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Rigid tumor tissues have been strongly implicated in regulating cancer cell migration and invasion. Invasive migration through cross-linked
tissues is facilitated by actin-rich protrusions called invadopodia that proteolytically degrade the extracellular matrix (ECM). Invadopodia activity
has been shown to be dependent on ECM rigidity and cancer cell contractile forces suggesting that rigidity signals can regulate these subcellular
structures through actomyosin contractility. Invasive and contractile properties of cancer cells can be correlated in vitro using invadopodia and
traction force assays based on polyacrylamide gels (PAAs) of different rigidities. Invasive and contractile properties of cancer cells can be
correlated in vitro using invadopodia and traction force assays based on polyacrylamide gels (PAAs) of different rigidities. While some variations
between the two assays exist, the protocol presented here provides a method for creating PAAs that can be used in both assays and are easily
adaptable to the user’s specific biological and technical needs.

Video Link

The video component of this article can be found at https://www.jove.com/video/52343/

Introduction

The rigidity of the tumor-associated ECM has been identified as a significant factor in driving malignant behavior by increasing actomyosin
contractility1'3. While this effect has primarily been demonstrated with breast cancer cells, matrix rigidity has been found to alter invasive
properties of cells derived from a variety of cancers 8 suggesting that tumor rigidity may play a role in other type of cancers. To penetrate cross-
linked tissues during invasive migration, cancer cells utilize actin-rich adhesive protrusions known as invadopodia that localize proteinases

to focally deégrade the ECM®. Invadopodia are considered a hallmark of invasive cells and have been implicated in tumor cell invasion and
metastasis'®"". Previous work has shown that matrix rigidity can regulate invadopodia numbers and associated ECM degradation“’12 through
myosin Il activity and mechanosensitive proteins12. Given the correlation between tumor density and cancer aggressiveness“‘”, these results

suggest a mechanism by which cancer cells may respond to rigid tumor tissues to drive invasion and metastasis through actomyosin contractility.

In vitro ECM rigidity and in vivo tissue density have been shown to regulate invasive behavior of cancer cells™*"7. While actomyosin contractility

appears to be important in this process, current studies conflict as to whether metastatic capacity is correlated to increased or decreased
contractile forces®'®?°. Furthermore, it remains unknown whether these forces directly mediate invadopodia activity21. We recently found that
cancer cell contractile forces were dependent on matrix rigidity and were predictive of ECM degradation by invadopodias. These results suggest
that cellular forces may play an important role in cancer progression by mediating invadopodia activity in response to the mechanical properties
of the tumor microenvironment.

In order to correlate invasive and contractile properties of cancer cellss, we modified a protocol for creating PAAs with different rigidities that was
previously used to investigate rigidity-dependent invadopodia activity4’12’22. By chemically crosslinking human plasma fibronectin throughout the
PAAs, these modified hydrogels can be used as the basis for both invadopodia and traction force assays to ensure that cells experienced the
same rigidities in both experimentss. In the invadopodia assays, the fibronectin provides a natural binding domain for gelatin to link the overlaid
ECM to the PAAs to detect matrix degradation. In the traction force assays, the fibronectin provides a ligand for direct cellular adhesion to detect
microsphere displacements used to calculate cellular traction forces. This method results in what we have called soft, hard, and rigid PAAs that
are bound to glass bottom dishes and have elastic moduli, E, of 1,023, 7,307, and 22,692 Pa® which span the range of mechanical properties
reported for normal and cancerous tissues®.

