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Abstract

Over the last two decades the zebrafish has emerged as a powerful model organism in science. The experi-
mental accessibility, the broad range of zebrafish mutants, and the highly conserved genetic and biochemical
pathways between zebrafish and mammals lifted zebrafish to become one of the most attractive vertebrate
models to study gene function and to model human diseases. Zebrafish cell lines are highly attractive to
investigate cell biology and zebrafish cell lines complement the experimental tools that are available already.
We established a straightforward method to culture cells from a single zebrafish embryo or a single tumor.
Here we describe the generation of fibroblast-like cell lines from wild-type and ptenb ™/~ embryos and an
endothelial-like cell line from a tumor of an adult ptena®’~ptenb™'~ zebrafish. This protocol can easily be
adapted to establish stable cell lines from any mutant or transgenic zebrafish line and the average time to

obtain a pro-stable cell line is 3-5 months.

Introduction

HE ZEBRAFISH IS AN EXCELLENT model organism to study

developmental processes and is increasingly being used
to study specific cancer- and disease-related questions.' The
human and zebrafish genomes encode common genes, in-
cluding cell cycle genes, oncogenes, and tumor suppressors.”
These genes are highly conserved in zebrafish and reveal the
possibility to study the role of zebrafish orthologues of human
proteins in diseases or developmental malformations.’”
Comparative transcriptome analysis demonstrated striking
homologies between human and zebrafish liver tumors,® il-
lustrating that the zebrafish is a bona fide model for human
cancer.

The main advantages of zebrafish are the large numbers of
offspring and the transparency of the embryo. Further, fer-
tilization is ex uteri and allows analysis of the developing
embryo at any time of interest and even continuously. Besides
the general molecular biology applications in zebrafish, the
cell culture system is becoming an increasingly attractive tool
to study cell behavior. Further, cell lines facilitate cell biology
and biochemistry approaches.

During the last decade, a lot of progress was made in cul-
turing cells from zebrafish.”'! Although a range of methods
have been described, the protocols vary between laboratories,
which have led to open questions. For example, the composition
of media”®'42 (listed in Table 1), the number of embryos
used for culturing cells, and the approach in general to culture
cells from an embryo varies from laboratory to laboratory.

Several knockout mutants and transgenic lines develop
tumors over time, including tp53~/~, ptenb™’", ptena*/~
ptenb™/~, respectively, ptena~/~ptenb™’~, mitflA:V12RAS,
tp53-BRAFY"F, and GFP-H-RASV12.'*"7 These mutants
have great potential for phenotypical analysis, but also show
limitations. Tumors develop spontaneously and have to get a
certain size before becoming apparent. Transplantable tumors
are an accepted gold standard in cancer studies and provide
an alternative method to study tumor progression.18 Recently,
the transplantation and grafting methods have been opti-
mized and utilized by several groups.'*'*?* Grafting of hu-
man or mouse cancer cells into fish is common and well
established.'” However, since the host and donor cells are
derived from different species, the cells and the embryos re-
quire different growth conditions. Hence, the availability of
zebrafish cell lines would boost the applicability of zebrafish
for grafting and transplantation purposes. Combined with the
transparency of zebrafish embryos, this would be an impor-
tant addition to the repertoire of techniques that is already
available.

For tumor transplantation analysis, in most cases, the tu-
mor is disaggregated and injected into a host. This approach is
well established, but also contains a nonpredictable factor,
since tumor tissue is composed of a mixture of tumor cells,
blood, and stroma cells. Therefore, the host is not only
stressed by cancer cells, but also by a cohort of different
tumor-associated cells. An alternative approach would be to
dissociate the tumors, sort individual cells, based on markers—
for instance, a fluorescent marker by fluorescence-activated cell
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TABLE 1. VARIATION IN COMPOSITION OF MEDIA FOR ZEBRAFISH CELL CULTURE
Culture medium Reference
DMEM/Ham’s F12 with carbonate or HEPES 10% FCS 8
90% 1:1 DMEM/Ham’s F12 with 10% FCS (containing 1.2 g/L sodium carbonate, 2.5 mM L-glutamine, 11
15mM HEPES, and 0.5mM sodium pyruvate), or L15 with 15% FCS
DMEM (high glucose, no sodium pyruvate) with 15% FBS, 1% trout serum, 50 ug protein/mL of zebrafish 41
embryo extract, 10 ug/mL bovine insulin, 50 ng/mL bFGF, 100 U/mL penicillin-streptomycin,
and 100 U/mL ampicillin
L15 with 20% FCS 42
LDF medium (50% L-15, 35% DMEM, and 15% Ham’s F12 media) supplemented with sodium 7

