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ABSTRACT The most current in vitro genetic meth-
ods, including gene preservation, gene editing and devel-
opmental modelling, require a significant number of
healthy cells. In poultry species, primordial germ cells
(PGCs) are great candidates for all the above-mentioned
purposes, given their easy culturing and well-established
freezing method for chicken. However, the constant moni-
toring of cultures can be financially challenging and con-
sumes large amounts of solutions and accessories. This
study aimed to introduce the Fluorescent Ubiquitination-
based Cell Cycle Indicator (FUCCI) complex into the
chicken PGCs. FUCCI is a powerful transgenic tool based
on the periodic protein expression changes during the cell
cycle. It includes chromatin licensing and DNA replication

factor 1 attached monomeric Kusabira-Orange and Gemi-
nin-attached monomeric Azami-Green fluorescent pro-
teins, that cause the cells to express a red signal in the Gy
phase and a green signal in S and G, phases. Modification
of the chicken PGCs was done via electroporation and
deemed to be successful according to confocal microscopy,
DNA sequencing and timelapse video analysis. Stable
clone cell lines were established, cryopreserved, and
injected into recipient embryos to prove the integrational
competency. The cell health monitoring was tested with
medium change experiments, that proved the intended
reactions of the FUCCI transgene. These results estab-
lished the future for FUCCI experiments in chicken,
including heat treatment and toxin treatment.
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INTRODUCTION

Gene preservation for avian species has its difficulties
due to the unique nature of the birds’ reproductive sys-
tem. While sperm freezing is a well-established tech-
nique in mammalian species (Ugur et al., 2019; Yanez-
Ortiz et al., 2022), it is not as effective in avian species
due to the male birds’ homogametic nature. Since the
male birds have the ZZ sexual chromosome pair, sperm
freezing only preserves the genetic information coded on
the Z-chromosome, while the genes on the W-chromo-
some are not conserved. The preservation of the egg or
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embryo is even more problematic due to the relatively
large size, water and protein content of the egg. The
freezing of embryonic gonadal tissues (Liptoi et al.,
2013; Tiambo et al., 2021; Hu et al., 2022) is lethal to
the donor animal, which makes the method unsuitable
for endangered species.

A promising tool for avian gene preservation (Naito
et al., 1994; Tajima et al., 1998; Setioko et al., 2007; Liu
et al., 2012, 2013; Silversides et al., 2013; Nakamura,
2016; Nandi et al., 2016; Lazar et al., 2021; Chaipipat
et al., 2022) is the freezing of primordial germ cells
(PGCs). PGCs are the precursors of germ cells (Kim
and Han, 2018) and they have the unipotent ability to
develop into eggs and sperms. They can differentiate
both in vivo and in vitro (Matsui et al., 1992; Petitte et
al., 2004; Xiong et al., 2015) which makes them a valu-
able model for developmental biology. They are located
in the ventral side of the epiblast layer when the primi-
tive streak forms (Eyal-Giladi et al., 1981). After
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18 hours of incubation, they migrate to the germinal
crescent (Kochav, et al., 1980; Nakamura et al., 2007),
where they start the proliferation, and by the 40th hour,
they enter the circulation (circulating PGCs, cPGC)
and migrate towards the developing gonads (Ham-
burger—Hamilton stage 12—17), which they colonize
afterwards (gonadal PGCs, gPGC)(Ginsburg and
Eyal-Giladi, 1986). cPGCs are the easiest to isolate and
the majority of donor embryos survive the procedure.

Primordial germ cells have a wide spectrum of poten-
tial usage in various fields of research. In addition to
gene preservation, another highly important aspect of
the PGCs is their part in avian genome editing and chi-
maera production (Kino et al., 1997; Ono et al., 1998;
Woodcock et al., 2017, 2019; Divya et al., 2021). This
advantage is based on their integration capability into
recipient animals and their ability to be cultured in
vitro. They have been also used in embryonic develop-
mental research (Trefil et al., 2017; Bednarczyk et al.,
2021). However, there are only a few species with an
already established culturing medium and developing
media for new species proved to be challenging.

Most of the techniques, for which PGCs are used,
require a substantial quantity of viable cells. To produce
and monitor these cultures, there are important meth-
ods, such as cell line characterization (Macdonald et al.,
2010; Whyte et al., 2015; Lazar et al., 2018; Kong et al.,
2018; Ezaki et al., 2020), development of cell isolation
and in vitro culture (Zhao and Kuwana, 2003), and cell
health control (Lazar et al., 2022). Usually, markers
such as annexin, ethidium homodimer or propidium
iodide are used to evaluate the cell health, however,
these methods cause the death of the cells and can only
be used in vitro.

