Mechanodelivery of nanoparticles to the cytoplasm of living cells†
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Nanotechnology has opened up the opportunity to probe,
sense, and manipulate the chemical environment of biological systems with an unprecedented level of spatiotemporal
control. A major obstacle to the full realization of these
novel technologies is the lack of a general, robust, and simple method for the delivery of arbitrary nanostructures to
the cytoplasm of intact live cells. Here, we identify a new
delivery modality, based on mechanical disruption of the
plasma membrane, which efficiently mediates the delivery
of nanoparticles to the cytoplasm of mammalian cells. We
use two distinct execution modes, two adherent cell lines,
and three sizes of semiconducting nanocrystals, or quantum dots, to demonstrate its applicability and effectiveness. As the underlying mechanism is purely physical, we
anticipate that such “mechanodelivery” can be generalized
to other modes of execution as well as to the cytoplasmic
introduction of a structurally diverse array of functional
nanomaterials.
Owing to their unique photoluminescence (PL) or scattering
properties, many nanomaterials have found use as complementary optical probes to fluorophores and fluorescent proteins in the investigation of biological systems. Semiconducting nanocrystals, or quantum dots (QDs), nanodiamonds, and
metallic nanomaterials 1 have been used as reporters in immunofluorescence, 2,3 cell or protein tracking, 4,5 and pH, 6,7
temperature, 8–10 or chemical 11 sensing applications. Furthermore, a myriad of functional nanomaterials have been developed to not only probe but manipulate the cellular microenvironment with unprecedented spatiotemporal control. For example, silica or protein-based delivery vehicles can be triggered to release chemical stimuli on demand, 12–15 and magnetic nanoparticles can be conjugated to biomolecules and
moved to locally initiate gene expression 16 or tubulin polymerization. 17 These tools will no doubt become integral for
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elucidating the complex networks of events which unfold in
the intracellular space.
Yet much of the intracellular space is inaccessible to researchers due to the persistent difficulty of delivering arbitrary
nanomaterials to the cytoplasm. Typically, without electrical, chemical, or mechanical intervention, exogenous materials passively enter cells through endocytosis and remain sequestered in vesicles. Although many techniques have been
developed to deliver small molecules, proteins, and nucleic
acids to the cytoplasm, 18 most do not translate directly to
nanomaterial delivery. For example, electroporation and lipofection are commonly used to deliver nucleic acids, but they
only can deliver aggregates of QDs. 19 As a result, both techniques are impractical for experiments that require nanomaterials to be conjugated to specific intracellular proteins or structures. Thus new delivery modalities are required to specifically address the problem of nanomaterial delivery.
Many nanomaterial delivery modalities have been proposed, 20,21 including chemical loading vectors, such as peptides 22 or polymers; 23,24 mechanical stress techniques, such
as microinjection; 19 and fabricated devices, such as nanowire
arrays 25 or microfluidic channels for non-adherent cells. 26
All of these techniques have successfully delivered nanomaterials to the cytoplasm; however, their widespread adoption is hindered by a lack of either generality or accessibility. For example, chemical loading vectors must be complexed with the nanoparticle surface to be effective, and it
is unclear whether this can be performed on diverse materials. In contrast, microinjection can deliver almost any probe
of interest, regardless of material composition, to the cytoplasm; however, the procedure is labor intensive, extremely
low-throughput and often lethal. Many of these obstacles are
overcome by fabricated devices, which are equally general and
substantially improve on throughput and cell viability when
compared with microinjection. Unfortunately, because their
fabrication and/or operation requires sophisticated equipment
and expertise, at this point they remain largely inaccessible
to general research groups. A nanomaterial delivery modality
which is both general and accessible has remained elusive; the
community would benefit greatly from having such a delivery
modality.
A review of the currently available methods for cytoplasmic
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Fig. 1 Mechanodelivery concept. (a) Nanoparticles are typically excluded from the cytoplasm. During mechanodelivery,
generic mechanical force is employed to disrupt the plasma
membrane, allowing nanoparticles to diffuse through membrane wounds. Membrane wounds heal rapidly through endogenous mechanisms. Two specific implementations, (b)
bead- and (c) scratch-loading are described in the text.

