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Muscles together with tendons and the skeleton enable animals including humans to move their body parts. Muscle morphogenesis is highly
conserved from animals to humans. Therefore, the powerful Drosophila model system can be used to study concepts of muscle-tendon
development that can also be applied to human muscle biology. Here, we describe in detail how morphogenesis of the adult muscle-tendon
system can be easily imaged in living, developing Drosophila pupae. Hence, the method allows investigating proteins, cells and tissues in their
physiological environment. In addition to a step-by-step protocol with helpful tips, we provide a comprehensive overview of fluorescently tagged
marker proteins that are suitable for studying the muscle-tendon system. To highlight the versatile applications of the protocol, we show example
movies ranging from visualization of long-term morphogenetic events — occurring on the time scale of hours and days — to visualization of short-
term dynamic processes like muscle twitching occurring on time scale of seconds. Taken together, this protocol should enable the reader to
design and perform live-imaging experiments for investigating muscle-tendon morphogenesis in the intact organism.

Video Link

The video component of this article can be found at https://www.jove.com/video/57312/

Introduction

The muscle-tendon apparatus allows animals including humans to move their body parts. The molecular building blocks of the muscle-tendon
system are highly conserved. Therefore, concepts of muscle-tendon development relevant for human muscle biology, for example muscle
morphogenesis, muscle-tendon attachment and myofibril self-organization, can be studied using Drosophila melanogaster as an easily
accessible model system. The Drosophila pupal system has several experimental advantages. First, at the pupal stage — when the adult muscles
are formed — the organism is sessile and therefore easy to image on a microscope over a period of hours or even days. Second, many muscles
form close enough underneath the pupal surface so that they can be imaged inside the intact, partially translucent organism. Third, the muscles
can be investigated in their natural environment, where they are connected to the forming exoskeleton via tendon cells and tissue tension is built
up. This is not possible in muscle cell culture systems. And finally, a plethora of genetic tools is available in Drosophila. Among these are many
fluorescently tagged markers that allow labeling of specific cell types or subcellular structures for imaging in vivo.

Table 1 summarizes the most important markers used for studyin% muscle-tendon morphogenesis. It includes markers overexpressed using the
GAL4-UAS—system1 and endogenously tagged protein markers?®>*, The advantage of the GAL4-UAS-system is that the markers are generally
expressed at high levels, resulting in a strong signal that can easily be imaged in whole-mount pupae. In addition, tissue specificity can be
achieved by choosing GAL4 drivers carefully. The advantage of fusion proteins expressed under endogenous control is that the dynamics of the
respective proteins can be studied in vivo, while they can also be used as markers for different cell types or specific subcellular structures, for
example, BPS-Integrin-GFP for muscle attachment sites. Together, these markers provide high flexibility in experimental design and choice of
research problems that can be solved now and in the future.
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Labeled structure |Marker Expression and Class Stock number Comment Ref.
localization
Muscle Mef2-GAL4 all myoblasts and all | GAL4 line BL 27390 5

muscles at all stages

1151-GAL4 adult muscle GAL4 line, enhancer |- 6
precursors and early |trap
myotubes until 24 h
APF

Act79B-GAL4 jump muscle upon GAL4 line - 7
differentiation

Act88F-GAL4 indirect flight GALA4 line - 7
muscles starting =14
h APF

Act88F-Cameleon indirect flight Act88F enhancer/ - ca?t indicator 8

3.1 muscles starting =14 | promoter driving
h APF Cameleon 3.1

Act88F-GFP indirect flight GFP-fusion (fly fTRG78 and 4
muscles starting =14 | TransgeneOme line) [fTRG10028
h APF

Him-nls-GFP adult muscle enhancer/promoter |- 1.5 kb enhancer 9
precursors, nuclear, |with nls-GFP fragment
until =24 h APF reporter
in indirect flight
muscles

Mhc-Tau-GFP microtubules in enhancer/promoter |BL 53739 10
DLM templates and | with Tau-GFP
in differentiating reporter
muscles

BTub60D-GFP microtubules in GFP-fusion (fly fTRG958 4
myotubes (e.g. TransgeneOme line)
in indirect flight
muscles from =14
h AFP, strongly
decreasing after =48
h APF)

Mhc-GFP (weeP26) |sarcomeres (thick GFP-trap - use heterozygous, "
filament) in all labels an isoform
body muscles (e.g. subset
in indirect flight
muscles starting
from =30 h APF)