Protocol

1. Preparation of Glass Coverslips for PAAs

1. Clean 12 mm coverslips with low lint wipes.
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2. Flame the 12 mm coverslips and the 14 mm coverslip in the microwell of each 35 mm glass bottom dish by passing them through a Bunsen
burner flame using tweezers.
Treat the microwells with 200 pl of 0.1 N NaOH for 5 min at room temperature.
Aspirate and air dry the microwells for 30 min.
Treat the microwells with 50-100 pl of 3-aminopropyltrimethoxysilane for 10 min at room temperature in the fume hood. This chemical reacts
with plastic; therefore, use glass pipettes and do not fill the microwells completely to avoid contact with the dish plastic.
Wash the microwells with ultrapure water for approximately 10 min until the 3-aminopropyltrimethoxysilane becomes clear.
Rinse the microwells with ultrapure water twice using a squeeze bottle.
Wash the microwells with 2 ml of ultrapure water at room temperature on a rocker set at a medium speed (~1 Hz) for 10 min.
Aspirate and air dry the microwells for 30 min.
0. Treat the microwells with 2 ml of 0.5% glutaraldehyde solution at room temperature on a rocker set at a medium speed (~1 Hz) for 30 min.
1. Wash the microwells with 2 ml of ultrapure water at room temperature on a rocker set at medium speed (~1 Hz) for 10 min. Repeat two more
times for a total of 30 min.
12. Dry microwells at a steep angle (60° or greater) for 30 min.
Note: Dishes can be stored for 2 months in a dessicator.
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2. Preparation of PAAs for Invadopodia Assays

1. For a 1 ml solution of the soft PAA (8% acrylamide and 0.05% BIS), combine 200 pl of 40% acrylamide, 25 ul of 2% BIS, and 574 pl of
ultrapure water (Table 1).

2. For a1 ml solution of the hard PAA (8% acrylamide and 0.35% BIS), combine 200 pl of 40% acrylamide, 175 pl of 2% BIS, and 409 pl of
ultrapure water (Table 1).

3. For a1 ml solution of the rigid PAA (12% acrylamide and 0.60% BIS), combine 300 pl of 40% acrylamide, 300 pl of 2% BIS, and 169 pl of
ultrapure water (Table 1).

4. Degas the solutions for 15 min. Add 200, 215, and 230 pl of 1 mg/ml human plasma fibronectin in ultrapure water to the soft, hard, and
rigid PAA solutions, respectively. For all solutions, add 1 pl of 10 mg/ml acrylic acid N-hydroxysuccinimide (NHS) ester, 5 pl of a 100 mg/
ml ammonium persulfate, and 2 pl of N,N,N’,N'-tetramethylethylenediamine (TEMED; Table 1). Mix with gentle pipetting and avoid creating
bubbles in solutions.

40% 2% Ultrapure 1 mg/ml 10 mg/ml 100 mg/ml Elastic
PAA AA BIS Water FN NHS Ester APS TEMED Modulus
(1 mi) (M) (M) (M) (M) (W) (M) (W) (Pa)
Soft 200 25 574 200 1 5 2 1023
Hard 200 175 409 215 1 5 2 7307
Rigid 300 300 169 230 1 5 2 22692

Table 1: Ingredient volumes and resulting elastic moduli for soft, hard, and rigid PAAs used in the invadopodia assays. AA =
acrylamide, FN = fibronectin, APS = ammonium persulfate.

5. Pipette 8.48 ul of the PAA solution on to the center of each microwell.
Note: This volume theoretically yields a PAA of 75 um in thickness.
6. Gently lower the flamed side of the 12 mm coverslip on to the droplet in the microwell using tweezers.
7. Allow the sandwiched PAA solution to polymerize for 15-30 min. Verify polymerization by checking the leftover solution.
8. Add 2 ml of 1x PBS to each dish and remove the 12 mm coverslips with tweezers.
Note: 10x PBS is made in the laboratory and composed of 0.011 M KH,PO,, 1.54 M NaCl, and 0.056 M Na,HPO,.
9. Wash the microwells with 2 ml of 1x PBS at room temperature for 5 min. Repeat two more times for a total of 15 min.

3. Preparation of PAAs for Traction Force Assays

1. For a 1 ml solution of the soft PAA (8% acrylamide and 0.05% BIS), combine 200 pl of 40% acrylamide, 25 ul of 2% BIS, and 566 pl of
ultrapure water (Table 2).

2. For a1 ml solution of the hard PAA (8% acrylamide and 0.35% BIS), combine 200 pl of 40% acrylamide, 175 pl of 2% BIS, and 401 pl of
ultrapure water (Table 2).

3. For a1 ml solution of the rigid PAA (12% acrylamide and 0.60% BIS), combine 300 pl of 40% acrylamide, 300 pl of 2% BIS, and 161 pl of
ultrapure water (Table 2).

