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PURPOSE. Second harmonic generation signals (SHG) are emitted preferentially from
collagenous tissue structures and have been used to evaluate photochemically-induced
(CXL) crosslinking changes in the cornea. Since therapeutic tissue crosslinking (TXL) using
sodium hydroxymethylglycinate (SMG) of the sclera is a potential treatment for high myopia,
we explored the use of SHG microscopy to evaluate the effects.

METHODS. Single sub-Tenon’s (sT) injections (400 lL) using SMG (40–400 mM) were made at
the equatorial 12 o’clock position of the right eye of cadaveric rabbit heads (n ¼ 16 pairs).
After 3.5 hours, laser scanning microscopy (LSM) was performed using laser excitation at 860
nm and emission detection between 400 to 450 nm. Pixel density and fiber bundle
‘‘waviness’’ analyses were performed on the images. Crosslinking effects were confirmed
using thermal denaturation (Tm) temperature. Comparison experiments with riboflavin
photochemical crosslinking were done.

RESULTS. Therapeutic tissue crosslinking localization studies indicated that crosslinking
changes occurred at the site of injection and in adjacent sectors. Second harmonic generation
signals revealed large fibrous collagenous bundled structures that displayed various degrees of
waviness. Histogram analysis showed a nearly 6-fold signal increase in 400 mM SMG over 40
mM. This corresponded to a DTm ¼ 138C for 400 mM versus DTm ¼ 48C for 40 mM.
Waviness analysis indicated increased fiber straightening as a result of SMG CXL.

CONCLUSIONS. Second harmonic generation signal intensity and fiber bundle waviness is altered
by scleral tissue crosslinking using SMG. These changes provide insights into the
macromolecular changes that are induced by therapeutic crosslinking technology and may
provide a method to evaluate connective tissue protein changes induced by scleral
crosslinking therapies.

Keywords: sodium hydroxymethylglycinate, tissue crosslinking, high myopia, sclera, second
harmonic generation microscopy

Progressive myopia currently is postulated to be potentially
treatable through scleral crosslinking, which makes sense

given that blocking collagen crosslinking can increase form-
deprivation (FD)–induced myopia.1 Elsheikh and Phillips2

recently have discussed the feasibility and potential of using
riboflavin photochemistry (as has been used on the cornea for
the treatment of keratoconus), for posterior scleral stabilization
to halt axial elongation. Although successfully used for treating
destabilization of the anterior globe surface, that is, the corneal
bulging seen in keratoconus, accessing the opposite end of the
globe for posterior scleral crosslinking requires surgical access to
the region, which has its own set of associated issues. Previous
attempts at scleral crosslinking (sCXL) using UVA-riboflavin–
mediated photochemical crosslinking (CXL) also were reported,
although difficulty accessing the posterior sclera with an
ultraviolet (UV) light source was a concern3,4 as well as changes
in electroretinographic (ERG) amplitudes following CXL in rabbit
sclera.5 More recently, the ‘‘CXL’’ approach has been used

successfully to halt axial elongation in visually form-deprived
rabbits (by tarsorrhaphy), although multiple regions of posterior
sclera required separate irradiation zones.6

Although the CXL technique is being used successfully for
stabilizing the cornea, treating the sclera in the same way
presents a different set of challenges and may not be the best
method to induce tissue mechanical property change. In this
regard, injection of a chemical stabilizing agent via the sub-
Tenon’s (sT) space could represent a simpler way to treat the
posterior sclera, avoiding the need for UV light exposure. This
technique is well known as a useful method of inducing ocular
anesthesia.7–9 Wollensak10 has described previously the use of a
sT injection using glyceraldehyde (a chemical crosslinking
agent similar in concept to the FARs described in this study) to
stiffen the rabbit sclera10 and genipin has been shown to limit
axial length in FD guinea pigs.11,12 These investigators have
demonstrated an advantage of using a soluble chemical agent
over the photochemical (CXL) technique. Making an injection
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into sT space is much simpler than carrying out the
photochemical procedure, which requires a surgical procedure
to access the posterior sclera with a UV light source. Thus,
scleral crosslinking using an injectable chemical agent of some
type, such as the FARs,13 could provide a means to halt the
progression of scleral elongation seen in myopia.

Our approach is to use a chemical crosslinking solution of
sodium hydroxymethylglycinate (SMG), delivered via sT
injection. In previous studies from our lab we have been
applying this chemical crosslinking agent to the cornea, but
changing the target tissue for crosslinking to sclera could be
useful. The previous experiments indicated that a concentra-
tion-dependent crosslinking effect could be obtained using
SMG, with effects ranging well above those achieved with
standard CXL as determined by thermal analysis.14

Second harmonic generation microscopy (SHGM) is a
promising method for evaluating therapeutic collagen cross-
linking. It has been known for more than 30 years that fibrillar
collagens in tissues emit SHG signal.15 However, only recently
could high-resolution images be obtained.16 Collagen is
uniquely suited for imaging by SHG signal and is the major
SHG signal generator in the extracellular space. Second
harmonic generation signals using LSM have been used
successfully for imaging collagens in a variety of tissues,
including tendon,17 skin, cartilage,18 blood vessels,19 and in
collagen gels.20 Collagen’s unique noncentrosymmetric struc-
ture is responsible for the large signal generated and much has
been written on this subject,20,21 including the fact that SHG
signal is generated from the fibril surface as a ‘‘tube-like’’
structure.17

Previous tissue crosslinking studies using CXL examined by
SHG imaging have been reported but similar studies have not
been performed for scleral crosslinking to the best of our
knowledge. Based on this knowledge, we undertook to study
the SHG signal changes induced in the sclera through
crosslinking technology, focusing on a crosslinking agent that
our lab has been interested in using as a potential way to limit
axial elongation in progressive myopia.13 The results indicate
that chemical crosslinking of the sclera using SMG increases
the SHG signals produced from tissue collagens and may
induce a structural morphologic change in the collagen fiber
network.