Sls-GFP sarcomeres (Z-disc) | GFP-trap (FlyTrap - G53, use 2
in all body muscles |line) heterozygous
(e.g. in indirect flight
muscles starting
from =30 h APF)

Zasp66-GFP Z-disc in all body GFP-trap (FlyTrap BL 6824 ZCL0663 2,12
muscles line)

Zasp52-GFP Z-disc in all body GFP-trap (FlyTrap BL 6838 G00189 2,12
muscles line)

Hts-GFP actin binding; GFP-fusion (fly fTRG585 4
expressed in TransgeneOme line)
epithelium,
myoblasts and
myotubes

DIg1-GFP epithelial cell GFP-fusion (fly fTRG502 4
junctions, myoblasts | TransgeneOme line)
and membranes in
muscles at all stages
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Muscle attachment
site

BPS-Integrin-GFP

muscle attachment
sites (e.g., starting
~18 h AFP in indirect
flight muscles)

GFP-knock-in

binding through
palmitoylation

Talin-GFP and - muscle attachment | GFP-trap (MiMIC - 3
mCherry sites (e.g., starting line)
=18 h AFP in indirect
flight muscles)
Talin-GFP muscle attachment [ GFP-fusion (fly fTRG587 4
sites (e.g., starting TransgeneOme line)
=18 h AFP in indirect
flight muscles)
IIk-GFP muscle attachment | GFP-trap (FlyTrap Kyoto 110951 ZCL3111, ZCL3192 |2
sites (e.g., starting line) (ZCL3111)
=18 h AFP in indirect
flight muscles)
Vinc-GFP and -RFP [ muscle attachment | GFP-fusion - 13
sites (e.g., starting (transgene)
=18 h AFP in indirect
flight muscles)
Tendon sr-GAL4 thorax tendon cells, |GAL4 line, enhancer |BL 26663 homozygous lethal |14
throughout pupal trap
stage
Muscle and Tendon | Duf-GAL4 muscles and GAL4 line BL 66682 kirre-rP298, founder |15
epithelia, early onset cell marker
UAS-reporters UAS-GFP-Gma actin binding UAS line BL 31776 actin binding domain | 16
of Moesin fused to
GFP
UAS-mCherry-Gma | actin binding UAS line - Gma fused to 17
mCherry
UAS-Lifeact-GFP actin binding UAS line BL 35544 18
UAS-Lifeact-Ruby actin binding UAS line BL 35545 18
UAS-CD8-GFP membrane binding |UAS line various stocks, e.g.: 19
BL 32184
UAS-CD8-mCherry | membrane binding UAS line BL 27391 and 27392 20
UAS-palm-mCherry |membrane UAS line BL 34514 UAS-brainbow 21

Table 1: Fluorescently tagged protein markers suitable for studying muscle-tendon morphogenesis in vivo.

Here, we describe in detail how imaging of muscle-tendon morphogenesis in living pupae can be performed easily and successfully (Figure 1).
Alternatively,zpupae can be fixed, dissected and immunostained, which allows using antibodies to also label proteins for which no live markers
are available?. In this case, the imaging quality is generally higher because there is no movement and the structure of interest can be placed
in close proximity to the coverslip. However, dissection and fixation can lead to damage and molecular or tissue dynamics, for example, muscle
twitching, can only be studied in the living organism.

1. Stage Pupae

1. Set up a cross with 20 - 40 virgin females and about 20 males per bottle of fly food (Figure 1A). Alternatively, if stocks will be used, flip each
stock into new bottles. To get enough pupae, consider setting up two bottles per genotype.

2. Incubate the bottles at 25 °C (or 27 °C according to the experimental design) for five to six days (Figure 1B).
NOTE: Keep flipping the flies every two to three days to avoid overcrowding and to ensure a continuous supply of pupae.

3. Use a wet brush to collect white prepupae from the walls of the bottles and transfer them to the glass slides (Figure 1C). Time the staging
such that the pupae reach the desired age when starting live imaging under the microscope.
NOTE: These prepupae look like older pupae in terms of their shape, but they are still white like larvae. The onset of the prepupal stage is
defined as 0 h after puparium formation (0 h APF).
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4. Remove clumps of fly food sticking to the pupae with a wet brush and orient the ventral side of the pupae towards the glass slide using a
stereomicroscope (Figure 1D). Discard pupae that are still moving (too young) or that have started to turn brown (too old). This ensures that
all pupae have the same age (0 - 1 h APF).

5. Label the slides with genotype, date and time of collection. Transfer the glass slides to one petri dish each and add a wet tissue to prevent the
pupae from drying out (Figure 1E).