bicarbonate (0.15mg/mL), 15mM (HEPES) buffer (pH 7.2), penicillin (200 U/mL), streptomycin
sulfate (200 ug/mL), ampicillin (25 ug/mL), bovine insulin (10 ug/mL; Sigma), trout embryo

extract (25 ug/mL), trout serum (0.1%), and FBS (1%)

DMEM, Dulbecco’s modified Eagle’s medium; HEPES, 4-(2-hydroxyethyl)-1-piperazine-ethanesulfonic acid; FCS, fetal calf serum; L15,
Leibovitz’s medium; FBS, fetal bovine serum; bFGF, basic fibroblast growth factor; LDF, L-15/DMEM/F12.

sorting—and grafting these homogenous cells.** Deriving cell
lines from a zebrafish tumor and grafting these cells into zeb-
rafish hosts is another approach to investigate tumor biology in
a more controlled and reproducible manner.

In general, fish models with an embryonic lethal mutation
in genes like pten, ribosomal proteins, or b-myb show a limitation
in approaches due to embryonic lethality.'**>?® To circum-
vent this problem, we established a protocol to generate cell
lines from single (mutant) embryos with the aim to study cell
behavior and migration in vitro as well as in vivo. Until now,
zebrafish cell lines were derived from pooled embryos.
However, it is desirable to derive stable cell lines from single
embryos. Since morphological defects in many mutants only
become apparent later in development, it is crucial to derive
cell lines from single embryos and subsequently determine
the genotype of the cell lines.

Cells in culture are easily accessible for transfection and
chemotherapeutic agents. Further, cell lines may be labeled
and grafted into a host and reveal a new possibility to study
tumor formation and associated events, such as angiogenesis,
growth, and formation of metastases. Further, grafting cell
lines into hosts with aberrant genetic backgrounds will pro-
vide a detailed insight into the molecular genetic basis of tu-
mor formation.

The zebrafish genome encodes two pten genes, referred to as
ptena and ptenb.'>*” PTEN (for phosphatase and tensin homo-
logue from chromosome 10) was identified as a tumor sup-
pressor after identification of chromosome 10q23 as a locus that
is highly susceptible to mutation in primary cancer.”®* So-
matic deletion in various kinds of tissue leads to tumor for-
mation and cancer.?****! PTEN belongs to the protein tyrosine
phosphatase superfamily and is a key player in the signaling
network triggered by PI3K/Akt.*** Loss of PTEN leads to
constitutive activation of the Akt pathway, promoting cell
survival, proliferation, growth, and angiogenesis.>**> The im-
portance of PTEN is emphasized by studies in several organ-
isms, including mouse, where Pten was deleted in all cells as
well as using conditional knockouts in adult stages.>**** Em-
bryos lacking Pten die due to developmental defects and
growth retardation. Homozygous ptena™'~ or ptenb™'~ zebra-
fish are viable and fertile and do not display developmental
defects. Ptena™'~ptenb™'~ zebrafish are embryonically lethal
around 5 days postfertilization (dpf)'> and only begin to dis-
play developmental defects from 2 dpf onward.