nanoparticle delivery leads us to reason that a delivery method
based on mechanical forces will be general for nanoparticles
and nanostructures because it will be independent of both surface chemistry and biological responses (see Fig. 1a). The
remaining criterion is accessibility, ideally the simpler the execution method the better because then more practioners in
the community can benefit from such a method. A literature
survey brings us to a suite of elegant techniques, originally introduced by McNeil and co-workers over two decades ago. 27
These methods use glass beads, narrow-gauge needles, or
other implements to tear small, survivable holes in the plasma
membrane. Notably, these techniques could routinely deliver
fluorescently-labeled dextran to the cytoplasm of mammalian
cells. The simplicity makes these methods extremely appealing; however, it is not apparent whether they can be directly
translated to nanomaterial delivery, or if, as with electroporation, they are primarily applicable to soft macromolecules.
Here, we generalized two distinct mechanical stress techniques, bead- 28 and scratch-loading, 29 to delivering nanomaterials to the cytoplasm of adherent mammalian cells. To perform bead-loading, cells were grown on a glass coverslip and
bombarded with ∼250-µm glass beads (see Fig. 1b). Alternately, scratch-loading was performed by repeatedly dragging
a 30-gauge needle across the cell monolayer (see Fig. 1c).
Although they differ radically in execution, both mechanical actions create transient disruptions in the plasma membrane which enable exogenous materials to diffuse into the
cytoplasm. These mechanical disruptions heal very rapidly
in a physiological, calcium-mediated process; for example,
micron-sized disruptions in the plasma membrane of Swiss3T3 fibroblasts heal within 10 to 120 s, 30 depending on the
2|
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Fig. 2 Cytoplasmic delivery of QDs by bead- and scratchloading. (a-d) False color epifluorescence (top) and brightfield
(bottom) images of live cells were acquired three hours after
treatment. Trypan blue was included in the imaging medium
to quench PL arising from extracellular QDs. NIH/3T3 murine
fibroblasts (a) and WPE1-NB11 prostate epithelial cells (b)
bead-loaded with 1 µM QDs. NIH/3T3 (c) and WPE1-NB11
(d) cells scratch-loaded under identical conditions. Successful
QD delivery is evidenced by the observation of diffuse cytoplasmic PL (e.g. arrow C in b), in contrast with vesicular PL,
which most likely results from endocytic uptake (e.g. arrow V
in b). (e) Close up epifluorescence (left) and brightfield (right)
images of an NIH/3T3 fibroblast bead-loaded as in (a) clearly
showing diffuse QD labeling. Scale bars are 50 µm.

concentration of extracellular calcium. For this proof-ofprinciple study, CdSSe/ZnS core/shell QDs (emission maximum 525 nm, see Fig. S2†) were used as a representative
nanomaterial as they are easily detected by conventional fluorescence microscopy and can be produced in a range of diameters while maintaining homogeneous emission properties.
We first demonstrate that both techniques can deliver QDs
to the cytoplasm of NIH/3T3 murine fibroblasts (ATCC CRL1658), a common cell culture line. Fibroblasts were subjected
to bead- or scratch-loading in the presence of 1-µM QDs and
subsequently visualized by epifluorescence microscopy. To
firmly establish the intracellular origin of any observed PL,
trypan blue was included in the imaging medium to quench
any PL arising from extracellular QDs. 31,32 We used trypan
blue at a concentration of 40 µg/ml which has a quenching
efficiency of > 90% (determined in vitro, see Fig. S3 and SI
for details†). Despite the inclusion of this quencher, diffuse
cytoplasmic QD PL was observed in a subset of both bead-
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(Fig. 2a) and scratch-loaded (Fig. 2c) fibroblasts (also see
Figs. S8, S10†). A close-up image of a single cell more clearly
illustrates the cytoplasmic labeling pattern (Figs. 2e, S8†).
The cytoplasmic origin of QD PL is further confirmed by the
maintenance of QD-labeling in a subset of treated NIH/3T3 fibroblasts even after passaging for one generation (Fig. S12†).
The incidence of QD-labeled cells was consistent with the purported mechanisms of plasma membrane damage: after beadloading, labeled cells were clustered together (Fig. 2a); and after scratch-loading, they were present only near wounds in the
monolayer (dotted lines, Fig. 2c). These observations showed
that both techniques successfully delivered QDs to the cytoplasm.