6. Store the pupae in an incubator at 25 °C or 27 °C until they reach the desired age. Continue with the next steps 1 h before imaging, so that
the pupae have the desired age when starting live imaging (step 3), for example at 13 h APF for the movie shown in Figure 2A-D.

NOTE: The earliest feasible starting time point is after head-eversion of the pupae occurring at 8 - 10 h APF at 27 °C.

2. Prepare Pupae for Imaging

1. Ensure that the pupae now stick to the glass slide just like they naturally stick to the walls of the bottles because of residual fly food. No extra
glue is required. If the pupae do not stick well enough because of high humidity, open the petri dish for a few min to let them dry. Alternatively,
transfer them to double-sided tape on a glass slide, but usually, this is not necessary.

2. Open window in the pupal case for imaging of indirect flight muscles (Figure 1F; Skip to section 2.3 for imaging of abdominal muscles.)

1. Orient the pupae sticking to the glass slide with the anterior facing away from the researcher under a stereomicroscope. Adjust the
zoom to 2X.

2. Using one end of biology grade #5 forceps, gently poke a hole into the pupal case dorsal to the wing where the abdomen ends, and the
thorax begins.

3. To slice open the pupal case, gently move the forceps to the anterior end of the thorax along the wing but avoid damaging the
vulnerable wing tissue.
NOTE: If fluid leaks from the pupa, it is damaged; discard it and start over with a different pupa.

4. Lift up the section of the pupal case above the thorax with the forceps and then cut this section off with fine, sharp scissors on the
opposite side of the dorsal midline.

3. Open window in pupal case for imaging of abdominal muscles (Figure 1G)

1. Orient the pupae sticking to the glass slide with the anterior facing towards the researcher under a stereomicroscope. Adjust the zoom
to 2X.

2. Using one end of biology grade #5 forceps, gently poke a hole into the pupal case dorsal to the wing where the thorax ends, and the
abdomen begins.

3. To slice open the pupal case, gently move the forceps towards the posterior end of the abdomen.
NOTE: If fluid leaks from the pupa, it is damaged; discard it and start over with a different pupa.

4. Lift up the section of the pupal case above the abdomen with the forceps and then cut this section off with fine, sharp scissors on the
opposite side of the dorsal midline.

4. Mount Pupae (Figure 1H)

1. Use a wet brush to transfer up to five pupae to a plastic slide with a groove (custom-built, reusable, see discussion and list of
materials). Add one or two spacer coverslips to each side depending on the depth of the groove and the thickness of the pupae. Put a
small drop of water underneath each spacer coverslip to make it stick to the slide and leave some space between the groove and the
spacer coverslips on each side.

NOTE: The spacer coverslips can also be permanently attached to the slide with super glue, in advance.

2. Orient the pupae such that the opening in the pupal case faces upwards using the brush. Ensure careful positioning of the pupae at the
correct angle for good imaging quality. Optimize the angle for each tissue and developmental time point.

NOTE: A small amount of water in the groove makes positioning of the pupae easier. Drain excess water with the brush afterward to
avoid drowning.

3. Hold a coverslip (18 x 18 mm) above the pupae without touching them. Place small droplets (about 0.5 pL) of 50% glycerol solution
above each pupal case opening onto the coverslip using a 20 uL pipette.

NOTE: This procedure ensures that the droplets have the same spacing as the pupae.

4. Turn the coverslip over and position it above the pupae by hand or using forceps (standard #5) while resting one side of the coverslip
on the spacer coverslips next to the pupae. Next, gently drop the coverslip onto the pupae. Ensure that the pupal case openings are
properly covered with 50% glycerol for good imaging quality and to prevent the pupae from drying out.

5. Fold over one end of a piece of adhesive tape and grab it with forceps (standard #5) at that end. Gently place the tape such that it
covers one edge of the top coverslip, the spacer coverslip(s), and the plastic slide on one side. Do not press down the tape, yet. First,
turn the slide around and repeat for the other side.

6. Use both index fingers to press down the tape simultaneously on both sides. This procedure ensures that the pupae are not displaced.

7. Check whether the pupae are well in contact with the coverslip. For optimal imaging quality the pupae should be gently squeezed
underneath the coverslip. Adjust the number of spacer coverslips if necessary.

8. Label the slide by writing on the sticky tape.

3. Live Imaging of Pupae

1. The mounting method allows imaging of the pupae both on inverted microscopes (Figure 11) and on upright microscopes (Figure 1J).
Especially suitable for live imaging are scanning confocal microscopes, two-photon microscopes and spinning disc confocal microscopes
irrespective of whether they are inverted or upright. For long-term movies, use a temperature-controlled stage if available.