Fluorescent Ubiquitination-based Cell Cycle Indicator
(FUCCI) is a set of fluorescent probes. It is based on
the observation that during the cell cycle, different pro-
teins are expressed in different stages (Blow and Dutta,
2005). This periodic change is mostly regulated by phos-
phorylation and ubiquitylation (Nakayama and
Nakayama, 2006). FUCCI uses the chromatin licensing
and DNA replication factor 1 (Cdtl) (Nishitani et al.,
2000) and Geminin (Nishitani et al., 2004) replication
licensing factors since they are only present at specific
stages of the cell cycle. Cdtl is active during G, while
Geminin is present in the S, Go, and M phases. To visu-
alize the phase change, a Cdtl protein degron is
attached to the monomeric Kusabira-Orange 2
(mKO2) fluorescent protein (Karasawa et al., 2004),
whilst a Geminin protein degron is combined with the
monomeric Azami-Green 1 (mAG1) fluorescent protein
(Karasawa et al., 2003). This way the cell’s color
changes between red and green fluorescence, according
to their present cell cycle phase (Zielke and Edgar,
2015).

The FUCCI transgene complex has already been used
for several experiments. It can be used to track cells
inside living animals (Pfeiffer et al., 2018; Tomura et al.,
2021), to visualize the cell proliferation (Abdulhasan et
al., 2022; Koh et al., 2017; Sakaue-Sawano et al., 2008),

or even to investigate the nature of hazardous cell mal-
functions, such as cancer (Prasedya et al., 2016; Yano
and Hoffman, 2018). An interesting question would also
be the effect of medium change on the cells, because this
is one of the most basic method in cell culturing. A
delayed medium change can cause problems in the cul-
ture, such as apoptosis or even necrosis, so the research
of this aspect is important.

However, FUCCI has only been available to a few spe-
cies yet, including zebrafish (Sugiyama et al., 2009),
Ciona intestinalis (Ogura et al., 2011), mouse (Abe et
al., 2013), human (Bao et al., 2013), Drosophila (Zielke
et al., 2014), and axolot] (Duerr et al., 2022). This study
aimed to introduce this powerful tool to another impor-
tant vertebrate model species, the chicken.

MATERIALS AND METHODS
Ethical Statement

Animals were kept according to general animal wel-
fare prescriptions of the Hungarian Animal Protection
Law (1998; XXVIII). All experimental techniques
described here were approved by the Institutional Ethics
Review Board of the Institute for Farm Animal Gene
Conservation (no. 7/2011).

Maintenance of Domestic Fowl Experimental
Stocks

The White Hungarian chicken (Gallus gallus domesti-
cus) breed was used in this experiment. The birds were
kept at the National Centre for Biodiversity and Gene
Conservation in Godollo, Hungary, in barns with large
outdoor areas. The stocking density was 5—6 animals/
m?, and the sex ratio was 7 hens with 1 cockerel. There
were nest boxes (5 hens/nest) for the collection of eggs.
Breeding flocks were fed with laying mash in addition to
limestone grit. The eggs were collected twice a day and
stored in a cold room. The eggs were transported to the
Institute of Genetics and Biotechnology of the Hungar-
ian University of Agriculture and Life Sciences, where
the experiments took place.