Next we established the generalizability of both techniques with respect to cell line. The identical bead- and
scratch-loading procedures were performed with WPE1NB11 prostate epithelial cells (ATCC CRL-2851), a distinct
adherent mammalian cell line. Similar to the fibroblasts, a
subset of bead- (Fig. 2b) and scratch-loaded (Fig. 2d) epithelial cells exhibited diffuse cytoplasmic QD PL even in
the presence of trypan blue (also see Figs. S9, S11, S13†).
However, minor differences were observed between cell lines.
In comparison with fibroblasts, epithelial cells exhibited increased punctate QD PL (arrow V, Fig. 2b), indicative of QD
uptake through endocytosis. If endocytosis occurs during the
procedure, it may be suppressed by performing the techniques
at 4◦ C. Alternately, if QDs bind non-specifically to the cell
surface and are not removed during washes, endocytosis may
occur after the procedure. This could be minimized changing
the passivating ligands used during QD water solubilization
or pre-blocking QDs with serum to prevent non-specific binding. The integrity of the epithelial cell monolayer was also
maintained better after treatment. These results suggest that
cell-line-dependent properties such as rate of endocytosis and
adhesion to the substratum may be a primary source of variability among cell lines.
Epifluorescence observation indicated that the two mechanical force delivery methods successfully introduced QDs to
many cells in the population (Figs. S10, S11†), making them
amenable to high-throughput studies (as opposed to, e.g. microinjection delivery).
Flow cytometry was employed to
quantify the extent of QD labeling in cell populations after
treatment. NIH/3T3 fibroblasts were subjected to bead- or
scratch-loading with 1-µM QDs and then immediately analyzed on a flow cytometer for QD PL and viability (Fig. 3).
Representative histograms of QD PL from bead- and scratchloaded fibroblasts are shown in Figs. 3a and b. QD-labeled
cells were clearly distinguished from unlabeled cells as a subpopulation which exhibited broad, elevated PL (insets). This
is consistent with epifluorescence observation, where successful QD delivery was observed only in a subset of cells (Figs. 2,
S10, S11†).

Fig. 3 Flow cytometric analysis of NIH/3T3 fibroblasts immediately after bead- and scratch-loading with QDs. Representative PL histograms of bead-loaded (solid line, a), and scratchloaded (solid line, b) fibroblasts. PL histograms of untreated
fibroblasts, which were incubated with QDs for the same duration but not subjected to either treatment, are shaded in gray
(dotted line). (insets) The same histograms as in the main
chart with counts multiplied by 10 for clarity. Black arrow indicates PL intensity below which 99% of the untreated population
falls. Cells with PL intensity greater than this value were considered to be successfully labeled by QDs. (c) Cell viability, determined by PI staining, of fibroblasts after various treatments.
Control population represents cells which were not exposed to
QDs at all. (d) Percentage of fibroblasts successfully labeled
with QDs after various treatments. Statistical significance: an
asterisk * indicates a p-value < 0.05 for shown comparison;
where no specific comparison is shown, p-value < 0.05 for all
comparisons. “ns” indicates that the difference is not significant
(p-value > 0.05). See SI† for details on significance tests.

Simultaneous viability staining with propidium iodide
(PI) revealed that bead- and scratch-loaded cells maintained
greater than 95% viability, which was not significantly different (p-value >0.15) from either control or untreated cells
(Fig. 3c). In comparison, fibroblasts subjected to a typical
electroporation protocol showed significantly compromised
viability (see SI for protocol†). We also observed that QDlabeled cells could be passaged through at least one generation
(see Figs. S12, S13†). This is another indication that neither
the mechanical delivery nor the QD-labeling adversely affects
cell viability.
To complete the evaluation of population-level delivery, we
quantified the percent of cells labeled with QDs. As a conservative estimate of QD-labeling, cells with PL intensity greater
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than 99% of the untreated population (black arrow, insets of
Figs. 3a and b) were considered successfully labeled. By this
metric, bead- and scratch-loading delivered QDs to 7 ± 1%
and 9 ± 2% of NIH/3T3 fibroblasts, respectively (Fig. 3d).