2. Using the ocular and a UV lamp or transmission light, locate a pupa and focus inside the pupa.

3. Using the camera, find the desired structure and adjust the zoom level.
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4. For long-term movies, define a z-stack that encompasses the structure of interest well (for example, the indirect flight muscles, their
attachment sites, the tendon cells or a combination the aforementioned) and choose a time interval. Consider doing averaging for better
image quality. For high-speed, short-term movies, choose a single z-plane to achieve a high frame rate.

Adjust the laser power to give the best possible signal but little saturation. However, too high laser power can damage the pupa over time.
Start imaging and return from time to time to check the movie and readjust the z-stack positioning if necessary.

oo

wait for prepupae (7) on the walls

set up cross / transfer prepupae to a glass

flip stock slide with a wet brush
D B—
5 YEEALERENER
|
’ m |
orient pupae and note genotype, date and time .age pupae in an incubator

2. Prepare pupae for imaging

— for indirect flight muscles —- for abdominal muscles
” e .. .

4

or

! v B e k. p ik
open window in pupal case above thorax open window in pupal case above abdomen

H SN

3. Live imaging of pupae
on an inverted microscope

Figure 1: Workflow for live imaging of muscle-tendon morphogenesis in Drosophila pupae. See protocol for details. Please click here to
view a larger version of this figure.

Representative Results

Various tissues can be imaged in vivo in developing fly pupae, making them an ideal model system to study morphogenesis of adult organs.
Among these are the indirect flight muscles, the thorax epithelium including the tendon cells, the wing epithelium, abdominal muscles and the
heart?%2%24:25.26.27 Here, we focus on live imaging of muscle and tendon morphogenesis. For a detailed description of indirect flight muscle
and abdominal muscle morphogenesis and additional methods for studying muscle biology in Drosophila, we refer the reader to Weitkunat and
Schnorrer 20142,
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Live imaging of indirect flight muscles

For studying the long-term development of the indirect flight muscles consisting of the dorsolongitudinal muscles (DLMs) and the dorsoventral
muscles (DVMs), globular Moesin actin-binding domain tagged with GFP (UAS-GFP-Gma) was expressed in all muscles using the Myocyte
enhancer factor 2 (Mef2)-GAL4 driver (Figure 2A-D, Movie S1). Prior to imaging, a window in the pupal case was opened above the thorax as
shown in Figure 1F. On a two-photon microscope, z-stacks were acquired every 20 min for 21 h starting at =11 h after puparium formation (11 h
APF). In this time frame, the DLMs (green overlays in Figure 2A'-D") first initiate attachment to the tendon cells (Figure 2A) and then split while
the muscle attachments mature (Figure 2B). Next, the myotubes shorten (Figure 2C) until they finally reach the maximally compacted stage at
30 h APF (Figure 2D). Taken together, this movie highlights the dramatic changes in muscle morphology that occur on the time scale of hours.

Mef2-GAL4, UAS-GFP-Gma (indirect flight muscles: DLMs and DVMs)
o S BRI e Sl

Figure 2: Live imaging of indirect flight muscle and tendon morphogenesis. (A-D) Time points from a two-photon movie (Movie S1) using
Mef2-GAL4, UAS-GFP-Gma as a marker for actin in the indirect flight muscles consisting of the dorsolongitudinal muscles (DLMs, highlighted in
green in A'-D') and the dorsoventral muscles (DVMs, highlighted in blue in A'-D'). Scale bars are 100 um. (E-H) Time points from a two-photon
movie (Movie S2) using Duf~GAL4, UAS-CD8-GFP as a marker for indirect flight muscles and the thorax epithelium including tendon cells.
Panels E'-H' show an overlay with a model of the muscle-tendon system at each time point, highlighting the long cellular extensions formed by
the tendon epithelium (magenta) in contact with the muscles (green). Scale bars are 100 um (estimated from size of imaged structures). (I-L)
Time points from a two-color, spinning disc confocal movie (Movie S3) focusing on muscle-tendon attachment initiation. The tendon cells are
labeled with sr-GAL4, UAS-palm-mCherry (magenta) and the dorsolongitudinal indirect flight muscles with Mhc-Tau-GFP (green). Scale bars are
10 um. Time is indicated as hh:mm after puparium formation (APF). Note that not all movies were acquired on a temperature-controlled stage,
therefore, developmental timing may diverge. Please click here to view a larger version of this figure.