Isolation, Establishment, and Maintenance of
PGC Lines

The eggs were incubated in a MIDI F500S hatchery
machine (PL Machine Ltd. Tarnok, Hungary) with two
45° rotations per hour, with 37.8°C temperature and
70% relative humidity. At the age of 2.5 d (Hambur-
ger&Hamilton stage 13—17) (Hamburger and Hamilton,
1951) the surface of the eggs was sterilized with 70%
alcohol and opened into a petri dish. The blood was har-
vested from the embryo’s dorsal aorta using a microca-
pillary connected to a mouth pipette. Approximately 1
uL blood was taken from every embryo. Small tissue
samples were collected from the embryos for sex determi-
nation.
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The blood samples were transferred into the culturing
medium on a 48-well plate. The composition of the
medium was the following: calcium-free DMEM (Gibco,
Billings, MT, 21068-028), tissue culture-grade water
(Gibco, Billings, MT, A12873-01), pyruvate (Gibco,
Billings, MT, 11360039), MEM vitamin solution (Gibco,
Billings, MT, 11120052), MEM amino acids (Sigma, St.
Louis, MO, M5550), a B27 supplement (Gibco, Billings,
MT, 17504044), Glutamax (Gibco, Billings, MT,
35050038), non-essential amino acids (Gibco, Billings,
MT, 11140035), nucleosides (EmbryoMax, Munich, Ger-
many, ES-008-D), B-mercaptoethanol (Gibco, Billings,
MT, 31350010), CaCl2 (Sigma, St. Louis, MO, C4901-
100G), ovalbumin (Sigma, St. Louis, MO, A5503), Na
heparin (Sigma, St. Louis, MO, H3149-25KU), a penicil-
lin—streptomycin mixture (Gibco, Billings, MT, 15070-
063), chicken serum (Sigma, St. Louis, MO, C5405),
human activin (Invitrogen, Waltham, MA, PHC9564),
bFGF2 (Gibco, Billings, MT, 13256-029), and ovotrans-
ferrin (Sigma, St. Louis, MO, C7786)(Whyte et al.,
2015). The medium was changed on every second day.
The cultures were kept in a Sanyo MCO-19AIC (UV)
CO; Incubator (Sanyo, Osaka, Japan, 10040162) at 38°
C temperature with 5% CO, concentration.

PGC Line Characterization

The High Pure PCR Template Preparation Kit
(Roche Diagnostics, Indianapolis, IN, 11796828001) was
used for the DNA isolation, following the manufacturer’s
instruction. The CHD1 primer set (10 mM) was used to
determine the sex of each PGC line (Griffiths et al.,
1996; Lee et al., 2010). The isolated DNA was diluted to
25 ng/uL concentration and was added to the MyTaq
Red Mix (Bioline Reagents Ltd. London, UK, BIO-
25044). The PCR products were then separated in aga-
rose gel stained with ethidium bromide. Afterwards, the
bands were illuminated by UV light and photographed.
Based on the results, the 1111 ZW (female) and the 1116
Z7 (male) lines were chosen for further experiments.

Cell pellets were used for the RNA isolation. 125 uL
ethanol was added to the samples and after that, the iso-
lation was carried out based on the RN Aquarious-Micro
Total RNA Isolation Kit (Thermo Fischer Scientific,
Waltham, MA, AM1931) protocol. The concentration of
the isolated RNA was measured with a NanoDrop One
Spectrophotometer (Thermo Scientific). The samples
were then diluted to a 25 ng/ uL concentration. 375 ng
RNA was used to reverse transcription, prepared accord-
ing to the High-Capacity cDNA Reverse Transcription
Kit (Applied Biosystem, Waltham, MA, 4368814).

The q-RT-PCR mixture for one sample consisted of
5.75 uL nuclease-free water, 7.5 uL. Power SYBRGreen
PCR Master Mix (Applied Biosystems, Waltham, MA,
4368575), 0.75 uL from both forward and reverse
primer, and 0.5 uL. cDNAsolution. The glyceraldehyde-
3-phosphate dehydrogenase (GAPDH; Integrated DNA
Technologies, Coralville, TA, NCBL: NM 204305.1,
FW: GACGTGCAGCAGGAACACTA, RV: CTTGG

ACTTTGCCAGAGAGG) primer was used as a house-
keeping reference gene, while the chicken vasa homolog
(CVH; Integrated DNA Technologies, Coralville, TA,
NCBL: NM 204708.1, FW: GAACCTACCATCCAC-
CAGCA, RV: ATGCTACCGAAGTTGCCACA) and
Deleted in Azoospermia Like gene primer (DAZL; Inte-
grated DNA Technologies, Coralville, TA, NCBI:
NM_ 204218.1, FW: TTGTCTTGAAGGCCTCGTTT,
RV: ATCCTTGGCAGGTTGTTGAC) ensured the
germ cell specificity (Tsunekawa et al., 2000; Smorag et
al., 2014; Lejong et al., 2020). A Mastercycler Realplex
Real-Time PCR System (Eppendorf, Hamburg, Ger-
many) was used for the experiments. The ¢-RT-PCR
cycle contained the following steps: 10 min 95 °C; 40x
(15595 °C, 40 s 60 °C, and 20 s 68 °C); 155 95 °C, 15 s
48 °C, and 15 s 95 °C with 10 min heating before the last
state. The reference dye was ROX.