Here we describe a straightforward protocol, using wild-
type and pten mutant zebrafish for isolation and culturing of
zebrafish cells from an embryo or a tumor. This protocol is
applicable in every laboratory for any genetic zebrafish mu-
tant provided the embryos survive until 1dpf. In addition, we
adapted the protocol for growing cells from a tumor in pten
mutant adult fish. Our protocol to culture cells from a single
zebrafish embryo or tumor contributes to the repertoire of
methods that are available to understand zebrafish cell behavior.

Materials and Methods
Materials
Composition of all used solutions and media is listed in
Table 2.
Culturing cells from single embryos

The following procedure is optimized to culture embryos at
24 hours postfertilization (hpf) and is depicted schematically
in Figure 1.

TABLE 2. MEDIA COMPOSITION

Growth media

L15 + GlutaMax (Gibco) 500 mL
FBS (Sigma-Aldrich) 15%
Calcium chloride 0.8 mM
Penicillin (Gibco) 50U/mL
Streptomycin (Gibco) 0.05mg/mL
Gentamycin (Gibco) 10mg/mL
Calcium-free Ringer
NaCl, 116 mM
KCl1 2.9mM
HEPES 5mM

Bleaching solution

NaOCl in calcium free Ringer 10%-13%

Phosphate-buffered saline

Na,HPO, 10mM
KH,PO, 1.5 mM
NaCl 137 mM
KCl1 2.7mM

KCl, potassium chloride; NaOCl, sodium hypochlorite; Na,HPO,,
disodium phosphate; KH,PO,4, monopotassium phosphate; NaCl,
sodium chloride.



318
step 1
X
X! day -1
step 2
day 0
step 3

PBS/PS
bleach solution

1
o LKL —) 7
1

| deyolking
centrifugation
1 trypsinisation
centrifugation

\e/  resuspend pellet
A
83333353 seeding into a

'8888888% 48well plate
day 1

step 4
1

OO0/ split cells

OO0
week 4-5

step 5

—34 split cells

week 6 onwards

FIG. 1. Workflow how to culture cells from an embryo.
Schematical overview of single steps (1-5) is shown. Em-
bryos are collected after natural mating (steps 1 and 2).
Embryos are transferred to tubes and washed, bleached,
deyolked, and trypsinized. Single-cell suspensions are
transferred to a 48-well plate (step 3). After several weeks of
culturing and monitoring, cells are split and transferred to a
six-well plate (step 4). Confluent wells are split to a 25-cm?
flask (step 5).

Obtaining embryos and dissociation into single cells.
Collect embryos after natural spawning and grow them
overnight in standard E3 media containing methylene blue at
28°C. Dechorionate embryos with sterile, ethanol cleaned
forceps and transfer them to phosphate-buffered saline (PBS)
containing 50U/mL penicillin (Gibco) and 0.05mg/mL
streptomycin (Gibco) (PBS/PS) for at least 30 min (five em-
bryos in a well of a six-well plate with 5 mL PBS/PS). Refresh
the PBS/PS solution and transfer a single embryo to a sterile
tube (embryo+500 uL PBS/PS) for 20 min. To avoid contam-
ination with bacteria, incubate embryos in a bleaching solu-
tion (Table 2). We recommend 200 uL of the bleaching solution
for 5min. Replace the bleaching solution with PBS/PS im-
mediately and incubate for 20 min. See Table 3 for trouble-
shooting. Remove the yolk sac of an embryo using a 200-uL
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pipettor and pipette several times up and down. Spin down
1200 g for 2 min at room temperature and discard the super-
natant carefully. See Table 3 for troubleshooting. Add 300 uL
of TripLE (Gibco; prewarmed to 28°C) and incubate for
~30min at 28°C in a thermomixer, while mixing at 800 rpm.
Flick the tube several times during incubation and control
status of the embryo by eye. The incubation time depends on
the status of the embryo. As soon as you see disintegration of
the embryo, pipette the embryo- TripLE, with a 200-uL tip,
several times up and down under sterile conditions (cell cul-
ture hood), centrifuge immediately (4min, 1200 ¢ at room
temperature), discard supernatant, and wash with 400 uL
PBS. The difference in disintegration time may differ between
zebrafish mutants. If you still see an embryo-like structure
(Fig. 2a, arrow), do not extend the incubation in TripLE, but
rather continue with the next step. In general, it is possible to
culture embryos younger or older than 24 hpf. For younger
embryos, we recommend to decrease the time of bleaching
from 5 to 3 min and to decrease the time of trypsinization from
30 to 15-20 min. In case of older embryos, we recommend to
increase all incubation steps by at least 10 min.