METHODS AND MATERIALS

Chemicals

Sodium hydroxymethylglycinate and sodium bicarbonate, were
obtained from Tyger Chemicals Scientific, Inc. (Ewing, NJ,
USA) and Sigma-Aldrich Corp. (St. Louis, MO, USA) respective-
ly. All chemical solutions and buffers were prepared fresh using
Millipore water (double distilled, de-ionized water, q ¼ 18.2
MXcm at 25 8C) on the day of crosslinking.

Each solution was prepared within 20 minutes of applica-
tion. All dilutions were made with distilled H2O. The pH
measurements of SMG (40–400 mM) and NaHCO3 (200 mM)
were 10.7 and 8.5, respectively. Sub-Tenon’s injected globes
were given a single injection of 400 lL volume. The incubation
time was 3.5 hours at room temperature (188–208C), at which
time the tissue was dissected from the globes, washed in PBS
three times and left to soak in fresh solution while immediately
transporting for microscopy. It is possible that some degree of
endogenous tissue degradation may have occurred during this
time period. However, we wanted to avoid cold storage
conditions to allow the reactions to proceed under simulated
physiologic conditions. In other words, we wanted to provide
time to allow the compound to fully permeate the tissues as

well as allow for the crosslinking reactions to go to completion
at a temperature approaching physiologic. Our room temper-
ature of 188 to 208C is a compromise in this regard (between
cold storage and body temperature, that is). In addition, no
microscopy findings (as viewed by microscopy) were noted
that would suggest significant tissue degradation.

Eyes

All procedures were performed according to the ARVO
Statement on the Use of Animals in Ophthalmic and Vision
Research.

Tissue Crosslinking Procedures

Tissue Crosslinking. We used 16 pairs of eyes for the
experiments that were delivered to the lab as intact rabbit
heads from a local abattoir within an hour of being euthanized.
The right eyes received TXL treatment, whereas the left eyes
received a mock injection using 200 mM NaHCO3. The
injection site was stained with a marker to facilitate
identification for microscopy. The area of injection was the
superior nasal quadrant. Intraocular pressure of each eye was
measured with a Tono-pen (Reichter Technologies, Depew, NY,
USA) before and after injection and found to be similar
between globes and close to the normal range for New Zealand
White (NZW) rabbits (6–11 mm Hg).22

Additional control experiments also indicated that IOP did
not change over the course of our 3.5-hour experiment. The sT
injection was made using an insulin needle (25 gauge ¼ 0.5
mm). The sT space was identified by passing through the
conjunctival and Tenon’s capsule layers with the needle. The
needle was moved from side to side to confirm that the globe
had not been entered inadvertently and to introduce the TXL
solution (400 lL volume). Conjunctival swelling was observed
routinely following the injection. Following injection, the
rabbit head was left at room temperature (188–208C) for 3.5
hours, after which the marked injection site was excised in the
anteroposterior direction beginning 2 mm from the limbus. In
this way, scleral strips were made approximately 5 3 8 mm in
size. The retina and choroid was scrubbed off the underside of
the sclera during tissue dissection to provide a cleaned sclera
tissue strip. The outer surface, including conjunctiva and
muscles, then was removed as well. The excised, cleaned
scleral tissue piece then was washed in PBS twice and then
placed in PBS solution and transferred to the microscopy
facility for imaging.

To examine how the effect of treatment spreads from the
site of injection, we conducted a series of experiments
examining the localization of crosslinking effect induced. To
do this, the globes were divided anatomically into 16 sectors, 9
from the top, 2 from each side, and 3 from the bottom. The
injection site corresponded to sector 2, a 4 3 4 mm area
located just anterior to the equator at the 12 o’clock position.
Sectors 1 and 3 were approximately 4 3 4 mm square segments
taken adjacent to the injection site extending to 5 mm
posterior to the limbus anteriorly, and 1.5 cm anterior to the
posterior pole posteriorly. These anterior and posterior
‘‘margins’’ represented the extent of tissue sectioning for the
remaining sectors as well (4–16). Sectors 4 to 6 were taken
from the adjacent superonasal location and sectors 7 to 9 were
taken from the adjacent superotemporal location. Sectors 10
and 11 were taken from the medial orbital wall and sectors 12
and 13 were taken from the lateral orbital wall. Sector 15 was
taken from the 6 o’clock location with sectors 14 and 16 taken
from the adjacent regions. In this way, we determined the
denaturation temperature for each sector independently. This
allowed for a general determination of effect localization.
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UVA-Riboflavin–Mediated Photochemical Crosslink-
ing. The standard corneal CXL procedure was adopted (with
some modification) from the ‘‘Dresden protocol’’23 but applied
to scleral crosslinking on a restricted scleral region by rotating
the intact eyeball. This was achieved by incising the rectus
muscles on the superior and temporal sides, followed by
immobilization by suturing the sclera to the lower eyelid.
Photochemical corneal crosslinking light source parameters
were used: wavelength 370 nm for 30 minutes. The power was
1.5 mW and the intensity was 2.984 mW/cm2, to deliver a dose
of 5.371 J/cm2 using the Opto Corneal Crosslinking System
(Opto Electronica, Sao Carlos, Brazil). A solution of riboflavin-
5-phosphate diluted in 1.1% (hydroxypropyl)methyl cellulose
(HPMC; 15 centipoise) was made up in dH2O and applied
every 3 minutes throughout the irradiation procedure, which
lasted exactly 30 minutes. The distance from the light source to
the surface of the sclera was maintained at exactly 45 mm. We
did not use high molecular weight dextran for our riboflavin
solution (as described in the Dresden protocol) but instead
used 1.1% HPMC for our riboflavin solution. The HPMC is in
clinical use as a substitute for the dextran used in the original
UVA-riboflavin studies and we used HPMC in this study.

