongly suggests that the
transition state is not late in the docking process
(Figure 5, ‡3), and an “intermediate” transition
state (‡2) is also unlikely. The remaining model, an
early transition state for docking (‡1), is fully consistent with all of the data. This model is
developed further and refined below.
An early transition state for docking:
conformational search or kinetic trap?
The analysis described above strongly suggests
that the transition state for docking is similar to
the undocked state. Figure 6 presents alternative
models to account for the early transition state for
docking: a conformational search and a kinetic
trap. Based on crystallographic, chemical protection, and small angle X-ray scattering data the
undocked state is thought to be compact and
highly structured, with most characteristics of the
native, docked state.25,34,45,54,90 – 92 If the undocked
state of the ribozyme core were pre-organized for
binding the P1 duplex, the simplest model for an
early docking transition state would be a ratelimiting conformational search. However, comparisons with model systems and additional data
described below suggest that docking is unlikely
to be limited by a conformational search. Instead
we propose that the existence of a kinetic trap,
escape from which includes local reordering,
slows docking. In principle, the barrier for
escaping the kinetic trap could be large, so that
escape from the kinetic trap is rate limiting.
Alternatively, the kinetically trapped state could
be thermodynamically favorable relative to other
intermediates on the reaction coordinate, so that a
step subsequent to breaking the interactions that
stabilize the kinetic trap is rate limiting.
Macromolecular folding entails the establishment of native interactions, accompanied by a
reduction in chain entropy and an increase in
solvent entropy. Folding can be limited simply by
the diffusion together of contact partners.87,93,94
Such a rate-limiting conformational search may be
slow because it is “frustrated” by intramolecular
collisions between different regions of the
polymer95 or because infrequently sampled conformations are required for formation of native
interactions.96 Further along the continuum of possibilities, folding can be limited by escape from
kinetic traps (e.g. see Pandya et al.97). This occurs
when the requirement to break interactions formed
in the course of folding slows the folding rate significantly. Indeed, many RNA folding processes
have been suggested to be dominated by escape
from kinetic traps.1,11,14,29,98,99
Experimentally, the hallmarks for kinetic traps in
RNA folding have been considered to be the acceleration of folding upon addition of urea, increased
temperature, reduced Mg2þ, or introduction of
destabilizing mutations.6,11,29,80 Recently, models

Figure 6. Alternative models to account for an early
transition state for P1 duplex docking. Interactions are
emphasized by dots. (a) A conformational search involving
the P1 duplex and limited regions of the ribozyme core
slows docking. (b) A kinetic trap slows docking of the P1
duplex. As depicted schematically, we conjecture that this
kinetic trap may consist of interactions in J1/2 and/or
interaction between the P1 duplex and the ribozyme, as
well as local misfolding of regions in the core, such as J8/7.

with rate-limiting conformational searches have
been proposed to account for RNA folding events
that are not accelerated by urea or increased
temperature.2,83
The absence of urea dependence for P1 docking
superficially supports a model in which a conformational search limits docking. Alternative
interpretations for the urea and temperature data
are possible, however. Indeed, in at least two
protein systems, intermediates with non-native
interactions that slow overall folding have been
described, but folding is still decelerated by
denaturant.100 – 102 More generally, if there is no net
change in hydrogen bonding or solvent accessible
surface area (in the case of urea81) or net bonding
enthalpy (in the case of temperature) between the
kinetically trapped state and the rate-limiting transition state for escape from the trapped state, then
the observed rate constant would not be sensitive
to these experimental parameters. For example,
escape from the trapped state might involve a
sliding motion with no net change in surface
exposure or a large motion but with an early transition state, so that all exposure occurs after the
rate-limiting barrier. We therefore investigated
further whether a conformational search is rate
limiting for docking.
Docking occurs on the hundreds of milliseconds
time scale, with a rate constant of , 3 s21. If the
three adenosine residues between P1 and P2,
termed J1/2 (Figure 1(a)), were acting as a simple
tether, docking would be expected to occur in tens
of microseconds or faster, similar to the folding
rate of a DNA hairpin with a four residue loop
ðkzip < 105 s21 Þ:103 Further, overall folding of the
, 400 residue Tetrahymena ribozyme can occur at
, 1 s21,104 even though many more degrees of freedom are expected to be lost in overall folding than
in docking from an already structured undocked
state. Folding of other large RNAs occurs at similar
or faster rates.7,17 These data suggest that presumably extensive conformational searches can occur
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much more rapidly than docking and argue
against docking being limited by a conformational
search between the P1 duplex and the preordered
ribozyme core†. In addition, while temperature
dependencies, like urea dependencies, are difficult
to interpret, as expressed above, the observed positive DH‡ value of 12(^ 2) kcal mol21 is greater than
that expected for a diffusion limited process67 and
consistent with an increase of temperature accelerating the breaking of interactions or rearrangement
of solvent in escape from a kinetic trap, as
suggested previously for docking.105
To test the conformational search model more
directly we measured the kinetics of docking of a
P1 duplex formed with a short oligonucleotide
substrate that frees two guanine residues of the
IGS from base-pairing interactions, thereby
lengthening the tether between P1 and the ribozyme (Figure 1(c)). Analogous experiments have
been carried out to assess the contribution of conformational entropy to protein folding.62,106,107 If a
conformational
search
were
rate-limiting,
lengthening the tether between the P1 duplex and
the ribozyme in this manner is most simply
expected to increase the degrees of freedom
involved in the docking process and thus decrease
the rate of docking.108 However, kdock does not
decrease due to this modification; instead, the rate
of docking is increased by , tenfold (Table 1(A)
and Figure 3(d)). This result provides experimental
evidence against a rate-limiting conformational
search for docking and supports instead the
model of a kinetic trap slowing docking.