Freezing and Thawing of PGC Lines

The PGC lines were homogenous and stable after four
weeks of culturing. The optimal cell number
(80,000 cell/300 L medium) and purity were checked
by the NanoEntek Arthur Novel Fluorescence Cell
Counter (NanoEntek, Seoul, Korea) based on the shape
and size of the cells. The freezing medium contained
FBS (Gibco, Billings, MT, 10108-165) with 10% DMSO
(Sigma, St. Louis, MO, D2650) (Kong et al., 2018).

The cells were collected, centrifuged and resuspended
in 250 L 2:1 DMEM-water mixture. 250 uL 2x freezing
medium was added to the cell suspension. Then the sam-
ples were put into the Mr. Frosty Freezing Container
(Thermo Fischer) to provide the controlled freezing
rate. The container was put into the -80°C freezer imme-
diately. In case of long-term storage, the next day the
samples were moved to a -150°C freezer. The cell lines
used in this experiment were part of the institute’s gene
bank.

The samples were thawed on 38°C for 90 s and
instantly diluted with 900 uL culture medium to pre-
vent the negative effect of the DMSO on room tempera-
ture. The lines were centrifuged on 100 G to eliminate
the DMSO and resuspended in 300 uL culture medium
before adding them to the culturing plates.

FUCCI Transgenesis in Chicken PGCs

The FUCCI transgene, the hyperactive PiggyBac
transposon and the hyPBase transposase plasmids were
kindly provided by Andras Nagy from the Lunenfeld-
Tanenbaum Research Institute, Toronto, Canada. The
plasmids were transformed into E. coli originated com-
petent cells, which were cultured to gain independent
colonies. The colonies were treated with ampicillin to
separate the ampicillin resistant transfected colonies.
From the colonies, liquid bacterium cultures were estab-
lished and cultured to reach the required cell mass.
These cell suspensions were used for the plasmid isola-
tion done with the Qiagen EndoFree Plasmid Maxi Kit
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(Qiagen, Hilden, Germany, 169026122). The isolated
plasmids were diluted with OptiMEM (Gibco, Billings,
MT, 11058-021) to 1200 ng/uL.

The electroporation was carried out with the Neon
Transfection System (Invitrogen, Waltham, MA,
MPK5000) with a 1:1 FUCCI - hyPBase ratio. 100 uL
cell suspension containing approximately 1 million cells
was electroporated from each cell line. The electropora-
tion was carried out on 1,300 V, for 10 ms, with 4 repeti-
tions, as described by Altgilbers (Altgilbers et al., 2021).
After the electroporation, the suspension was placed on
a 12-well culture plate with 1 mL of culture medium.
Absolute controls, OptiMEM controls, and electropo-
rated controls were used to compare the effects of Opti-
MEM treatment and electroporation on the PGCs. On
the next day, the green/red fluorescence was verified by
the Leica DFC 7000T Stereo Microscope (Leica, Wet-
zlar, Germany) analysis.

Establishing Transgenic PGC Lines

The transgenic cells were cultured for 2 wk. Samples
from the cultures were diluted to 1:18 ratio and individ-
ual cells were isolated from these diluted cultures. The
isolation was done with microcapillary (approximately
40 pm diameter), under a stereo microscope to keep
track of the fluorescent cells. The isolated cells were
transferred into a 50 uL, medium drop and were checked
under stereo microscope to ensure its individuality and
fluorescence, before being transferred onto a 96-welled
plate in 200 puL culture medium. After 3 wk, all the
remaining six lines were cryopreserved for further use.
For the experiments, the FCF5 and FCM5 clone lines
were chosen due to their high proliferation rate and
marker expression.