SHGM

Image collection, processing, and analysis were performed at
the Confocal and Specialized Microscopy Shared Resource of
the Herbert Irving Comprehensive Cancer Center at Columbia
University. As a methods control, solutions containing SMG and
riboflavin-5-phosphate were measured for SHG signal artifact as
well as scleral tissue that had been soaked and then washed
free of riboflavin solution (2 3 5 minutes wash followed by
soak during transport).

Tissue was placed with the outer sclera facing down on a
round coverslip (thickness #1.5, diameter 25 mm; Warner
Instruments, Hamden, CT, USA) mounted in a closed metallic
chamber well (AttoFluor cell chamber; Molecular Probes,
Eugene, OR, USA). For imaging we used a Nikon A1R-MP laser
scanning system on an Eclipse Ti microscope stand (Nikon
Instruments, Melville, NY, USA) equipped with a Nikon 25x/
NA1.1 Apo LWD water-immersion objective. The samples were
excited with 860 nm laser light for SHG signals and at 700 nm
for autoflourescence imaging from a Chameleon Vision II
tunable laser (Coherent, Santa Clara, CA, USA). The back-
scattered SHG emission as well as autofluorescence was
detected with a nondescanned detector using a 400 to 450
nm bandpass filter. Laser power was 60 mW (2.5% of full
power) at 860 nm and the laser pulse width was 140 fs at 80
MHz. Pixel dwell time was 6.2 3 10–9 sec/pixel. Resolution of
images was 1024 pixels/line. Image capture was done
automatically using NIS Elements software (version 4.3; Nikon
Instruments Inc., NY, USA).

The area of captured image was chosen by scanning
through all tissue with the microscope (previewing) and
capturing only the ones where tissue was well visualized over
the entire image field and not overlapping. For concentration-
dependent comparison studies, the depth was adjusted on
each image to be approximately 10 to 15 lm from the
episclera. A top coverslip also was used in a ‘‘sandwich’’
method to minimize tissue irregularities, such as folds or
wrinkles, that can create a visibly darker area on the image if
present at a different depth.

Image Analysis

Pictures were further analyzed using Fiji software.24 Pixel
density, as a reflection of signal brightness, was obtained from
each image by plotting a histogram and taking its mean value.

Differences in mean pixel density values between treated and
control samples then were examined. In addition, an analysis
of waviness was done using methods adopted from the
cardiovascular blood vessel literature, which uses the Neu-
ronJ25 plugin for the FIJI software. The end-to-end fiber length
was taken using a computer mouse controlled drawing tool
with images of single focal planes. The straight line distance
from each end of the traced fiber then was measured and
expressed as the linear distance. Then, the waviness % was
defined as: Waviness-%¼ (Waviness[SMG]� 1)/(Waviness[con-
trol] � 1), where Waviness[ ] ¼ Length[curve]/Length[linear].
For this analysis, a minimum of 10 images per crosslinking
condition for each independent determination were taken for
analysis. Ten fiber measurements were taken within each
image field and 10 image fields were evaluated for each
crosslinking condition. For each image, the 10 fiber measure-
ments were first averaged. Then the values for the 10 images
were averaged and statistical analysis performed.

Differential Scanning Calorimetry (DSC)

To confirm the crosslinking effect, all samples underwent
thermal denaturation analysis (Perkin Elmer DSC 6000,
Waltham, MA, USA). Tissue samples were transferred to
preweighed 50-lL aluminum pans. Peak thermal denaturation
temperature (Tm) of all 6 mm scleral buttons was measured
using a Perkin-Elmer DSC 6000 Autosampler. The difference in
thermal denaturation temperature (DTm) between the cross-
linked sample and contralateral paired control sample was
determined using the Pyris software (version 11.0; Perkin-
Elmer) as previously reported.13

Statistical Analysis

Using the aforementioned Fiji software, histogram analysis of
each image yielded a mean pixel density value. This mean was
the outcome value used in the analysis. To compare different
doses, we fit a linear mixed model with a random intercept for
rabbit. The outcome in the model was the mean from the
histograms, and the predictors in the model were the different
concentrations of crosslinker. From this model, we estimated
the mean differences for all pairwise comparisons of concen-
trations (i.e., 40 vs. 0, 400 vs. 0). To estimate the localization
effect of crosslinking solution, each sector from the treated
globe then was compared to the corresponding sector from
the control globe (i.e., the contralateral eye from the same
rabbit head or paired control eye), using paired t-tests. We also
report means and standard deviations to describe these
differences. Statistical significance of all tests was based on
an a value of 0.05 (P < 0.05). Calculations were done using
STATA Statistical analysis software (StataSE 13; StataCorp,
College Station, TX, USA). Significance of Tm, ‘‘straightening
effect’’ analysis, and parts of the histogram analysis were
calculated using Microsoft Excel (Microsoft Corporation, Red-
mond, WA, USA).

RESULTS

Studies Using Tm as an Assay Method to Evaluate
TXL Crosslinking Effect

As the initial portion of the study, we began by looking at the
localization of crosslinking effect induced by injection of our
TXL crosslinking agent following sT injection in the cadaveric
rabbit head. This type of experiment has relevance to the
clinical treatment of patients, since injections in more than one
location could be necessary to stabilize a desired area of sclera.
As would be predicted based on basic diffusivity principles, the
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effect was greatest at the site of injection with effects induced in
adjacent regions as well, depending on the concentration of the
solutions. Figure 1A represents the schematic location of scleral
sectors that underwent separate thermal denaturation following
a single sT injection with color mapping index. Figures 1B and
1C represent the results using two different concentrations of
SMG, 40 mM (Fig. 1B) and 400 mM (Fig. 1C). In Figure 1B, the
lower concentration 40 mM sample, a 3.48C shift in Tm was
noted in sector 2 (the injection site), with similar shift seen in
adjacent sectors 1 and 3. Marginal shifts are seen in sectors 4 to
6 and 7 to 9 without statistically significant differences and no
effect was seen in the lower sectors 14 to 16.