Analogously, increasing the loop length of a1-antitrypsin, a serpin protein that folds to a kinetically
trapped state, was shown to prevent accumulation
of the trapped state.109
The basis for faster docking of the shortened P1
is under exploration. The simplest hypothesis is
that the shortened substrate relieves constraining
† For a perspective on the magnitude of the rate
constant for docking we can utilize a simple probabilistic
model, in which the rate constant for an interaction
varies approximately by kfold ¼ ko ·CN ; where ko is the
maximal rate constant for interacting, C is the fraction of
conformations of a group that can interact, and N is the
number of independent ligands involved. If multiple
independent regions must be correctly aligned to
support docking (i.e. large N) and/or the probability of
correct alignment of any or all of ligands is small (i.e.
small C) then kfold becomes very slow. Nonetheless, using
a rough estimate of ko ¼ 1 ms21 based on hairpin89 and
polypeptide data,88 N and C must take on surprising
values in order to approach the slow rate of docking. If
C ¼ 1=3; the estimated value of N that would give kdock
of 3 s21 is N < 10: Ten independent regions that must
come together for docking to occur is a large number
given the evidence that the ribozyme is largely prefolded in the absence of the P1 duplex (Figure
1(a)).34,50,53 – 55 Alternatively, if N ¼ 3; for the regions
involved in docking, namely P1, J1/2, and J8/7, then C
becomes , 0.014, such that only 1/70th of conformations
for each region would support docking.
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interactions between P1 and other regions of the
ribozyme resulting in accelerated docking. Consistent with conformational restriction of P1 in the
undocked state, cross-linking experiments with a
highly reactive azidophenacyl group at the end of
the IGS show a predominant cross-link with a
residue in P2 in the undocked state.74,110 Additionally, a residue within J1/2 (Figure 1(a)) is modified
strongly by dimethyl sulfate in the docked state
but not in the undocked state,34,111 suggesting a significant change in the conformation of J1/2 upon
docking. Lengthening and shortening J1/2 have
similar effects on the cleavage position within the
P1 duplex providing further evidence that this
region does not act as a simple tether.36,112 The
shortened P1 duplex may stack less well on J1/2
than the full length duplex, freeing P1 to achieve
the docking transition state more frequently. Similarly, the observation of small (, twofold) increases
(with modifications to the IGS) and small decreases
(with modifications to S) in kdock may be due to
destabilization or stabilization, respectively, of
non-native interactions between P1 and the
ribozyme in the undocked state.
Importantly, the rate constant of , 30 s21 for
docking with the shortened P1 duplex remains
two to three orders of magnitude slower than
expected for formation of a simple intramolecular
RNA structure.89,103 Thus, there may be significant
additional barriers to docking beyond the possible
mispositioning of the P1 duplex and J1/2 in the
undocked state. Other regions that might require
rearrangement in the process of docking are those
in the core with which P1 has been proposed to
interact, namely the J4/5 loop and J8/7.45,50,51 J8/7
is a particularly good candidate for a structural
rearrangement as it is the longest unduplexed
region in the ribozyme.50 In principle J8/7 could
be unstructured and require a conformational
search to attain the docked state, perhaps to a
state that includes infrequently sampled conformers. However, the observation of protection
against hydroxyl radicals of the J8/7 backbone25
suggests instead that J8/7 is structured. Thus, we
conjecture that J8/7 has an incorrect structure(s) in
the undocked state that must be disrupted to support docking. This model is consistent with the
high propensity of each RNA residue to interact
with each other one through stacking, hydrogen
bonding between bases,113 and hydrogen bonding
with the 20 -hydroxyl groups of the ribose rings.
Indeed, hairpin formation was proposed to be
slowed by myriad local misfolded structures.103
Further, in the context of the preformed ribozyme
core, the propensity for formation of moderately
stable structures may redouble as a result of prealignment of multiple residues.
In summary, a kinetic trap in the undocked state
involving J1/2 and possibly J8/7 provides the
simplest model to account for the dissimilarity
between the transition state and the docked state,
the slow rate of docking, the positive DH‡ ; and the
absence of rate decrease upon unpairing residues
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within the P1 duplex. Nevertheless, conformational search models in which a large number of rare
conformations must be attained to support docking
and/or in which intra-chain collisions slow the
search cannot be wholly excluded. Both classes of
models (Figure 6) imply that the catalytic site of the
ribozyme is not fully pre-organized for P1 binding.