Transferring single-cell suspension to culture condi-
tions. Resuspend cell pellets in 400 uL. growth media and
transfer cell suspension to a 48-well plate (Fig. 2b). We rec-
ommend a volume of 400 uL per well of a 48-well plate, 2mL
per well of a 6-well plate, 5mL for a 25-cm? flask, and 20 mL for
a 75-cm? flask. There is no need to coat the wells with gelatin,
for example, zebrafish cells attach to the surface of a cell culture
dish easily. For air exchange and sterile conditions, the plates
should be closed by a parafilm and caps of flasks should not be
closed completely. The optimal temperature for growing and
culturing zebrafish cells is 26°C-28°C (no need for CO, sup-
ply). After ~1h, the first attached cells are visible (Fig. 2c, d).
Twenty-four hours after seeding, the first cohorts of cells are
visible (Fig. 2e, f). If you see the first sign of contamination, like
small objectives moving in the well, a smell, or unclear media
replace the media immediately. Check the cells on the next day
and, if necessary, change the medium again. In case of severe
contamination after 6 h, wash wells several times with PBS/PS
and incubate overnight in media. Proceed on the next day with
washing and replacement of media.

Maintenance and passaging of zebrafish cells. In gen-
eral, media of growing cells should be replaced every 6-7
days. In case the wells contain a lot of dead cells or small
particles (Fig. 3a), wash cells once with PBS/PS followed by
replacement of growth media. If the media get a deep pink/
purple color, indicating a pH switch, we also recommend
replacing the media (Fig. 3b). Cells should grow for around 3—
4 weeks in the 48-well plate. After 3—4 days culturing, dif-
ferent types of cells are detectable (Fig. 4a) and become more
distinguishable after ~10 days (Fig. 4b—d). To obtain a single
cell type, start splitting the cells after 3—4 weeks (Fig. 4e-h):
wash cells once with 400 uL PBS, followed by a short incu-
bation with 400 uL TripLE. Remove TripLE leaving about 1/
20 of volume in a well and continue incubation for 3—4 min
with TripLE at room temperature. Resuspend cells with
400 pL growth media and transfer cell suspension to a six-well
dish containing 2mL of growth media. Under optimal con-
ditions, the trypsinized well still contains some cells. Add
growth media to those wells even if you do not see any signs
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TaBLE 3. TROUBLESHOOTING

Problem

Possible cause and solution

No cells alive
after seeding

Either the concentration of the bleaching solution is too high or incubation time with TripLE
is too long. Decrease concentration of the bleaching solution and incubate for 5min followed

by washing with PBS/PS. Further, decrease incubation with TripLE from 20 to 15 min.
If you still do not get any cells in culture, skip the washing step with PBS/PS and resuspend
cell-pellet after centrifugation with growth media and seed cells.

No cells after
seeding
No cells after
splitting

You may have lost your pellet after centrifugation and discarding the supernatant. In general, we
recommend not to suck off all solution during the washing steps, instead leave a bit in the tube.
The incubation time could be too long. We recommend to trypsinize cells for 2 min, resuspend
in growth media, and transfer to a 24-well dish. Refill the original well with growth media.