4. Degas the solutions for 15 min. Add 200, 215, and 230 pl of 1 mg/ml human plasma fibronectin to the soft, hard, and rigid PAA solutions,
respectively. Sonicate 8 pl of 200 nm red fluorescent microspheres (excitation/emission of 580/605 nm) for 30 sec. For each solution, add 8
ul of 200 nm red fluorescent microspheres, 1 pl of 10 mg/ml acrylic acid NHS ester, 5 pl of a 100 mg/ml ammonium persulfate, and 2 pl of
TEMED (Table 2). Mix with gentle pipetting and avoid creating bubbles in solutions.
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40% 2% Ultrapure 1 mg/ml 10 mg/ml 100 mg/ml Elastic
PAA AA BIS Water FN Micro- NHS Ester |APS TEMED Modulus
(1 ml) (1) (1) () (uh) spheres (uh) (1) (uh) (Pa)
(D)
Soft 200 25 566 200 8 1 5 1023
Hard 200 175 401 215 8 1 5 2 7307
Rigid 300 300 161 230 8 1 5 22692

Table 2: Ingredient volumes and resulting elastic moduli for soft, hard, and rigid PAAs used in the traction force assays. AA =
acrylamide, FN = fibronectin, APS = ammonium persulfate.
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Pipette 8.48 pl of the PAA solution on to the center of each microwell.

Note: This volume theoretically yields a PAA of 75 um in thickness.

Gently lower the flamed side of the 12 mm coverslip on to the droplet in the microwell using tweezers.

Allow the sandwiched PAA solution to polymerize for 15-30 min. Verify polymerization by checking leftover solution.
Add 2 ml of 1x PBS to each dish and remove the 12 mm coverslips with tweezers.

Wash the microwells with 2 ml of 1x PBS at room temperature for 5 min. Repeat two more times for a total of 15 min.

4. Preparation of ECM for Invadopodia Assays
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Heat the gelatin solution (1% gelatin and 1% sucrose) to 37 °C.

Treat the PAAs with 150 pl of the gelatin solution for 1 min then carefully aspirate from the bottom of the microwells when holding the glass
bottom dishes at a 45° angle.

Dry the remaining thin layer of gelatin on the PAAs in the microwells at a steep angle (60° or greater) to optimize drying for 60 min.

Treat the microwells with 2 ml of a chilled 0.5% glutaraldehyde solution on ice for 15 min followed by room temperature for 30 min.

Wash the microwells with 2 ml of a 1x PBS for 5 min. Repeat two more times for a total of 15 min.

Treat the microwells with 2 ml of a sodium borohydride solution for 1 min. Gently tap dishes on bench to remove bubbles that form on the
surface of the gelatin.

Aspirate and wash the microwells with 2 ml of a 1x PBS for 5 min. Repeat two more times for a total of 15 min.

Dilute a FITC-labeled human plasma fibronectin solution to 50 pg/ml with a 1x PBS and centrifuge at 175,000 x g at 4 °C for 15 min. Either
purchase commercially available labeled fibronectin or label it as follows:

1. Dissolve 5 mg of fibronectin in 10 ml of borate buffer (170 mM sodium metaborate tetrahydrate and 40 mM NaCl) and place in dialysis
tubing.

2. Label the fibronectin by placing the tubing in 200 ml of borate buffer containing 6 mg of dissolved FITC at room temperature on a
magnetic stirrer set at the lowest setting for 1.5 hr in the dark.

3. Dialyze with 500 ml of a 1x PBS on a magnetic stirrer set at the lowest setting for 3 days in a dark cold room (4 °C) with two volume
changes a day.

4. Calculate FITC-labeled fibronectin concentration based on the optical density of diluted aliquots (1:200) at 280 nm and 493 nm as
[OD,go— (0.36 x ODyg3)] / 1.4 times the dilution factor of 200 times 2 (which accounts for the glycerol concentrating the fibronectin in the
next step) resulting in mg/ml units.

5. Dialyze overnight in a 50% glycerol solution on a magnetic stirrer set at the lowest setting overnight in a dark cold room at 4 °C.)