Indeed, recent experiments provide a strong precedent for rearrangements within the ribozyme
active site: guanosine binds to the ribozyme several
orders of magnitude slower than diffusional encounter, and rearrangements of functional group interactions have been identified within ribozyme
complexes with substrates and products.70,77,114
Another example of an alternative local structure in
the context of a cooperatively folded RNA is the
alternative pairing of P3 in a misfolded Tetrahymena
ribozyme structure that is otherwise similar to the
native fold by chemical protection.12,13,29
The emerging picture of misorder in the Tetrahymena ribozyme core suggests that even large,
cooperatively folded RNAs can have local regions
that lack native structure. These regions become
appropriately ordered in the course of folding or
reaction, much like the structural accommodation
between binding partners described for numerous
small RNAs.115,116 Modifications to selected tertiary
interactions involved in tRNA and P4 –P6 folding
were also observed to have no effect on the folding
rates of these RNAs.17,20 The apparent observation
of early transition states in these processes as well
as in docking may arise because rearrangement
from alternative structures is a common feature of
these and other RNA folding and binding events.
The challenge remains to discern to what degree
RNA’s propensity for alternative conformations
has interfered with biological function and, conversely, to what degree this propensity has
enhanced function. Has the propensity for multiple
states facilitated the use of RNA in complex
reactions that utilize successive structural states,
and has nature taken advantage of these multiple
states to regulate processes?

Materials and Methods
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Single-molecule measurements
For single molecule fluorescence resonance energy
transfer (FRET) assays, ribozymes were annealed with
donor-labeled (Cy3) oligonucleotide substrate and acceptor-labeled (Cy5), biotinylated tether and bound to a
streptavidin-coated glass surface for visualization with a
confocal microscope (Figure 2). Minor modifications to
previous protocols68 are described in Supplementary
Material. Unless stated otherwise, experiments were
carried out at 22(^1) 8C, 10 mM MgCl2, 50 mM sodium
Mops (3-[N-morpholino]propanesulfonic acid) (pH 7.0),
with an oxygen scavenging system consisting of 10%
(w/v) glucose, 1% (v/v) b-mercaptoethanol), ,50 mg/
ml glucose oxidase (Roche Molecular Biochemicals),
10 mg/ml catalase (Roche Molecular Biochemicals). Control experiments with wild-type ribozyme showed that
lower and higher glucose (3% and 13%) did not affect
the rate and equilibrium constants for docking within
error (data not shown). For experiments with urea,
oxygen-scavenging enzymes were incubated with the
buffer for five to ten minutes before addition of urea.
Docked and undocked states, indicated by high and
low FRET events, respectively, were identified based on
quantitative criteria for FRET and relative fluorescence
signals as described in Supplementary Material. The
reported equilibrium constants for docking ðKdock Þ are
the ratio of the total time spent in the docked and
undocked states. The rate constants for docking ðkdock Þ
and undocking ðkundock Þ were determined by fitting
plots of the cumulative number of undocked and docked
events observed with each dwell time, respectively
(Figure 3). The observed dwell times for events attributed to the undocked state for wild-type ribozyme and
other complexes with Kdock greater than ,5 are not well
described by a single exponential (Figure 3(a) and (b)).
A similar number of short-duration, low-FRET events
that fulfill the criteria for undocking were identified for
a control DNA duplex with a Cy3– Cy5 pair at one end
(Figure 3(a)). This and additional observations suggest
that the fast phase in the undocked time plot is due to
photophysical events, termed “blinking” events, and is
thus unrelated to the ribozyme (see Supplementary
Material). Other corrections to the reported rate constants were made for systematic biases due to time trace
truncation and undercounting of short docked events
(Supplementary Material). These modifications improve
the accuracy of the reported rate constants by #twofold and the agreement between equilibrium constants
calculated from total times and the ratio of rate constants, but are not necessary for the conclusions made
herein.

Reagent preparation
Oligonucleotide substrates were purchased from
Dharmacon, Inc. (Lafayette, CO) and labeled with Cy3
as described.68 For single molecule measurements, the
well-characterized L-21 Sca I ribozyme or a ribozyme
with an extended IGS (L-16, having an additional 50 GGUUU sequence)27 was extended at the 30 end by 27
residues (T; Figure 1(a)) for annealing to a biotinylated
DNA tether.68 Ribozymes with IGS modifications were
created by ligation of a synthetic oligonucleotide to a
transcribed L-38, T ribozyme with minor modifications
to previous protocols47,117 using low Mg2þ and a 44mer
DNA oligonucleotide complementary to the 30 end of
the ribozyme to prevent 30 end processing. After gel
purification, ligated molecules were .90% of the population as judged by kinase exchange labeling.118
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