As shown in Figure 1C, the higher concentration (400 mM)
had a statistically highly significant crosslinking effect. A large
shift in Tm with associated small standard deviation and P

value were observed, reflecting a large difference in the effect
of the 400 mM compared to lower 40 mM concentration. The
effects were noted in sectors 1 to 3 as well as 4 to 6 and 5 to 9
in the upper globe. With regard to the remaining sectors, a
lesser effect was observed in sectors 10 and 14 (which may
have been due to some tracking of crosslinking fluid
posteriorly) and no effect in sectors 11, 12, 13, 15, and 16.
The effect is marginal in the lateral and medial sectors 10 and
11, and 12 and 13, with no effect in lower sectors 14 to 16,
similar to the 40 mM sample. These results indicated that there
is a ‘‘zone of effect’’ that should be expected following a sT
injection of crosslinking agent, such that adjacent injections
could be needed to cover a wider area.

We next performed a study comparing the concentration-
dependent crosslinking effects induced in intact globes
compared to riboflavin photochemical crosslinking (CXL).
Figure 2 represents the thermal shrinkage analysis of scleral
TXL performed in two different ways, first by performing a
single sT injection using SMG on intact eyes left in situ, and
second, by carrying out riboflavin photochemical crosslinking.
Crosslinking time was 3.5 hours and three concentrations, 40,
100, and 400 mM, were used. The results showed that there is
a concentration-dependent effect seen in SMG crosslinked
tissue. A similar increase in CXL-treated tissue was not
observed and the reasons for this could be related to the fact
that scleral tissue crosslinking may require a different
irradiation protocol, including higher light irradiances. Also,
tissue riboflavin penetration of the sclera was not specifically
studied and also could have contributed to the lack of effect. In
this study, we adopted a modified method from CXL corneal
crosslinking (using HPMC in place of high molecular weight
dextran) studies (commonly known as the Dresden protocol).
In addition, a single area was chosen for crosslinking using the
UVA-riboflavin treatment although this should not have
impacted the Tm results, since the area samples for Tm
analysis was the exact injection site region.

SHG Imaging

To prove that SMG solution itself did not modulate the SHG
signal in any way, a series of SMG solutions were tested for SHG
signal generation at various excitation wavelengths (700–860

FIGURE 1. Localization of TXL effect sT injection using 40 and 400 mM SMG. A single injection of SMG solution was applied via the sT space using a
25-gauge insulin needle and syringe. Following a 3.5-hour incubation, the tissue was sampled at a series of locations by sectioning the tissue. Each
sector was analyzed independently for crosslinking effect by DSC. The corresponding sectors in the contralateral NaHCO3 injected eyes were
treated and sectioned in a similar fashion and were expressed as the difference in Tm, or DTm. (A) Represents a schematic of the location of
injection and excised scleral sectors and is not drawn to scale. The injection site corresponded to sector 2, a 4 3 4 mm area located just anterior to
the equator at the 12 o’clock position. Sectors 1 and 3 were approximately 4 3 4 mm square segments taken adjacent to the injection site extending
to 5 mm posterior to the limbus anteriorly, and 1.5 cm anterior to the posterior pole posteriorly. These anterior and posterior ‘‘margins’’ represented
the extent of tissue sectioning for the remaining sectors as well (4–16). Sectors 4 to 6 were taken from the adjacent superonasal location and sectors
7 to 9 were taken from the adjacent superotemporal location. Sectors 10 and 11 were taken from the medial orbital wall and sectors 12 and 13 were
taken from the lateral orbital wall. Sector 15 was taken from the 6 o’clock location with sectors 14 and 16 taken from the adjacent regions. (B) 40
mM SMG and (C) 400 mM SMG are the localization maps for SMG crosslinking. Each sector contains the DTm 6 SD, representing the shift in
denaturation temperature. That is the mean difference in Tm between experimental sets and their corresponding paired controls. The results
indicate that a localization of effect occurs in the region of the injection. In 400 mM–treated samples, the localization of effect is similar to 40 mM–
treated samples, but encompasses a greater area with significantly greater crosslinking effects, as evidenced by the large shifts in Tm (18.08–20.58 vs.
2.58–3.48C). Each value represents the average of a minimum of 3 independent determinations. P values for each sector are not shown but sectors
showing statistically significant values were sectors 1 to 3 for 40 mM (B) and 1 to 9 for 400 mM (C).
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nm). Negligible levels of SHG signal were generated from SMG
in solution alone (data not shown). A similar methods control
experiment was performed using a riboflavin-5-phosphate
solution to determine if riboflavin caused any augmentation
of the SHG signal. Riboflavin is known to be absorbed in the
visible light region above 400 nm (380–750 nm). Because the
collagen SHG signal is captured from 400 to 450 nm (from an
860-nm near-infrared laser), an overlap region exists between
the SHG signal generated from collagen and the absorption
spectrum emanating from riboflavin. The experimental results
showed that riboflavin, when soaked into the scleral tissue,
indeed caused an increase in signal absorption in the 435 to
440 nm region, overlapping with the SHG signal (430 nm).
This measurement artifact could be minimized by aggressive
rinsing of the tissue in PBS (data not shown).