Check the status of the cells (old well and new well) the next day and trypsinize the well of origin

again after one week.
No adherence
of tumor
tissue

In case of no attachment of tissue to the well, cut the tumor pieces in smaller fragments and continue
with culturing. If there is still no adherence of cells, transfer the fragments in a tube and spin down
for 4min 1200 g. Add TripLE to the tissue and incubate for 15-30 min and follow with spinning down,

washing with PBS/PS. Spin down, remove the supernatant, and resuspend the pellet with media

and continue culturing

of cells and check this well again on the next day. The incu-
bation time with TripLE depends on the status of cells. Check
the cells under a microscope after 2min. As soon as cells are
seen to be detaching, resuspend the cells with growth media.
See Table 3 for troubleshooting.

Check cells after each passage on the next day. In case of
contamination or a large amount of dead cells, wash cells and
refresh growth media. Continue culturing cells in a six-well

plate. As soon as cells are confluent, split them to another six-
well plate and continue with culturing until you get a single
type of cell. Once cells of a single cell type are confluent in a
six-well format, start splitting (1:10) cells to a 25-cm? flask, and
then to a 75-cm? flask.

Long-term storage of zebrafish cells. For long-term
storage, trypsinize a confluent 75-cm? flask and freeze

FIG. 2. Cells after seeding. (a) In some
cases, parts of the embryo still remain after
trypsinization (arrows); some single cells are
indicated by arrowheads. (b) The embryo-
cell suspension contains single floating cells.
(c) After ~1h, first attached cells are visible.
(d) Enlargement of indicated box in (c),
showing an attached cell. (e) After 1 day,
cells start to grow out of the embryo frag-
ment (arrow). (f) One day after culturing
small colonies of cells are noticeable. Color
images available online at www liebertpub
.com/zeb
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FIG. 3. Contamination and color switch of
growth media. Small moving particles are
indication of a contamination (arrow in a). A
freshly added growth medium to a 75-cm?
flask (b, top flask) is shown. After one week,
the color switched to deep pink (b, bottom
flask). Color images available online at www
Jiebertpub.com/zeb

FIG. 4. Culturing cells for about 5 weeks.
(@) Four days after culturing, different cell
types are detectable. (b—d) After 10 days,
these cell types become more distinguish-
able. (e) Cells were passaged to a 6-well plate
after 4 weeks of culturing in a 48-well plate
and after reaching confluence, they were
passaged further to 6-well plates. (f-h) After
three passages in 3 weeks, single cell types
are observed. Color images available online
at www liebertpub.com/zeb
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immediately. Briefly, wash cells with PBS/PS, trypsinize, and
resuspend cells in growth media (conditions mentioned
above). Spin down at 1100 g for 4 min and resuspend pellets in
500 uL of growth media/freezing media (1:1, v/v). Transfer
the cell solution to cryovials and store for one day at —80°C in
a polystyrene box or wrap cryovial with tissue. Transfer fro-
zen cells to liquid nitrogen for longer storage. To reculture
frozen cells, thaw cells carefully in your hands; be aware that
37°C kills zebrafish cells. Mix cells with a 5mL prewarmed
medium (28°C), spin down for 4 min at 1100 g, and resuspend
pellets in desired growth media and plate out (Fig. 5).

Culturing cells from tumor tissue

All protocols using live animals must be approved by the
local animal welfare committees according to national gov-
ernmental regulations and legislature. Adult ptena ™/~ ptenb ™/~
fish %evelop tumors that were identified as hemangiosarco-
mas.

Prepare fish for tumor isolation. Incubate tumor-bearing
live fish overnight in E3 media containing 50 U/mL penicillin
and 0.05 mg/mL streptomycin (E3/PS). Refresh next morning
the E3/PS solution and incubate fish for 2 h. Refresh E3 media
with double amount of PS for at least 1h. Euthanize the tu-
mor-bearing zebrafish with an overdose of MS222 (Sigma-
Aldrich) and iced water. The total cessation of gill movement
and lack of visible heart beat through the skin indicates death
of zebrafish.