We next investigated the efficiency of the two delivery
methods. To this end, we designed a flow cytometric assay
to simultaneously probe the incidence of plasma membrane
damage and QD-labeling. 70-kDa tetramethylrhodamine dextran (TMR-Dextran) was used as a standard marker of plasma
membrane damage 33 and included with QDs in the loading
solution during treatment. Two parameter scatter plots of
untreated, bead-loaded, and scratch-loaded NIH/3T3 fibroblasts are shown in Figs. 4a-c. TMR-Dextran labeling revealed
that a larger percent of bead-loaded cells, 18±3%, sustained
membrane damage when compared with scratch-loaded cells,
14±2% (Fig. 4d). Of this damaged population, 36±3% and
51±2% of bead- and scratch-loaded cells, respectively, were
successfully labeled with QDs (data analysis is described in
the SI, see Figs. S4-S7†). Both of these delivery efficiencies compare favorably with McNeil and co-workers’ delivery
of fluorescent dextrans 28,34 and with QD delivery by a microfluidic device. 35 This suggests that these simple mechanical stress techniques are largely undiscriminating towards exogenous materials, thereby mediating the delivery of nanoparticles nearly as efficiently as that of soft macromolecules. It
is expected that the yield of labeled cells can be proportionally increased by increasing the number of cells which incur
plasma membrane damage. Scratch-loading was also slightly
more efficient than bead-loading at delivering QDs (∼50%
versus ∼40% efficiency), indicating a subtle difference in their
mechanism of action. Thus gains in either throughput or delivery efficiency may be realized by new delivery strategies,
which rely on the same general mechanism but are executed
by different mechanical actions.
To further establish the scope, we investigated the efficiency
of delivering a range of QD sizes to NIH/3T3 fibroblasts. A
size panel of QDs with similar emission maxima but different
diameters (7, 10, and 15 nm) was synthesized by coating the
same CdSSe core with increasing monolayers of ZnS (see Table S1 and Fig. S1†). After transfer to aqueous buffer, the
hydrodynamic diameter of QDs was increased by +18–20 nm
(Table S1 and Fig. S1†). The results of this size dependent assay are summarized in Fig. 4e. Again, TMR-Dextran was included in the loading solution to serve as a marker of plasma
membrane damage. Both techniques resulted in the quantitative delivery of all sizes of QDs. Notably, the efficiency
of scratch-loading exhibited little size dependence ( p-value
> 0.08 for all comparisons). In contrast, bead-loading was
found to be modestly dependent on QD size, with 7-nm QDs
showing significantly ( p-value < 0.05) higher delivery efficiency than either 10-nm or 15-nm QDs. This result suggests
that scratch-loading induces larger membrane disruptions than
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Fig. 4 Efficiency of QD labeling by bead- and scratch-loading.
Representative two parameter scatter plots of untreated (a),
bead-loaded (b), and scratch-loaded (c) NIH/3T3 fibroblasts
where TMR-Dextran and QDs were included in the loading solution. Dashed lines divide events into quadrants, numbered in
(a), which were used to calculate efficiency. Quadrants I and
III designate cells which sustained membrane damage (TMRDextran positive); quadrant III designates cells which both sustained membrane damage and were labeled with QDs (TMRDextran and QD positive). (d) Percent of fibroblasts labeled
with TMR-Dextran after various treatments. (e) Efficiency of
labeling fibroblasts by three sizes of QDs, calculated as the
percent of cells which sustained plasma membrane damage
which also exhibited successful labeling with QDs. Statistical
significance: an asterisk * indicates a p-value < 0.05 for shown
comparison; where no specific comparison is shown, p-value
< 0.05 for all comparisons. “ns” indicates that comparison is
not significant (p-value > 0.05). See SI† for details on significance tests.

bead-loading. Regardless of technique, the measured delivery
efficiency of 30 − 50% for all sizes of QDs indicates that these
disruptions must be much larger than the maximum hydrodynamic QD diameter of ∼34 nm evaluated here. On this basis,
we anticipate that mechanical force based delivery methods, in
particular the simple and accessible bead- and scratch-loading
methods, will be suitable for the cytoplasmic introduction of
other structurally diverse nanomaterials.