Images taken with SHG signal microscopy were analyzed by
plotting a histogram of each image and taking averages of
pixels’ density at approximated 1 million different coordinates.
We evaluated the SHG signals produced over a range of
concentrations spanning from 40 to 400 mM. Our intention
was to explore SHG signal changes over a wide range of
crosslinking effects. Using the histogram analysis capability
included in the NIS Elements software package (version 4.3),
we were able to quantitate the SHG signal produced in scleral
tissue by sT injection, comparing the effects at 40 mM to those
induced using 400 mM. Average difference in mean pixel
densities at 40 mM were 66.3 6 27.7 compared to 361.4 6

28.3 for the 400 mM samples, a nearly 6-fold increase. This
corresponds with an increase in tissue crosslinking, since
corresponding increases in Tm also were noted under these
conditions. Figure 3 shows representative SHG images of sclera
taken from control (Fig. 3A), 40 mM (Fig. 3B), and 400 mM
(Fig. 3C) SMG-treated samples by sT injection; riboflavin-only
control (Fig. 3D); and (Fig. 3E) riboflavin photochemical
crosslinking (CXL). The accompanying histogram analysis,
including mean brightness (or pixel density) is shown in the
lower corner of each image. The depth of tissue imaging is 10
to 15 lm from the episcleral surface. The results of the
histogram analyses, which involved the averaging of numerous
image fields, indicated that higher concentrations of cross-

linking solution and ultimately higher degrees of crosslinking
effect correlate with increased SHG signal (brightness of
image). Shown in Figure 4 is the difference in average pixel
densities for SMG and CXL-treated samples. Statistical signifi-
cance (P < 0.05) was observed for both concentrations of
SMG. The average pixel density for the photochemical cross-
linking did not show any increase in signal brightness and was
in agreement with the Tm results that showed no shift in
thermal stability in the CXL group indicating lack of cross-
linking effect (Fig. 2).

As shown in Figure 5, we also performed an analysis of
images with methods adopted from the cardiovascular blood
vessel literature, using a plugin module of the freely accessible
‘‘Image J’’ software (http://imagej.nih.gov/ij/; provided in the
public domain by the National Institutes of Health, Bethesda,
MD, USA), that is ‘‘Neuron J’’. Regarding fiber bundle
straightening in the crosslinked samples, we observed that
there was greater waviness in the uncrosslinked samples using
paired controls (left eye of the same animal). In other words,
crosslinking resulted in straightening of fiber bundles as
indicated by a decreased waviness-% (Table), as shown by
the significantly lower waviness-% in 40 mM and 400 mM
crosslinked sclera versus untreated control sclera. The
difference in waviness between 40 and 400 mM SMG-treated
samples was not statistically significant, however.

DISCUSSION

Our experiment showed evidence supporting the use of SHG
signal as a method for evaluation of collagen crosslinking
effects in sclera, raising the possibility of one day using this
technique as a monitoring tool for crosslinking treatments that
target collagen proteins. Of note, an instrument already is in
clinical use that can potentially capture this SHG signal.
Although this instrument primarily was designed for imaging
skin human dermis, it has been used successfully to image
cornea and sclera. In our experiments, we controlled
instrument ‘‘brightness’’ to be in a ‘‘good range’’ and
maintained consistency throughout the experiment. Further-
more, in an effort to assure equal ionic strength of the tissue

FIGURE 2. Concentration-dependent thermal denaturation effects using SMG via sT injection and photochemical crosslinking in ex vivo in situ
rabbit eyes. Methods as described previously (see text). The difference in TXL effect taken from the site of injection based on results from Figure 1,
varies depending on the concentration of SMG used. No crosslinking effect was observed using the ‘‘CXL’’ riboflavin photochemical crosslinking
technique.
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solutions, since the solution’s ionic capacity can impact the
SHG signal, it should be noted that the tissue was routinely
placed into the same physiologic buffer (PBS) before imaging.
It also should be noted that the instrument parameters that
control the ‘‘gain’’ settings will be specific to each particular
instrument, making exact comparisons between different
instruments from different institutions difficult. Our findings
using this technique also raise the possibility that the site of
modification with chemical crosslinking, such as with SMG
TXL, may be occurring along the fibril outer shell since the
SHG signal has been shown to emanate from this location.

The cornea and sclera also have been evaluated concur-
rently in studies using this technique.26–29 Other studies have

examined corneal tissue independently in its native state30–36

and in keratoconus37,38 as well as following photochemical
crosslinking (as discussed below). The results of these studies
indicate that the corneal signal is optimized in the forward
scattered direction, which makes sense given the cornea’s
transparency and the fact that light passes through the tissue to
strike a monitor in forward scattered systems. The backward
scattered imaging is superior for scleral imaging, since the
tissue is opaque. In this study, we took advantage of our readily
available backwards scattered system studying scleral tissue
collagens by their SHG signal.

With this background, it seems obvious that this imaging
technique should be used to follow tissue crosslinking

FIGURE 3. Representative images of concentration dependent increases in SHG signal brightness levels produced following induced crosslinking
(TXL) using SMG via sT injection and by UVA-riboflavin crosslinking of sclera ex vivo. Each sample has its own paired control. Two different
concentration of SMG are shown as (B) 40 mM and (C) 400 mM, as well as (D) riboflavin only control and (E) CXL crosslinking. The absorption
spectrum of riboflavin (max ca. 420 nm) is known to overlap with the SHG signal generated (860 nm excitation with 400–450 nm emission) and this
could confound the SHG signal although washing the tissue three times in PBS was sufficient to generate baseline signals without artifact (data not
shown). The histogram analysis of pixel density accompanies each Figure and is computer software generated (NIS software version 4.3). Statistical
comparisons were then performed as shown in Figure 4.