Isolation of tumor cells.  Position the fish for proper tumor
preparation under a stereomicroscope. We recommend fixing
the fish with needles, for example, on sheets of parafilm. Re-
move excess water on the surface of the fish and dish using
tissue. Slice the tumor carefully and transfer tumor tissue to a
six-well plate, incubate for 20min in PBS with double PS.
Externally growing tumors are easy to slice, whereas an in-
ternal tumor requires surgery (Fig. 6a). In both cases, avoid a
contamination with healthy tissue. Fix the remaining part of
the fish and/or a small piece of the tumor for histological
analysis. Replace the PBS double PS solution with 2mL
growth media. Shear the tumor with either a sterile pistil or a
blade. The method of choice to hackle the tumor depends on
the tumor mass and tissue of origin. In case of a soft tumor, we
recommend to use a pistil, if your tumor is more solid, use a
blade. It is not necessary to get the tumor tissue completely in
suspension. Validation of different methods in our experience
leads us to the conclusion that slicing the tumor in several
pieces yields best results. The pieces will attach to the surface
of the plate and cells will grow out of the tissue (Fig. 6b).
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FIG. 5. Reculturing frozen cells. (a) One h
after seeding, the first cells start to attach to
the plate (arrows), single cells in suspension
are indicated by arrowheads. (b) Cells adhere
and grow after 2 days Color images available
online at www liebertpub.com/zeb.

Transferring single-cell suspension to culture condi-
tions. Cover the tumor suspension with 2 mL growth media
under sterile conditions (cell culture hood). In optimal con-
ditions, remove the tissue after 5-7 days and perform im-
munohistological analysis for tumor characterization. Cells
from a tumor tissue need a longer time to attach to the surface
of a culture plate. As mentioned above, the risk of contami-
nation is high. Check your cells after ~6h and, if necessary,
take action to remove the contamination. In case of minor
contamination (Fig. 3), wash cells, respectively, clump of tis-
sue several times with PBS/PS, and replace media. Note, try
not to discard pieces of tumor tissue. If the contamination is
more than minor (double amount of bacteria or small particle
as shown in Fig. 3), wash cells with PBS/PS and discard all
nonadherent cells/tissue. In case of severe contamination,
wash cells several times with PBS/double PS and discard all
nonadherent cell/tissue. Wash cells again the next day. De-
pending on the grade of contamination, treatment has to be
adapted individually. Monitor cells every other day and
proceed with steps described in section Maintenance and
passaging zebrafish cells (above). After 34 weeks of cultur-
ing, certain cell types are established (Fig. 6c, d) and the well
has almost grown to confluence. To get a single type of cell,
passage the cells further in six-well plates (Fig. 6e, f) and
follow subsequently by growing in a 25-cm® flask, respec-
tively, 75 cm? flask.

Immunoblotting

Protein lysates are obtained from cell lines using the stan-
dard procedure. Briefly, cells were washed with ice-cold PBS.
Add 1.5mL of the cell lysis buffer (50 mM HEPES, [pH 7.4],
150mM sodium chloride, 1 mM magnesium chloride, 10%
glycerol, 1% Triton X-100, 1% sodium orthovanadate
[NazVOy], and protease inhibitors, including 5mM betagly-
cerophosphate, 1 ug/mL aprotinin, 5mM sodium fluoride,
1mM NazVO,, and 1pug/mL leupeptin) and incubate 15-
20 min on ice. Collect cells using the cell scraper, spin down
(10 min at 12,000 rpm), and transfer the supernatant to a tube.
Measure the protein concentration using the standard proce-
dure, samples were mixed with the 2x Laemmli sample
buffer and boiled for 5 min. Immunoblotting was performed
according to the standard procedure using antibodies against
pAkt-serd73 (Cell Signaling) and Actin (Sigma-Aldrich)."”