Immunostaining and Confocal Analysis

The cells were placed on glass slides in 10 uL. PBS
(Gibco, Billings, MT, 14190-144) containing 0.1% BSA
(Sigma, St. Louis, MO, A3311) and were dried onto the
surface. 4% PFA (Fluka, Buchs, Switzerland, 30525-89-
4) was used to fix the samples and then blocking solution
(PBS with 0.1% BSA, 0.1% Triton-X-100 (Fluka,
Buchs, Switzerland, 93426), and 2.5% donkey serum)
was added to make the cell membrane permeable for
nucleus and cytoplasm staining and to prevent the
unspecific binding. Stem cell-specific anti-SSEA-1 (Milli-
pore, Munich, Germany, MC480) and primordial germ
cell-specific anti-CVH (kindly provided by Bertrand
Pain from the Stem Cell and Brain Research Institute
(SBRI), Lyon, France) primary antibodies were used
for the immunostaining. The anti-SSEA-1 was paired
with  Anti-Mouse-IgM-rD549 (Jackson ImmunoRe-
search, West Grove, PA, 715-505-140) secondary anti-
body, while green Alexa Fluor 488 Anti-Rabbit-IgG (H
+L) (Life Technologies/Molecular Probes, Carlsbad,
CA, A-21207) was attached to the anti-CVH. Far-red
TO-PRO™.3 iodide (642-661) (Invitrogen, Waltham,

MA, T3605) was used as a nuclear stain. The samples
were then covered with ProLong Diamond Antifade
Mountant with DAPI (Invitrogen, Waltham, MA,
P36962) and a cover glass.

Samples from the clone cultures were also placed in
ProLong Diamond Antifade Mountant with DAPI
under a cover glass for immediate analysis. They were
examined by the Leica TCS SP8 Confocal Microscope
(Leica, Wetzlar, Germany).

When examining the FUCCI cultures, only TO-
PRO™L.3 nucleus stain was used. Since the maximal
emission is at 505 nm for the mAG1 and 565 nm for the
mKO2, the TO-PRO™.-3 (642-661) could be detected
in parallel. However, the TO-PRO™.-3 expression was
labelled blue on the pictures to help the visual distinc-
tion from the mKO2’s signal.

Injection of FUCCI Transgenic PG Cells

The cultures were collected and transferred to 2:1
DMEM - HyO mixture. Their purity and the cell number
were measured by the NanoEntek Arthur Novel Fluores-
cence Cell Counter and the dilution was done accord-
ingly. The concentration for the injection was 5000
cells/uL. White Hungarian chicken eggs were incubated
for 60 h before the experiment. The incubation was car-
ried out as previously described. A small hole was made
on the eggs’ air chamber and then a 1 cm diameter win-
dow was created above the embryo. One uL cell suspen-
sion was injected directly into the embryo’s heart using
a microcapillary and mouth pipette. The eggs were
closed with sterilized parafilm and were put back into
the incubator.

On the 6th day of the incubation, the eggs were
opened and the gonads were dissected from the
embryos. The gonads were examined under the Leica
DFC 7000T Stereo Microscope to verify the presence
of the FUCCI cells based on their fluorescence. Tissue
samples from the embryos were collected for sex
determination.

Chromosomal Analysis

Methanol-acetic acid fixation and air-drying tech-
nique (Alfi et al., 1973) were used to prepare the meta-
phase chromosomes. One drop of KaryoMAX™
colcemid solution (10 pg/mL, Gibco, Billings, MT,
15212012) was added to every culture with high cell
number. The cells were incubated for 2 h and the cell
suspension was collected into centrifuge tubes. After a 7-
minute centrifugation (300 g) the supernatant was
removed and the cells were resuspended in cooled 0.56%
KCl solution as a hypotonic treatment. After 10 minutes
at room temperature (RT) the cells were fixed in three
steps with a 3:1 methanol - acetic acid mixture. The cell
suspension was dropped to moist slides, dried at RT and
stained with a 5% Giemsa — phosphate buffer mixture
(Anand et al., 2018).
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DNA Sequencing and Alignment

Genomic DNA was isolated from cell pellets with the
Roche High Pure PCR Template Preparation Kit and
sequenced on an Illumina NovaSeq (Illumina, San Diego,
CA) instrument, paired end, with a read length of 150 nt.

Sequencing quality was controlled using FastQC,
before alignment (Andrews, 2010). Reads were then
aligned to the whole genome (bGalGall.mat.broiler.
GRCg7b, Ensembl release 110)(Martin et al., 2023),
complemented with the fasta sequence of the FUCCI
transgene system. The PB_ CAG_FUCCI sequence was
appended to the top level genomic fasta as an extra con-
tig. The complemented genome was then indexed and
the reads were aligned using bwa-mem2 (Vasimuddin et
al., 2019). The alignment parameters were set to
default.