An important goal of cytoplasmic delivery is to target
nanoparticles and nanostructures to organelles or proteins to
specifically image, sense, or manipulate their local environment. Thus as a final evaluation of these two mechanical
stress techniques, we illustrate that QDs introduced by beadand scratch-loading could be successfully translocated to an
intracellular target. Nuclear targeting was chosen as a suit-
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Fig. 5 Nuclear targeting of NLS-QDs after introduction by
bead- and scratch-loading. NIH/3T3 fibroblasts bead-loaded
(a) and WPE1-NB11 cells scratch-loaded (b) with TMRDextran and NLS-QDs. TMR-Dextran (red) serves as a marker
of plasma membrane damage. NLS-QDs (green) were translocated to the nucleus, based on co-localization with Hoechst
33342 (blue), only in wounded cells (e.g. marked by W arrow).
In contrast, no nuclear labeling by NLS-QDs is visible in nonwounded cells (e.g. marked by NW arrow). Scale bars are 25
µm.

able proof-of-concept because it provided clear evidence of
successful targeting in optical imaging based assays. Peptides derived from the nuclear localization sequence (NLS) of
the SV-40 large T-antigen have previously been used to target fluorophores, 36 proteins, 37 and QDs 19,38 to the nucleus of
mammalian cells. We made use of the extensively reported 39
method of histidine-tag coordination to the ZnS surface of
QDs to produce robust, targeted NLS-QD conjugates. Fig. 5a
shows representative epifluorescence images of NIH/3T3 fibroblasts three hours after bead-loading with NLS-QDs and
TMR-Dextran, which again served as a marker of plasma
membrane disruption (also see Fig. S14†). Nuclear localization of NLS-QDs (green), confirmed by co-localization with
cell-permeant DNA stain Hoechst 33342 (blue), was observed
only in membrane-disrupted cells (red). Similar results were
obtained when the same assay was repeated with scratchloading in WPE1-NB11 cells (Fig. 5b, S15†). The observation of nuclear localization only in those cells also labeled by
TMR-Dextran confirms that plasma membrane tearing is necessary for targeting to occur. Importantly, this experiment establishes that the functional moieties grafted on QD surface remain accessible for biochemical recognition once introduced
to the cytoplasm. Thus we anticipate that both bead- and
scratch-loading will be useful for implementing any number
of orthogonal strategies for targeting nanoparticles to specific
intracellular proteins or organelles.
The development of a myriad of functional nanomaterials
for sensing and manipulating chemical systems has exciting
implications for biology and medicine. However, the delivery
of arbitrary nanomaterials to living systems remains a persis-

tent obstacle to the implementation of these novel technologies. Although many efficient solutions to the problem of
nanomaterial delivery have been proposed, they typically suffer from steep trade-offs between generality and accessibility. Thus there is a need for the community to have a simple and widely deployable method that can effectively deliver
nanoparticles and nanostructures into the cytoplasm of living
cells. In this report, we have identified that a mechanical
force based delivery modality is general because it does not
rely on cellular mechanism nor does it require special surface
chemistry for the delivery. For the latter accessible requirement, inspired by the pioneering works of McNeil et al., we
have been able to expand the scope of two of their delivery
methods—which are also based on mechanical forces—and
generalize them to delivering nanoparticles to live-cell cytoplasm. Together with other delivery methods based on mechanical forces, 19,25,26 the present work allowed us to conceptualize “mechanodelivery,” which emerges as a general nanomaterial delivery modality. While we have demonstrated and
characterized in detail two execution modes—the bead- and
the scratch-loading methods—as simple, robust, and broadly
accessible, we anticipate that additional innovative execution
modes which exploit the mechanodelivery concept will prove
useful for introducing a structurally diverse array of functional
nanomaterials to the cytoplasm.

Experimental
Cell culture
All cell lines were maintained at 5% CO2 and 37◦ C.
NIH/3T3 murine fibroblasts (ATCC CRL-1658) were cultured
in DMEM (Gibco) supplemented with 10% bovine serum and
used at passages 20–40. WPE1-NB11 prostate epithelial cells
(ATCC CRL-2851) were cultured in Keratinocyte serum free
medium (Gibco) supplemented with 0.05 mg/ml BPE and 5
ng/ml EGF and used at passages 14–25. Cells were seeded on
25-mm glass coverslips (Warner Instruments) and cultured for
2–3 days (70–80% confluence) before treatment. For fibroblasts only, coverslips were coated with 10 µg/ml 30–70 kDa
poly-D-lysine (Sigma) before plating cells.