Transfection

Transfection of a CMV:eGFP construct was performed us-
ing Lipofectamine (Invitrogen) following the manufacturer’s
instruction. All incubation steps were performed at 28°C and
without any supply of CO,. Transfection efficiency was
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FIG. 6. Culturing cells from a tumor. (a) An
external growing tumor mass (marked by
box) in a ptena*’"ptenb™/~ fish. Part of the
tumor tissue was sliced and cut into several
pieces. The rest of the tumor was fixed and
embedded in paraffin. (b) After 7 days, cells
have grown out of the tissue and form a cell
layer surrounding the tissue. (¢, d) After 3
weeks of culturing, different cell types are
visible. (e) After 3-4 months, a single cell
type is established (pro-cell line). (f) After 1
year, a stable cell line is generated. (g, h) The
fixed part of the tumor from panel (a), em-
bedded in paraffin was sectioned transver-
sally, and sections were stained with
hematoxylin and eosin. (h) Enlargement of
indicated box in (g), showing a hemangio-
sarcoma. Images were taken with 20x (g)
and 40x (h), respectively. Color images
available online at www liebertpub.com/zeb

analyzed using an AMG Evos microscope and counting of
(fluorescent) cells.

Immunohistochemistry

Euthanized fish were fixed with the Bouins’s fixative solu-
tion overnight at room temperature and subsequently washed
with 70% ethanol. Immunohistochemistry (IHC) was per-
formed according to standard protocols. Briefly, fish were
embedded in paraffin, sectioned (6 um) transversally, placed on
charged slides, deparaffinized, and stained with hematoxylin
and eosin. Pictures were taken using a Leica DFC 500 connected
to a Nikon Eclipse microscope with 20x and 40 x objectives.

Reverse transcription PCR

RNA isolation was done using the RNeasy kit (Qiagen).
Reverse transcription was performed using oligo(dT) and
MMLYV reverse transcriptase (Promega). Orthologs of human
pecam1 (cd31) and cd34 were identified by BLAST searching in
the zebrafish genome. Primers for pecam1, cd34, and flil were
designed using Primer3 software. The identity of the resulting
polymerase chain reaction (PCR) products was verified by
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sequencing. The kdr primers have been described before*® and
actin beta-1 (actbl) was used as a control. All primers that were
used for the reverse transcription polymerase chain reaction
experiment and accession numbers for pecam1, cd34, and flil
are depicted in Table 4.

Results

The protocol described here was designed for generating
cell lines from single zebrafish embryos or a single tumor,
respectively, which will enable multiple applications in
cancer and biomedical research. We derived cell lines from
an incross of ptena*/~ptenb™/~ fish and established the ge-
notypes of the cell lines once they were stable. In addition,
we derived a cell line from a tumor of a ptena™’~ptenb™/~
fish, which was histologically established as a hemangio-
sarcoma'” (Fig. 6g, h). For culturing the cell lines, we used
different media compositions as listed in Table 1 and opti-
mized the L15 media by adding supplements as listed in
Table 2. The composition of L15 growth media allows the
cells to grow without additional CO, supply. Established cell
lines from zebrafish are able to grow at room temperature
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TABLE 4. REVERSE TRANSCRIPTION PRIMERS FOR ENDOTHELIAL MARKERS

Gene name Identifier

Forward primer Reverse primer

pecam1 (cd31) NM 001113799

cd341 XM 002662526
flil NM 131348
Kdr XM 684185
actbl NM 131031

tcaccaaagacggcacca gcgttgaccatctttaagea
gctcactcaactcaacgtacca aacttcccagcecattecttt
tcaatggatccagagagtcg cgtetttgctcatettgeag
acagagaaagatgctgggaat gctactgecgtacatgtgea
cttgeggtatccacgagac gcgecatacagagcagaa