FIGURE 4. Average of the differences in densitometric SHG signals (mean pixel densities) in scleral intact globes crosslinked via sT injection with 40
and 400 mM SMG solutions, as well as riboflavin photochemical crosslinking (CXL). A nearly 6-fold increase in SHG signal brightness is noted in the
400 mM sample over 40 mM SMG. Photochemically crosslinked samples did not show increased signal as compared to paired control samples.
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changes, since modification of collagens could be expected to
alter the SHG signal produced. Indeed, several groups have
studied the effects of the CXL technique on the SHG signal
produced in the cornea.39–43 In a study by Steven et al.,41

corneal stabilization using the CXL technique resulted in a
‘‘homogenization’’ of signal and loss of tissue ‘‘folds’’ or
‘‘undulations’’ seen in noncrosslinked samples. These types of
changes, however, also were noted in a study evaluating the
effects of changes in IOP on corneal SHG signals.41 The
‘‘homogenization’’ effect in the cornea could in some way be
analogous to the ‘‘straightening’’ that we have reported herein
regarding scleral TXL with SMG. Organizationally from the
fibril as well as the higher order fiber bundle/lamellar
organization standpoint, the cornea and sclera are quite
different and much is known about such differences from
electron microscopy studies. The two tissues differ with regard
to fibril packing, which includes fibril diameter distribution
(small uniform fibrils for the cornea and variable diameter
fibrils for the sclera) and interfibril spacing (uniform for cornea
and variable for sclera). As well, the higher order organization
into lamellar sheets (cornea) versus fiber bundles (sclera) is
quite different. Such structural differences are reflected in the
SHG signals produced by these two tissues. Thus, changes
induced by crosslinking may alter the SHG signal in different
but parallel ways. In other words, the ‘‘straightening’’ of fibers
in the sclera that we observed in this study, and the
‘‘homogenization’’ of signal in the cornea that has been
reported in the literature, are the result of collagen cross-
linking.

The straightening effect may represent ‘‘fixation’’ of tissue
while under some degree of ‘‘stretch’’ since the IOP did not
change over the course of the experiment. In other words, this
can tell us something about the degree of stabilization that is
induced. The significance of this observation is unclear. In
previous studies in large elastic arteries, the degree of waviness
was evaluated albeit in a sophisticated 3-dimensional analy-
sis.44,45 We applied a simpler image analysis technique using
and Neuron J software to the images taken from our scleral
crosslinked samples to quantitate potential differences in
waviness between samples. The results indicate that cross-
linking decreases collagen waviness in the intact globe under
physiologic mechanical load (i.e., IOP). The mechanisms
produced by TXL that result in this straightening effect are
unclear based on the current study although one possibility is
that the tissue was ‘‘fixed’’ in a mechanically ‘‘loaded’’ position
and, thus, held in a ‘‘straightened’’ position. This would
support the notion that induced ‘‘fibril stabilization’’ had
occurred. Further studies will be necessary to determine the
significance of this finding.

We also performed a regional analysis of crosslinking
changes (by Tm) induced by a sT injection of SMG. As
expected the level of crosslinking effect was concentrated in
the area of the injection. Little or no crosslinking effect was
noted in the region directly opposite (furthest away) from the
injection, consistent with what is known regarding localization
of effect following sT injection as shown by ultrasound
localization46,47 and computed tomography.48

Finally, regarding crosslinking therapy and myopia, collagen
crosslinking of the cornea is finding widespread use in the
treatment of corneal destabilization including keratoconus,
post-LASIK keratectasias, pellucid marginal degeneration
(PMD), and as an adjunct to refractive surgical procedures.49

The success of treating corneal disease with crosslinking has
led to the exploration of applying this treatment approach to
the back of the eye and in particular, the sclera, for limiting
axial elongation in high myopia,2 a concept that goes back to
the very earliest stages of the therapeutic crosslinking
concept.50,51

Acknowledgments

The authors thank Tongalp Tezel, MD, for consultation regarding
sT injection; Theresa Swayne, PhD, for consultation regarding SHG
microscopy; and Jimmy Duong from the Design and Biostatistics
Resource and the Biostatistical core facility of the Irving Institute at
Columbia University Medical Center.

Supported in part by Research to Prevent Blindness and by
National Institutes of Health Grants NCRR UL1RR024156, NEI P30
EY019007, NCI P30 CA013696, and NEI R01EY020495 (DCP).
Columbia University owns related intellectual property: US issued
patents no: 8,466,203 and no: 9,125,856. International patent
pending: PCT/US2015/020276.

Disclosure: M. Zyablitskaya, None; A. Takaoka, None; E.L.
Munteanu, None; T. Nagasaki, P; S.L. Trokel, P; D.C.
Paik, P

References

1. McBrien NA, Norton TT. Prevention of collagen crosslinking
increases form-deprivation myopia in tree shrew. Exp Eye Res.
1994;59:475–486.

2. Elsheikh A, Phillips JR. Is scleral cross-linking a feasible
treatment for myopia control? Ophthalmic Physiol Opt 2013;
33:385–389.

3. Wollensak G. [Friedrich Joseph Haas – the holy doctor from
Moscow]. Klin Monbl Augenheilkd. 2005;222:513–515.

FIGURE 5. Representative image and example of fiber waviness
analysis (as expressed by linearity). Quantitative collagen fiber
waviness analysis was performed with single-focal plane images as
described in the text. Treated samples showed 63% and 55% of
Waviness-% for 40 mM and 400 mM SMG, respectively (Table).

TABLE. Results From Waviness Analysis of SMG-Treated Samples

SMG, mM Waviness Waviness-%

t-Test vs.