For studying tendon and muscle morphogenesis at the same time, membrane-bound GFP (UAS-CD8-GFP) was expressed using Dumbfounded
(Duf)-GAL4 as a driver, which is expressed both in the tendon cells and the indirect flight muscles (Figure 2E-H, Movie S2). A z-stack was
taken on a two-photon microscope every 20 min starting at 16 h APF for 20 h. While the myotubes compact (green overlay in Figure 2E'-H'), the
tendon cells form long cellular extensions that elongate with time (magenta overlay in Figure 2E'-H"). Taken together, this movie highlights the
close interplay between the tendon and muscle cells in vivo.

To investigate muscle-tendon interaction in more detail, two-color, high-magnification imaging was performed. Pupae with myosin heavy chain
(Mhc)-Tau-GFP in the DLMs and UAS-palmitoylated-mCherry (UAS-palm-mCherry) driven by stripe (sr)-GAL4 in the tendons were imaged every
5 min starting at 12 h APF for 4.5 h on a spinning disc confocal microscope (Figure 2I-L, Movie S3). At 12 h APF, the myotubes migrate towards
their tendon target cells while forming long filopodia at their tips (Figure 2l). Subsequently, the muscle and tendon tissues interdigitate (Figure
2J, K) to form a stable attachment. As the attachment matures, fewer filopodia form and the muscle-tendon interface smoothens (Figure 2L).
Thus, two-color, high-magnification imaging can be used to reveal cellular dynamics in detail in the living organism.
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Live imaging of abdominal muscles

For live imaging of the abdominal muscles (Figure 3, Movie S4), Mef2-GAL4>UAS-CD8-GFP was used as a marker and a window was opened
above the abdomen in the pupal case as detailed in Figure 1G. Similar to the indirect flight muscle movie represented in Figure 2A-D, the
formation and growth of the abdominal muscles can be followed over many hours of development (55 h in Movie S4). During this time, the
myoblasts fuse to form growing myotubes (Figure 3A). The myotube tips migrate to their tendon targets, and after attaching to the tendon cells,
the contractile units of the muscles, the sarcomeres, are formed (Figure 3B-D).

Mef2-GAL4, UAS-CDB-GFP (abdominal muscles)
A = eh B '

Figure 3: Live imaging of abdominal muscle morphogenesis. (A-D) Time points from a movie (Movie S4) using Mef2-GAL4, UAS-CD8-GFP
as a marker to follow abdominal muscle morphogenesis. Panels A'-E' show overlays with models of an abdominal muscle set (green) that forms
de novo during the pupal stage. Scale bars are 100 ym. Time is indicated as hh:mm APF. The movie was acquired at room temperature. Please
click here to view a larger version of this figure.

Live imaging of twitching muscles

In contrast to Figure 2 and Figure 3, Figure 4 shows muscle dynamics occurring on the time scale of seconds: the live recording of muscle
contractions. Pupae expressing BPS-Integrin-GFP under endogenous control were imaged with a time resolution of 0.65 s in a single z-plane
on a confocal microscope (Movie S5). In the example displayed in Figure 4, the attachment sites of three DVMs (Figure 4A) were imaged

for 10 min starting at 42 h APF. During this time, five twitch events were observed (Figure 4B-F), showing that the sarcomeres are already
assembled well enough to support coordinated contractions at this time point in development. Hence, imaging of muscle twitching can be used
as a functional read-out for sarcomerogenesis already during indirect flight muscle developmentzs, as opposed to for example flight tests, which
can only be performed after eclosion.

BPS-Integrin-GFP (muscle attachment sites, dorsoventral muscles)

DVM Il 4 DVMII 2
o T s

DVM I 2

t=8min41s t=9min10s t=9 min 52 s
Figure 4: Live imaging of twitching muscles. (A) First time-point from a movie (Movie S5) showing twitching of dorsoventral indirect flight
muscles at 42 h APF using BPS-Integrin-GFP as a marker. In the field of view are the muscle attachment sites of DVM Il 2, DVM Il 1 and DVM
Il 2. (B-F) Color overlays of five individual twitch events, each showing the frame before the twitch (magenta) and the first frame of the twitch
event (green). Note that the individual muscle fibers twitch independently from each other. Arrows highlight the twitching motion. The time
resolution of the movie is 0.65 s. Scale bars are 25 pm. Please click here to view a larger version of this figure.
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Live imaging of endogenously tagged proteins