First, aligned reads, that were at least partially
aligned to the FUCCI sequence, were selected, after
which the whole set of aligned reads was filtered based
on the selected read IDs using Samtools 1.16 (Daneccek
et al., 2021). Reads that were chimerically aligned to the
FUCCI sequence and a genomic scaffold or read pairs of
which one read was aligned to the FUCCI sequence and
the other to a genomic scaffold were used to determine
the exact location of the transgene integrations, using
coverage and clipping information. In the cases we
judged as true positive hits, multiple reads were overlap-
ping the integration site. In these cases, coverage data
and read alignment positions were extracted from the
alignment files to identify the exact coordinates.

Affected genes were determined by intersecting the
integration coordinates with the relevant annotation file
(Ensembl release 110). Position of the integration sites
and relevant reads were visually controlled using IGV as
well (Robinson et al., 2011).

Environmental Effect Test

To check the FUCCI cells’ reaction to environmental
effects, a medium withdrawal test was carried out (the
cells did not get fresh medium for 72h) on a 96 well plate,
where each occupied well contained around 2500 cells.
The cell count was identified via Arthur Fluorescent Cell
Counter and was adjusted with dilution. A ImageXpress
Micro XLS Imaging System with a built-in incubator
(Molecular Devices, San José, CA) was used for serial cell
number monitoring (kindly provided by Lészlé Homolya
from the Molecular Cell Biology Research Group, Insti-
tute of Enzymology, Research Centre of Natural Scien-
ces). For each sample, the cell number was checked in 6
parallel wells, with 16 fields of view/well. The measure-
ment lasted 72h with a cell count in every 4h.

The green/red ratio during the 3-day-long lack of
medium change was monitored with the Leica TCS SP8
Confocal Microscope. The cells were incubated and after
24h and 72h droplets were put onto microscope slides,
covered with cover glass and examined under confocal
microscope. Each time, 5 images from random positions

of the sample slides were taken with a 10x objective. The
cell counts of the different expressions were calculated
using these images.

Creating Timelapse Videos of the Cell Cycle

For the imaging of the cell cycle, the ImageXpress
Pico Cell Imaging System (Molecular Devices, San José,
CA) was used (kindly provided by Ferenc Uher from the
National Institute of Hematology and Infectology). The
cells were placed on a 96-well plate with 2500 cells/well
concentration and pictures were taken of them for
29 hours in every 10 minutes. The timelapse video was
created with the Fiji software (Schindelin et al., 2012).

Statistical Analysis

The ratio of the target gene expression to the internal
control gene expression was calculated for each sample.
GenEx 7.0 program (Multiday, SE) using the formula
2—AACt, where ACt = Ct target gene—Ct internal con-
trol and AACt = ACt test sample—ACt control sample.
Statistical differences between groups were analyzed via
t-test using GenEx 7.0. The data are presented as mean
4 SD and p-values of less than 0.05 were considered sig-
nificant. Levels of significance were applied as follows: p
<0.05* p<0.01 ** p<0.001 ***,

RESULTS
Characteristics of the Original Cell Lines

The 1111 ZW and 1116 ZZ cell lines were isolated
from White Hungarian chicken embryos and cultured
until homogenous, stable cell cultures were produced.
The sex was determined based on the CHD1 primers
(Lee et al., 2010). RNA was isolated from the cells and
qPCR was carried out using CVH and DAZL as germ-
cell specific markers. Both cell lines expressed the previ-
ous markers, proving that the cells were indeed PGCs.
The immunostaining gave further proof of this, since
both the SSEA1 stem cell-specific marker, and the CVH
germ cell-specific marker expressed in the 1111 and 1116
cells (Figure 1.).

Cell Cycle Changes During Cell Culture in
the Transgenic Lines

After the electroporation, the lines expressed both
mKO2 and mAG fluorescent markers (Figure 2A and
2B.). The expression was analyzed with the NanoEntek
Arthur Novel Fluorescence Cell Counter and confocal
imaging (Figure 2C.).

When the transgenic lines reached the optimal stabil-
ity and cell number, 40 clone lines were established from
both cultures, which were then maintained. After three
weeks, six lines remained stable: the FCF3, FCF4 and
FCF5 female clones (originated from the 1111 ZW line),
and the FCM5, FCM7 and FCM8 male clones
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1116 FM/ZZ

1111 FM/ZW

Figure 1. Immunohistochemical staining on the original cell lines. Both the 1116 male and 1111 female lines were tested with the anti-SSEA-1
stem cell specific, and the anti-CVH germ cell specific antibodies. The SSEA-1 was labeled red, while the CVH was marked with green fluorescence.