Treat the microwells with 150 pl of the FITC-labeled fibronectin solution at room temperature for 60 min in the dark.

Carefully aspirate the FITC-labeled fibronectin solution from the bottom of the microwells when holding the glass bottom dishes at a 45° angle
and then fill the glass bottom dishes with 70% ethanol solution at room temperature for 10 min in a dark cell culture hood for sterilization. Also
fill glass bottom dish lids or wipe clean with low lint wipes soaked in 70% ethanol.

Wash glass bottom dishes by filling them with 1x PBS for 5 min. Repeat two more times with 2 ml of 1x PBS for a total of 15 min.

5. Preparation and Imaging of Invadopodia Assays

No o

Add 25,000 cancer cells in 2 ml of invadopodia medium (1:1 DMEM and RPMI 1640 with 5% low-protein serum, 10% fetal bovine serum, and
20 ng/ml of freshly added epidermal growth factor) to the glass bottom dishes and incubate overnight.

Aspirate and treat the microwells with 2 ml of a 3.7% paraformaldehyde solution at room temperature in the dark for 20 min to fix the cells.
After two quick washes with 2 ml of 1x PBS, treat the microwells with 2 ml of a 0.1% Triton X-100 solution at room temperature in the dark for
5 min to permeabilize the cells.

After one quick wash with 2 ml of 1x PBS, treat the microwells with 3% bovine serum albumin blocking solution at room temperature in the
dark for 60 min to block the cells.

Incubate the microwells with 150 pl of mouse anti-cortactin antibody (1:750) in blocking solution at room temperature in the dark for 60 min.
Wash microwells with 2 ml of 1x PBS for 5 min. Repeat two more times for a total of 15 min.

Incubate the microwells with 150 pl of goat anti-mouse 633 antibody (1:500) and 546 phalloidin (1:750) in blocking solution at room
temperature in the dark for 60 min.

Wash microwells with 2 ml of 1x PBS for 5 min. Repeat two more times for a total of 15 min.

Add six drops of mounting medium to fill each microwell and cover with 22 x 22 coverslips.

. Image cortactin and actin to identify invadopodia using excitation and emission filters of 632/647 nm and 556/570 nm, respectively, using

a high NA, 40X oil immersion lens on a wide-field inverted microscope. Similarly, image fibronectin to identify ECM degradation using an
excitation and emission filter of 492/518 nm.
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6. Preparation and Imaging of Traction Force Assays

Add 15,000 cancer cells in 2 ml of invadopodia medium to the glass bottom dishes and incubate overnight.

Aspirate medium in the glass bottom dishes and replace with 2 ml of L-15 medium, with the same supplements (5% low-protein serum, 10%

fetal bovine serum, and 20 ng/ml of freshly added epidermal growth factor), pre-warmed to 37 °C.

3. Incubate the glass bottom dishes in an environmental chamber on an inverted microscope pre-equilibrated to 37 °C with high humidity for 1
hr.

4. Take four sets of images using a high NA, 40X lens on a wide-field inverted microscope with an automated stage to mark cellular positions:

1. Image cells on top of the PAAs using phase contrast (“phase” image).

2. Image fluorescent microspheres using excitation and emission filters of 560/645 nm by focusing slightly under the cells until the first
layer of microspheres at the top of the PAAs comes into focus (“stressed” image).

3. In addition, focus to the bottom of the PAAs (using the microspheres as markers) and take an image (“bottom” image). Note: The
purpose of this image is to record the z-position to get the actual PAA thickness at each position for traction force calculations as
described in Representative Results.

4. After these images have been acquired at multiple positions, gently mix in 220 pl of 10% Triton-X solution to remove cells. Image
microspheres at the top of the PAAs at each position as previously described (“null” image).

Representative Results

In the invadopodia assay, invadopodia are typically identified by colocalization of markers like actin and cortactin at punctate structures within the
cell body (Figure 1). Both actively degrading and non-degrading invadopodia can be counted and are differentiated by whether these structures
are colocalized with black areas lacking fluorescent signal in the FITC-labeled fibronectin (Figure 1). Invadopodia are manually counted, and
ECM degradation per cell is determined by manually thresholding these black areas within outlines of the cells.