even in the absence of an incubator. For sterile conditions, we
recommend the use of a simple incubator with minimal
ventilation. The main objective during the first 3-4 weeks is
to keep the cells alive and allow them to adjust to the media
and culture conditions. Cell passage allows a new arrange-
ment of cells and stimulates proliferation. The main goal is to
establish a single cell type since different cell types behave
differently and need different growth conditions. The time
estimation is around 3-5 months to establish a pro-stable
line. After 6 months of culturing, the cell line is prestable and
after 1 year, a stable cell line is generated that is morpho-
logically homogeneous. In general, to definitively ensure the
homogeneity of a cell line requires cloning, for instance, by
limiting dilution, which is feasible with the culture condi-
tions described here. We found that after passaging for more
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FIG. 7. Zebrafish cells are amenable for experimental ap-
proaches. (a) Reverse transcription-PCR using RNA from 3
dpf embryos, hemangiosarcoma (tumor), contralateral con-
trol tissue, tumor cell line, a control cell line with the same
genotype as the tumor-derived cell line (ptena™’~ptenb™'")
and H,O as a control. The primers that were used for the
four endothelial markers and the loading control (actin beta 1,
actbl) are depicted in Table 4. (b) Cells lacking Pten display
an increased phosphoAkt level compared to wild type, il-
lustrated by immunoblotting using phosphoAkt-specific
antibodies. Anti-actin is included as a loading control. (c, d)
Zebrafish cells are readily transfectable using lipofectamine
(Invitrogen), illustrated by transfection of a CMV:eGFP
construct that results in green fluorescent protein (GFP) ex-
pression throughout the cell. Pictures were taken using an
AMG Evos microscope.

than 57 times in 2 years, cell lines from zebrafish are stable
for long-term culture. The hemangiosarcomas are endothe-
lial cell-derived tumors and we used reverse transcription-
PCR to investigate whether the tumor-derived cell line
expressed endothelial markers, including pecam1, cd34, flil,
and kdr. All four markers were expressed by the tumor and
by 3 dpf embryos (positive control). The tumor-derived cell
line expressed all, but one (pecaml), markers, whereas a
control cell line, which was derived from a zebrafish embryo
with the same genotype as the tumor-derived cell line
(ptena™'~ptenb™'"), did not express any of the endothelial
markers (Fig. 7a). These results are consistent with the
tumor-derived cell line being of endothelial origin. Further
characterization of these cell lines, for instance, by expres-
sion profiling will allow us to assess to what extent the cell
lines have deviated from the original tumor.

Zebrafish cells are easy to handle and can be used for many
applications. For example, we isolated cell lysates from two
distinct cell lines and used these lysates for genotyping and
immunoblotting. The two cell lines were derived from wild-
type and ptena*/~ptenb™'~ zebrafish embryos, respectively,
and their genotypes were confirmed by sequencing.'? Tm-
munoblotting using phosphoAkt-specific antibodies illus-
trated as expected that ptena™’~ptenb™~ cells had elevated
phosphoAkt levels compared to wild-type cells (Fig. 7b).
Equal loading of proteins was monitored by blotting for Ac-
tin. These immunoblots demonstrate that zebrafish cell lines
can be used to analyze signaling in zebrafish cell lines.

Next, we transfected wild-type zebrafish cell lines with a
CMV promoter-driven expression vector for eGFP, using
lipofectamine. It is evident that these cells are readily
transfectable using this method (Fig. 7c, d). Without opti-
mization of the transfection protocol, transfection efficien-
cies were around 10%. Transfection experiments will allow
us to label cell lines with fluorescent proteins and to intro-
duce target proteins in mutant cells, which may rescue the
mutant phenotype.

Conclusion

Here, we successfully established a protocol to culture cells
from an embryo or tumor tissue. We established cell lines
from single embryos with distinct genetic backgrounds as
well as from tumor tissues. Notably, we derived a fibroblast-
like ptenb =/~ cell line from an embryo and a ptena™'~ptenb ™/~
endothelial-like cell line from a tumor. These cell lines have
been in culture for more than 2 years demonstrating that our
conditions allow establishment of stable cell lines. Further, we
used several experimental approaches on these cell lines as
proof-of-principle, including immunoblotting and transfection.
We envision that these cell lines may also be used for
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biochemical analyses, IHC, and grafting before or after genetic
manipulation. The protocol described here is straightforward
and can easily be adapted to establish cell lines from zebrafish
embryos with any mutant or transgenic background. The
use of cell lines complements the repertoire of experimental
approaches that are being used in zebrafish research.
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