The far-red TO-PRO-3 nuclear stain was recolored to blue.

(originated from the 1116 ZZ line). The fluorescent anal-
ysis showed that only the FCF5 female and the three
male lines expressed the green/red reporter proteins.
The strongest signal was detected in the FCF5 and
FCMS5 lines (Figures 2D-F.). A far higher ratio of fluo-
rescent cells was observed compared to the original 1116
and 1111 transgenic lines (78% to 26% in the male lines,
and 40% to 32% in the female lines).

Characteristics of the Selected Single-cell
Cultures

The cells were evaluated with qPCR for CVH and
DAZL expression for the second time to prove their
PGC status. In both cases, the expression was detected
(Figure 3A.).

Since at this point the cultures were already main-
tained for a long term, chromosomal analysis was used
to ensure the unchanged characteristics of the karyo-
types. The karyotype indicated that the number and
characteristics of chromosomes have not changed.
(Figure 3B.).

To check the cells’ integrational capacity, transgenic
gonadal chimera embryos were created, and the gonads
were dissected and examined (Figures 3C and 3D).
From five surviving embryos injected with the FCMb5
male cells two carried the green/red fluorescence, while
this rate was six FUCCI-positive gonads out of twenty
surviving embryos by the FCF5 female line. In some
cases, the cells were visible under the microscope, but
they were not integrated into the gonads. On these occa-
sions, the cells were located in the blood vessels sur-
rounding the gonads.

Proving the Presence and Color Change of
FUCCI in Chicken PGCs

We identified plasmid integration in 2 genomic loci of
the FCM5 PGC line, at the genomic coordinates of
NC052533.1: 50 890 131 (chr2) and NC_052543.1: 13
339 941 (chrl2), which are located in the genes GLI3

and CADPS, respectively (Figures 3E=3F). Both inte-
grations occurred in an intronic sequence. In the FCF5
PGC line, we detected one integration site at the coordi-
nates (chr27) NC052558.1:3028482. It is located in an
intergenic region, the closest genes being (Ensembl ID,
no name) LOC121107680 and NGFR (annotation ver-
sion: Ensembl release 110). In all three cases, the inser-
tion is positioned after a TTAA sequence.

In the case of the FCM5 PGC line, at the integration
sites on chromosome 12 and in the FCF5 PGC line, the
whole FUCCI transgene was integrated (vector coordi-
nates: PB_CAG_FUCCI:2338-8864). It is likely the
case in the other integration in the FCM5 PGC line as
well, although it cannot be stated with certainty, due to
a few overlapping reads at the integration site. Overall,
aligned reads are within the vector coordinates
PB_CAG_FUCCI:2335-8864. Interestingly, we
observed consistent positive alignment across the region
at the (chrl4) NC_052545.1:4183720-4185523 coordi-
nates in all — transgenic and non-transgenic - samples.
This site is within the ACTB gene, and shows a similar
number of reads aligned in all samples.

To check the cell cultures’ reaction to the environmen-
tal effects, a 3 days long culturing took place without
medium change. The cell proliferation level remained for
72h (Figure 4A), with significant elevation between 24h
and 48h, and 24h and 72h for both sexes, and between
48h and 72h for FCF5 (Figure 4B). However, there were
changes in the percentage for cells in different cell cycle
phases during the experiment. The analysis revealed
that the delay of medium change elevated the ratio of
mKO2 expressing cells and decreased the mAG positive
cells in the culture in both cases. This difference was sig-
nificant in the female culture. The yellow cells also
showed a small decrease, but that was significant only in
case of the male cell line (Figure 4C.).

Both cell lines were inspected with the ImageXpress
Pico Cell Imaging System (Molecular Devices). Time-
lapse videos were made from the pictures taken by the
machine (Figures 4D and 4E.), which show proof of the
green G, phase cells dividing and turning red, while they
enter G, phase.
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Figure 2. The FUCCI system. (A) The transgene contains the Cdt1-linked mKO2 and the Geminin-linked mAG markers. (B) This way the cells
express red fluorescence in the G1 phase, changes to orange in S and to green in G2. At the beginning of mitosis (M) the fluorescence fades and the
cell divides. (C) After the electroporation, the fluorescent cell ratio was 26% in the male, and 32% in the female line, but this was not equal to the
transgenic ratio. Since during the M phase, the cells lose their fluorescence, part of the non-fluorescent cell mass is a group of transgenic cells under
mitosis. (D) In the clone cell lines, the ratio changed compared to the original transgenic lines. The male line contained twice as many fluorescent
cells compared to the whole cell number, than the female line. (E,F) With the TO-PRO-3 nuclear staining, the non-fluorescent cells were also visual-
ized to show the presence of cells in different cell cycle stages simultaneously in the culture.