0 mM SMG

0 1.106 6 0.044 100

40 1.067 6 0.017 63 P < 0.02

400 1.059 6 0.009 55 P < 0.003

Linear fibers

(theoretical)

1.000 0

SHG Signal for Evaluation of Scleral Crosslinking IOVS j January 2017 j Vol. 58 j No. 1 j 27



4. Wollensak G, Iomdina E. Long-term biomechanical properties
of rabbit sclera after collagen crosslinking using riboflavin and
ultraviolet A (UVA). Acta Ophthalmol. 2009;87:193–198.

5. Wang M, Zhang F, Liu K, Zhao X. Safety evaluation of rabbit eyes
on scleral collagen cross-linking by riboflavin and ultraviolet A.
Clin Experiment Ophthalmol. 2015;43:156–163.

6. Dotan A, Kremer I, Livnat T, Zigler A, Weinberger D, Bourla D.
Scleral cross-linking using riboflavin and ultraviolet-a radiation
for prevention of progressive myopia in a rabbit model. Exp

Eye Res. 2014;127:190–195.

7. Canavan KS, Dark A, Garrioch MA. Sub-Tenon’s administration
of local anaesthetic: a review of the technique. Br J Anaesth.
2003;90:787–793.

8. Guise P. Sub-Tenon’s anesthesia: an update. Local Reg Anesth.
2012;5:35–46.

9. Ahn JS, Jeong MB, Park YW, et al. A sub-Tenon’s capsule
injection of lidocaine induces extraocular muscle akinesia and
mydriasis in dogs. Vet J. 2013;196:103–108.

10. Wollensak G, Redl B. Gel electrophoretic analysis of corneal
collagen after photodynamic cross-linking treatment. Cornea.
2008;27:353–356.

11. Liu TX, Wang Z. Collagen crosslinking of porcine sclera using
genipin. Acta Ophthalmol. 2013;91:e253–e257.

12. Wang M, Corpuz CC. Effects of scleral cross-linking using
genipin on the process of form-deprivation myopia in the
guinea pig: a randomized controlled experimental study. BMC

Ophthalmol. 2015;15:89.

13. Babar N, Kim M, Cao K, et al. Cosmetic preservatives as
therapeutic corneal and scleral tissue cross-linking agents.
Invest Ophthalmol Vis Sci. 2015;56:1274–1282.

14. Kim SY, Babar N, Munteanu EL, et al. Evaluating the toxicity/
fixation balance for corneal cross-linking with sodium
hydroxymethylglycinate (SMG) and riboflavin-UVA (CXL) in
an ex vivo rabbit model using confocal laser scanning
fluorescence microscopy. Cornea. 2016;35:550–556.

15. Freund I, Deutsch M. Second-harmonic microscopy of
biological tissue. Opt Lett. 1986;11:94.

16. Campagnola PJ, Loew LM. Second-harmonic imaging micros-
copy for visualizing biomolecular arrays in cells, tissues and
organisms. Nat Biotechnol. 2003;21:1356–1360.

17. Williams RM, Zipfel WR, Webb WW. Interpreting second-
harmonic generation images of collagen I fibrils. Biophys J.
2005;88:1377–1386.

18. Mansfield J, Yu J, Attenburrow D, et al. The elastin network:
its relationship with collagen and cells in articular cartilage as
visualized by multiphoton microscopy. J Anat. 2009;215:682–
691.

19. Tsamis A, Krawiec JT, Vorp DA. Elastin and collagen fibre
microstructure of the human aorta in ageing and disease: a
review. J R Soc Interface. 2013;10:20121004.

20. Raub CB, Suresh V, Krasieva T, et al. Noninvasive assessment
of collagen gel microstructure and mechanics using multi-
photon microscopy. Biophys J. 2007;92:2212–2222.

21. Cox G, Kable E. Second-harmonic imaging of collagen.
Methods Mol Biol. 2006;319:15–35.

22. Pereira FQ, Bercht BS, Soares MG, da Mota MG, Pigatto JA.
Comparison of a rebound and an applanation tonometer for
measuring intraocular pressure in normal rabbits. Vet

Ophthalmol. 2011;14:321–326.

23. Wollensak G, Spoerl E, Seiler T. Riboflavin/ultraviolet-a-
induced collagen crosslinking for the treatment of keratoco-
nus. Am J Ophthalmol. 2003;135:620–627.

24. Schindelin J, Arganda-Carreras I, Frise E, et al. Fiji: an open-
source platform for biological-image analysis. Nat Methods.
2012;9:676–682.

25. Meijering E, Jacob M, Sarria JC, Steiner P, Hirling H, Unser M.
Design and validation of a tool for neurite tracing and analysis

in fluorescence microscopy images. Cytometry A. 2004;58:
167–176.

26. Han M, Giese G, Bille JF. Second harmonic generation imaging
of collagen fibrils in cornea and sclera. Opt Express. 2005;13:
5791–5797.

27. Wang BG, Konig K, Halbhuber KJ. Two-photon microscopy of
deep intravital tissues and its merits in clinical research. J

Microsc. 2010;238:1–20.

28. Teng SW, Tan HY, Peng JL, et al. Multiphoton autofluores-
cence and second-harmonic generation imaging of the ex vivo
porcine eye. Invest Ophthalmol Vis Sci. 2006;47:1216–1224.

29. Rao RA, Mehta MR, Leithem S, Toussaint KC Jr. Quantitative
analysis of forward and backward second-harmonic images of
collagen fibers using Fourier transform second-harmonic-
generation microscopy. Opt Lett. 2009;34:3779–3781.

30. Morishige N, Petroll WM, Nishida T, Kenney MC, Jester JV.
Noninvasive corneal stromal collagen imaging using two-
photon-generated second-harmonic signals. J Cataract Re-

fract Surg. 2006;32:1784–1791.