N =

In the traction force assay, four images are captured at each cellular location marked by stage position (Figure 2). First, “phase” and “stressed”
images are taken of all of the cells of interest. A “bottom” image of the PAA is also taken at each position in order to calculate hydrogel thickness.
After removing the cells, a “null” image is taken at each marked stage position. Deformations in the PAAs are calculated based on the change

in microsphere positions between the “stressed” and “null” images. These displacements and the mechanical properties of the PAAs (E and
Poisson’s ratio assumed as 0.5) are then used to calculate traction forces (Figure 2). Several different methods exist for calculating traction
forces®* based on some formulation of the Boussinesq solution for an infinite elastic half spacezs. While the details of these analyses are beyond
the scope of this text, we have licensed LIBTRC software from Micah Dembo at Boston University which uses a previously described method

for calculating traction forces®®. This particular computational method compensates for finite thicknesses in its calculations which requires the
thickness of the PAAs at each position which is calculated based on the difference in the z-position of the “stressed” and “bottom” images. Many
research groups have similar computer packages available or choose to write their own programs. In addition, other methods exist for calculating
traction forces based on different mathematical approache324.
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Figure 1: The invadopodia assay can be used to identify invadopodia and associated ECM degradation. Example wide-field fluorescence
images of invadopodia in a SCC-61 (head and neck squamous cell carcinoma) cell on a hard PAA with 1% gelatin and FITC-labeled fibronectin.
Invadopodia are typically identified by colocalization of two markers such as actin and cortactin (red and blue in the overlay image, respectively).

Invadopodia can be quantitated as both actively degrading (colocalized with black areas lacking FITC signal as denoted by yellow arrows) and
non-degrading (denoted by white arrows). Please click here to view a larger version of this figure.
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Figure 2: The traction force assay can be used to determine cellular traction forces generated by the actin cytoskeleton by tracking
the displacement of embedded microspheres in the PAAs. Example wide-field phase and fluorescence images of a SCC-61 cell on a hard
PAA (“phase”), and the microspheres directly under the cell at the top surface of the PAA (“stressed”). An image of the bottom of the PAA can
also be taken to later calculate its local thickness (“bottom”). After the cell is removed, an image is once again taken of the microspheres at the
top surface of the PAA (“null”). Microsphere positions between the “stressed” and “null” images can be tracked to yield a “displacement field.”
Microsphere displacements and PAA mechanical properties can then be used to calculate a “traction vector field.” Please click here to view a

larger version of this figure.
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We present a method for fabricating PAAs that can be used as the basis for invadopodia and traction force assays to correlate invasive and
contractile cellular behaviors. While PAAs have long been used to look at rigidity effects on cells and calculate traction forces'®?*?' this protocol
is the first to develop parallel assays based on PAAs with the same rigidities to correlate invasive and contractile cellular behaviors in response to
matrix mechanical properties. Properly activating the coverslips of the glass bottom dishes ensures that the PAAs will bind to them and not come
off. While we and others have relied on reagents such as sulfo-SANPAH and acrylic acid NHS ester to bind gelatin to the surface of the PAAs in
the past*'??®, we found that these methods did not produce reliably uniform surface layers of flbronectln Therefore, fibronectin was embedded
and crossllnked throughout the PAAs using acrylic acid NHS ester as performed by other groups 930 However, mcreasmg concentrations of
fibronectin were required in order to yield the same ligand density at the surfaces of the soft, hard, and rigid PAAS. Additionally, |ncorporat|on of
fibronectin (but not the mlcrospheres) reduced the mechanical properties of the soft, hard, and rigid PAAs from 1,071, 9,299, and 28,283 Pa’to
1,023, 7,307, and 22,692 Pa’, respectively. However, these reduced elastic moduli values still encompassed the range of normal and cancerous
tissues 2 . Storage moduli of the PAAs can easily be measured by rheometry and converted to elastic moduli s