DISCUSSION

This study aimed to establish stable chicken PGC
lines induced with the FUCCI transgene complex. One
male and one female PGC line were selected for this pur-
pose. These lines expressed the germ cell and stem cell
specific markers, and supported our previous research on
RNA expression changes after cell freezing. Compared
to the original line (1116), immediately after thawing
the expression levels of the male cells (FCM5) mim-
icked the levels of both female samples (1111 and FCF5)
(Ecker et al., 2023).

After reaching stable lines, the FCF5 female and the
FCMS5 male lines were tested to prove the FUCCI inser-
tion into the genome and its intended function. The

DNA sequencing showed that the cells contain the
FUCCI sequence in both the FCF5 line (on chr27) and
the FCMS5 line (on chr2 and chr12). There were consis-
tent positive alignments in both transgenic and wild
type samples. This could be explained with the fact,
that the FUCCI construct contained the chicken beta
actin promoter, which can be found in the chicken
genome too. All in all, the DNA sequencing showed that
the cells contain the FUCCI sequence in both the FCF5
line (on chr27) and the FCMS5 line (on chr2 and chrl2).
With PGC injection, gonadal chimaeras were created
to prove the integrational capability of the lines. The
medium withdrawal test also showed that the cells react
to the environment, and this reaction can be monitored
with FUCCI via the color change. These findings
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Figure 3. Characterization of the clone cell lines. (A) Germ- and stem cell specific gene expression in the original transgenic and clone cell lines.
Both the original transgenic 1116 and 1111 lines expressed the CVH, DAZL and POUV markers. (B) The chromosome staining showed no degrada-
tion of the sexual chromosomes due to the long term culture in the clone cell lines. (C,D) Their integration into recipient gonads was successful,
therefore transgenic gonadal chimaera embryos could be produced using the clone lines. (E) Two copies of the FUCCI construct were found in the
FCMS5 male line, both of them in an intron region. The insertion on chromosome 12 was a full insertion, while the one on chromosome 2 cannot be
proven as a whole integration. (F) In case of FCF5, only one integration was found in an exon region.

indicate the negative effect of lacking medium change on
cell proliferation and proves that the FUCCI complex
works in the cells as intended. We observed a lower
effect on the female line, which could have happened due
to the fact, that female PGC cultures have a higher

probability of creating aggregations and slower prolifer-
ation.

FUCCI is a powerful tool, which can help in visualiz-
ing cell cycle stages and facilitate monitoring the quality
of the cultures. Since its invention in 2008, it was
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The cells divide, the new cells turn red at the beginning of G; phase, and as the cell cycle proceeds to S phase, the cells start to emit green fluorescent

signal.

introduced to human cells in 2008 (Sakaue-Sawano et
al., 2008), zebrafish in 2009, mouse in 2012, fly in 2014
(Zielke and Edgar, 2015) and axolotl in 2022 (Duerr et
al., 2022). Our results made the FUCCI complex avail-
able for one more important model animal, the chicken.
Thus, the FUCCI technique is now available for a spe-
cies with a high economical value.

FUCCI positive cell cultures have already been used
to indicate toxic effects on the cell cycle, but these
experiments usually focused on diseases like Alzheimer
(Ippati S et al., 2021) and cancer (Yano et al., 2014;
Zhang et al., 2015; Miwa et al., 2015). The findings
presented in this article can be used for various appli-
cations, like medium tests, toxin- and heat stress
studies.

Our future goal is to use the newly established
FUCCI chicken PGC lines to investigate the effects
of mycotoxins with the largest economical damage,
such as T2, on the chicken embryonic development,
and to create FUCCI transgenic gonadal chimaera
animals to examine toxin effects on adult fertility.
Another important topic for the FUCCI PGCs could
be the effect of heat treatment, since embryonic heat
exposure can cause huge changes in avians. Further-
more, we would like to investigate the length of the

cell cycle period in chicken PGCs and create a proto-
col to synchronize the cells.
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