Similar to BPS-Integrin-GFP, a large collection of fusion proteins expressed in Drosophila under endogenous control has been generated2'3’4.
These fly lines can be used to study for example the subcellular localization or the expression profiles of proteins of interest. The collection is
especially helpful if specific antibodies are not available or protein dynamics need to be investigated in vivo without fixation. Figure 5 shows
three examples of endogenously expressed fusion proteins from the fly TransgeneOme (fTRG) library, Hu li tai shao (Hts)-GFP (Figure 5A, B),
Talin-GFP (Figure 5C, D) and BTubulin60D-GFP (Figure 5E, F). The expression of these proteins can be studied in all tissues that express them
naturally. Here, we show the thorax epithelium (Figure 5A, C, E) and the indirect flight muscles or their attachment sites (Figure 5B, D, F) as
examples.

hts (fTRG585) rhea Iso B,E,F (fTRG587) BTub60D (fTRGI58)
3 . 'BTub60D-GFP
. |

4

E E E I
= 3 3
o @ ©
<5 o = =
o ! b o
[sH] [:1] 1+
= @
[5]
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— 30 h.APF 3
Figure 5: Live imaging of endogenously tagged proteins. (A, B) Maximum projections of z-stacks taken of pupae expressing Hts-GFP. (C,
D) Maximum projections of z-stacks taken of pupae expressing Talin-GFP. (E, F) Maximum projections of z-stacks taken of pupae expressing
BTubulin60D-GFP. Panels A, C and E show the thorax epithelium at 18, 24 and 18 h APF, respectively, and panels B, D and F show the indirect
flight muscles or their attachment sites at 30 h APF. Scale bars are 25 pym. Please click here to view a larger version of this figure.

The presented protocol describes how to image muscle-tendon morphogenesis in living Drosophila pupae using a variety of fluorescently tagged
proteins. This in vivo imaging strategy can be used to study developmental processes in their natural environment of the entire organism.

It is crucial for a successful experiment to find the correct develozpmental time point to analyze. For example, dorsolongitudinal indirect flight
muscles initiate attachment to their tendon targets at =16 h APF 3 while abdominal muscles develop later and attach on both ends only between
30 and 40 h APF%. Consequently, previously published literature should be used to find the right time points of development to analyze or, if the
tissue or structure of interest has not been studied in detail before, the overall development has to be characterized first.

For mounting pupae successfully on the custom-built plastic slides, it is important that the grooves have suitable dimensions: The grooves need
to be 1.0 - 1.5 mm wide and 0.3 - 0.4 mm deep. This depth allows adjusting the precise distance to the top coverslip with spacer coverslips as
needed. However, at least one spacer coverslip should be used to avoid draining the 50% glycerol away from the sample by capillary forces. The
correct positioning of the pupae in the groove requires some experience and should be optimized such that the structure of interest is as close as
possible to the coverslip.

If a large number of pupae is supposed to be imaged in one microscope session, they can all be mounted beforehand and then stored in an
incubator until imaging to ensure proper developmental timing. The pupae should survive the entire procedure and also at least try to eclose if
kept on the slide after imaging. The survival rate can be used as a readout to check whether the imaging conditions harm the pupae.

The imaging settings should be chosen carefully according to the experimental requirements. For short-term movies, a high frame rate versus

a high signal-to-noise ratio needs to be balanced, while relatively high laser power can be used without damaging the pupae too much.
However, for long-term movies, the laser power has to be kept at a moderate level and the pupae should not be imaged continuously but rather
at certain time points, for example, every 20 min. To ensure that the structure of interest does not move out of the field of view, it might be
necessary to readjust the positioning of the z-stack between time points. To our knowledge, the opening of the pupal case per se does not affect
developmental timing. However, a temperature-controlled stage should be used for long-term movies to ensure proper developmental timing.
Keeping these considerations in mind, highly informative movies can be acquired.

The presented protocol can be used to visualize not only muscle-tendon morphogenesis but also other developing tissues, for example, the
wing epitheliung. Only three madifications to this protocol are required: (1) opening of the pupal case above the wing instead of the thorax or
abdomen, (2) positioning of pupae with the wing towards the top coverslip, and (3) the use of different fluorescent marker proteins. With the
advancement of the CRISPR/Cas9-technology, more and more endogenously tagged fluorescent proteins will be available, because it has
become more straightforward to target endogenous loci in Drosophila 03132 1 the future, this will allow elucidating the dynamics of numerous
proteins, cells and entire tissues in their physiological environment in detail.
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