While the protocol is straight forward, lowering and removing the 12 mm coverslips are the most difficult steps and require practice. The biggest
challenge when lowering a coverslip is to ensure that the PAA solution spreads out evenly without any bubbles or splashing. Removing a
coverslip requires a steady hand in order to not damage the 12 mm coverslip, the glass bottom 14 mm coverslip, or the PAA. We have tried
hydrophobic coatings on the 12 mm coverslip to aid in removal but found that the PAAs are left with patterns in their surfaces. The use of fine tip
and thin, paddle-style tweezers for lowering and removing the 12 mm coverslips, respectively, is highly recommended. In addition, the amount
of light used to image the cells must be minimized since some cell types are sensitive to concentrated light on the microscope. Also, L-15
medium was used for the traction force assays since our environmental chamber on our microscope is not equipped for CO,. While the same
supplements were used in the media for the invadopodia and traction force assays in an attempt to keep conditions the same, DMEM and RPMI
1640 could be used instead of L-15 if CO, levels can be controlled.

While the volume of PAA solution was chosen to theoretically yield gels with a thickness of 75 um, their thicknesses typically vary between 30 60
um. However, this range is well above the value at which cells can sense the underlying rigidity of the coverslips of the glass bottom dishes®’

In addition, the thickness of the ECM layer used to detect degradation (gelatin and FITC-labeled fibronectin overlaid on to the PAAs) has been
previously reported as approximately 1 pm in thickness '?; therefore, this thin layer does not shield the cells from the rigidities of the PAAs.
However, solid debris, cracks, and other deformities in elther the PAAs and/or ECM layer can affect individual cellular invasive and contractile
properties. These problems can be caused by unclean 12 mm coverslips that introduce debris into the hydrogels, excessive drying of the gels
and/or gelatin, and incomplete aspiration of sodium borohydride which can leave bubbles that deform the ECM layer. Therefore, care must be
taken when selecting cells for imaging to ensure that they are not unduly influenced by local irregularities in the surfaces of the samples.

Relatively high concentrations of fibronectin in both the PAAs (mixed in at 200-230 ug/ml) and the ECM layer (overlaid on the gelatin at 50 g/
ml) have been used; however, the actual concentrations on either surface have not been directly measured. While each surface appears to

be saturated with fibronectin, it is unclear whether cells experience the same exact ligand densities between the two assays. For the traction
force assays, 200 nm microspheres at a dilution of 1:125 have proven optimal for imaging. However, it is quite common to find other groups
using microspheres of different diameters or dilutions. In this system, smaller microspheres displayed Brownian motion within the PAAs, while
larger microspheres caused cracks and deformities. These observations are most likely due to the physical properties of the PAAs (i.e., pore
size, degree of crosslinking, etc.) that result from the specific amounts of acrylamide and BIS that were used. The microsphere dilution provides
excellent resolution for tracking displacements in the PAAs, particularly since cancer cells exert relatively small forces. For improved optical
resolution, particularly if using even smaller microspheres, high NA water or oil immersion objectives can be used.

Overall, many of these experimental factors can be adjusted based on the user’s requirements such as PAAs with different mechanical
properties, cancer cells with varying invasive and contractile properties, and microscopy systems with other imaging capabilities. The ratio of
acrylamide:BIS can be varied to produce PAAs with similar or different elastic moduli and crossllnklng . The sensitivity of the traction force
assays can be adjusted to account for different cellular force levels by changing the rigidity and/or microsphere dilution. Different fluorophores
can also be chosen for immunofluorescence and fibronectin labeling based on microscope specifications. While FITC does bleach, it is quite
bright making ECM degradation easily identifiable. However, fluorescence imaging of invadopodia and small microspheres typically requires
high NA objectives for optimal resolution. In addition, both assays can be performed on glass coverslips in well plates. However, glass bottom
dishes are much easier to prepare and use throughout the experimental process. In the future, combining these assays into one would allow
for direct visualization of both ECM degradation and cellular force generation. However, several technical challenges would arise including live
cell imaging for invadopodia and microbead displacements, increased cellular exposure to light, bleaching of the FITC fibronectin, and whether
traction forces are completely transduced through the fluorescently labeled and cross-linked ECM layer to the PAA surfaces.
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