31. Aptel F, Olivier N, Deniset-Besseau A, et al. Multimodal
nonlinear imaging of the human cornea. Invest Ophthalmol

Vis Sci. 2010;51:2459–2465.

32. Winkler M, Chai D, Kriling S, et al. Nonlinear optical
macroscopic assessment of 3-D corneal collagen organization
and axial biomechanics. Invest Ophthalmol Vis Sci. 2011;52:
8818–8827.

33. Morishige N, Takagi Y, Chikama T, Takahara A, Nishida T.
Three-dimensional analysis of collagen lamellae in the anterior
stroma of the human cornea visualized by second harmonic
generation imaging microscopy. Invest Ophthalmol Vis Sci.
2011;52:911–915.

34. Gore DM, Margineanu A, French P, O’Brart D, Dunsby C, Allan
BD. Two-photon fluorescence microscopy of corneal ribofla-
vin absorption. Invest Ophthalmol Vis Sci. 2014;55:2476–
2481.

35. Park CY, Lee JK, Chuck RS. Second harmonic generation
imaging analysis of collagen arrangement in human cornea.
Invest Ophthalmol Vis Sci. 2015;56:5622–5629.

36. Quantock AJ, Winkler M, Parfitt GJ, et al. From nano to macro:
studying the hierarchical structure of the corneal extracellular
matrix. Exp Eye Res. 2015;133:81–99.

37. Morishige N, Wahlert AJ, Kenney MC, et al. Second-harmonic
imaging microscopy of normal human and keratoconus
cornea. Invest Ophthalmol Vis Sci. 2007;48:1087–1094.

38. Morishige N, Shin-Gyou-Uchi R, Azumi H, et al. Quantitative
analysis of collagen lamellae in the normal and keratoconic
human cornea by second harmonic generation imaging
microscopy. Invest Ophthalmol Vis Sci. 2014;55:8377–8385.

39. Steven P, Hovakimyan M, Guthoff RF, Huttmann G, Stachs O.
Imaging corneal crosslinking by autofluorescence 2-photon
microscopy, second harmonic generation, and fluorescence
lifetime measurements. J Cataract Refract Surg. 2010;36:
2150–2159.

40. Bueno JM, Gualda EJ, Giakoumaki A, Perez-Merino P, Marcos S,
Artal P. Multiphoton microscopy of ex vivo corneas after
collagen cross-linking. Invest Ophthalmol Vis Sci. 2011;52:
5325–5331.

41. McQuaid R, Li JJ, Cummings A, Mrochen M, Vohnsen B.
Second-harmonic reflection imaging of normal and accelerat-
ed corneal crosslinking using porcine corneas and the role of
intraocular pressure. Cornea. 2014;33:125–130.

42. Laggner M, Pollreisz A, Schmidinger G, et al. Correlation
between multimodal microscopy, tissue morphology, and
enzymatic resistance in riboflavin-UVA cross-linked human
corneas. Invest Ophthalmol Vis Sci. 2015;56:3584–3592.

43. Chai D, Gaster RN, Roizenblatt R, Juhasz T, Brown DJ, Jester
JV. Quantitative assessment of UVA-riboflavin corneal cross-

SHG Signal for Evaluation of Scleral Crosslinking IOVS j January 2017 j Vol. 58 j No. 1 j 28



linking using nonlinear optical microscopy. Invest Ophthal-

mol Vis Sci. 2011;52:4231–4238.

44. Rezakhaniha R, Agianniotis A, Schrauwen JT, et al. Experi-

mental investigation of collagen waviness and orientation in

the arterial adventitia using confocal laser scanning micros-

copy. Biomech Model Mechanobiol. 2012;11:461–473.

45. Zeinali-Davarani S, Chow MJ, Turcotte R, Zhang Y. Character-

ization of biaxial mechanical behavior of porcine aorta under

gradual elastin degradation. Ann Biomed Eng. 2013;41:1528–

1538.

46. Kumar CM, McNeela BJ. Ultrasonic localization of anaesthetic

fluid using sub-Tenon’s cannulae of three different lengths.

Eye (Lond). 2003;17:1003–1007.

47. Winder S, Walker SB, Atta HR. Ultrasonic localization of
anesthetic fluid in sub-Tenon’s, peribulbar, and retrobulbar
techniques. J Cataract Refract Surg. 1999;25:56–59.

48. Ripart J, Eledjam JJ. [Locoregional anesthesia for ophthalmic
surgery: unique episcleral injection (sub-tenon) in the
internal canthus]. Ann Fr Anesth Reanim. 1998;17:Fi72–
Fi74.

49. Meek KM, Hayes S. Corneal cross-linking–a review. Ophthal-

mic Physiol Opt. 2013;33:78–93.

50. Wollensak G, Spoerl E. Collagen crosslinking of human and
porcine sclera. J Cataract Refract Surg. 2004;30:689–695.

51. Paik DC, Wen Q, Airiani S, Braunstein RE, Trokel SL. Aliphatic
beta-nitro alcohols for non-enzymatic collagen cross-linking of
scleral tissue. Exp Eye Res. 2008;87:279–285.

SHG Signal for Evaluation of Scleral Crosslinking IOVS j January 2017 j Vol. 58 j No. 1 j 29


	f01
	f02
	f03
	f04
	b01
	b02
	b03
	f05
	t01
	b04
	b05
	b06
	b07
	b08
	b09
	b10
	b11
	b12
	b13
	b14
	b15
	b16
	b17
	b18
	b19
	b20
	b21
	b22
	b23
	b24
	b25
	b26
	b27
	b28
	b29
	b30
	b31
	b32
	b33
	b34
	b35
	b36
	b37
	b38
	b39
	b40
	b41
	b42
	b43
	b44
	b45
	b46
	b47
	b48
	b49
	b50
	b51