Synthesis and passivation of CdSSe/ZnS core/shell QDs
CdSSe cores were synthesized following a previously reported
procedure 40 . Monolayers (MLs) of ZnS were added to CdSSe
cores following the SILAR procedure 41 , were 0.8 ML of ZnS
was added each cycle 40 . A size panel of QDs with nominal diameters of 7, 10, and 15 nm was produced by coating CdSSe cores with 4, 8, and 12 MLs of ZnS, respectively.
The actual QD diameters were measured in toluene with dynamic light scattering (90-Plus, Brookhaven Instruments) to
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be 7.2±0.8 nm, 10.5±0.2 nm, and 14.7±0.1 nm (see Table S1
and Fig. S1†).
QDs were transferred to the aqueous phase by passivating with dithiol methoxy poly(ethylene glycol) ligands
(lipoamide-dPEG12, Quantabiodesign). Detailed description
of phase transfer and passivation procedure is supplied in
the SI†.
The diameters of PEG-coated 7, 10, and 15
nm QDs were measured again with DLS and found to be
27.2±1.0, 28.9±3.5, and 33.9±0.6, respectively (see Table S1
and Fig. S1†). For nuclear targeting, QDs were incubated with
His-NLS peptide (see SI for sequence†) 19 at a peptide:QD ratio of 100:1 for 30–45 minutes and used immediately for loading. 42
Bead- and scratch-loading procedures
Cells grown on coverslips were washed with 1% Pluronic F-68
(Gibco) in Dulbecco’s phosphate buffered saline without calcium and magnesium (DPBS- -, Gibco). All liquid was aspirated and 50-µl loading solution containing 1-µM QDs and/or
1-mg/ml TMR-Dextran (Molecular probes) was applied to
the surface. Unless otherwise noted, 10-nm QDs were used.
Bead- or scratch-loading was then performed as described by
McNeil and co-workers 28,29 using 200-300 µm acid-washed
glass beads (Sigma) or a 30-gauge needle (BD), respectively.
The duration of exposure to loading solution was held constant at 45-seconds for all procedures. After treatment, cells
were washed with warmed DPBS with calcium and magnesium (DPBS++, Gibco). Treated cells were then returned to
culture in complete medium.
Microscopy
Coverslips with treated cells were imaged in a live cell imaging chamber (Warner Instruments) on an inverted epifluorescence microscope (AxioObserver, Zeiss) with either a 20x
0.5NA air objective or a 40x 1.3NA oil immersion objective
(EC Plan Neofluar, Zeiss). DPBS++ was used as an imaging medium; where noted, trypan blue (Gibco) was included
at a final concentration of 40-µg/ml. For nuclear staining,
cells were incubated with 10-µg/ml Hoechst 33342 (Molecular
Probes) for 10 minutes. For epifluorescence, a mercury lamp
(Series 120Q, XCite) was used as an excitation source. Images were acquired with an air-cooled CCD camera (Orca-R2,
Hamamatsu) that was controlled by a commercial software
package (HCImageLive). False coloring, overlays, and image
adjustment were carried out with Adobe Photoshop. The excitation (EX), dichroic (DC) and emission (EM) filters used to
image fluorophores or QDs were as follows. QDs: EX 470/40,
DC 495, EM 525/50 (Filter set 38-HE, Zeiss); TMR-Dextran:
EX 546/10, DC 565, EM 620/40 (Chroma); Hoechst 33342:
EX 436/25, DC 455, EM 480/45 (Filter set 47, Zeiss).
6|
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Flow cytometry
Cells were treated on coverslips, recovered in complete
medium for approximately 10 minutes, and collected by
trypsinization into DPBS- - containing 2% fetal bovine serum
(FBS, Gibco). Samples were held on ice until analysis on
a BD LSR-II cytometer (BD Biosciences). To assay viability (Fig. S4†), propidum iodide (PI, Molecular Probes) was
added to a final concentration of 1-µg/ml immediately before
analysis. At minimum 10,000 events, considered to be cells
based on forward and side scatter (see Fig S3†) were recorded
for each sample. The channels, laser excitation wavelengths
(EX) and emission filters (EM) used to collect QD or fluorophore emission were as follows. QDs: FITC-A channel,
EX 488, EM 525/50; PI: PI-A channel, EX 488, EM 610/20;
TMR-Dextran: DsRed channel, EX 561, EM 585/42. Data
was analyzed using a commercial software package (FlowJo);
a detailed description of this analysis is described in the SI†.
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