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1 Introduction

1 Introduction

1.1 Macrophages

In 1884 Elie Metchnikoff was the first one to identify macrophages in the small aquatic
crustacean Daphnia. Metchnikoff described them as amoeboid-like blood cells attacking
and ingesting pathogens. Thus he named them Phagocytes [1].
In 1968 van Furth and Cohn proposed the Mononuclear Phagocyte System (MPS),
where they separated two groups: circulating monocytes and tissue macrophages. With
in vitro labeling experiments they showed a flow from bone marrow progenitor cells
(promonocytes) to differentiated cells entering the circulation (monocytes), which migrate
from the peripheral blood into the tissue, where they develop into macrophages. However,
they only examined monocytes and peritoneal macrophages. Further, the irradiation
studies used by van Furth and Cohn did not show tissue macrophages at steady state,
but after injury [2]. Although this model by van Furth and Cohn had deficiencies, it
remained the prevailing hypothesis [3].
Lately, a series of fate mapping studies provided evidence for embryonic precursors of
some tissue macrophages, such as microglia and Langerhans cells, and little contribution
of circulating monocytes due to local self-renewal [4, 5]. Today the MPS comprises
macrophages, monocytes and dendritic cells. They play a central role in the initiation
of innate and adaptive immunity, maintenance of tissue homeostasis and its recovery
after injury. In higher organisms macrophages are found in every tissue. During an
infection monocytes migrate from blood to the inflammation site and differentiate into
monocyte-derived macrophages, where they complement tissue resident macrophages [6].
However, under certain situations expansion of macrophages at the site of infection can
rely exclusively on the proliferation of resident macrophages [7].
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1 Introduction

1.2 Development

In vertebrates, myeloid cells arise from two hematopoietic waves: the primitive and
definitive hematopoiesis [8].
Initially, hematopoiesis in the embryo is limited to blood islands in an extra-embryonic
tissue, the yolk sac (YS). Macrophages and primitive nucleated erythrocytes are produced
in this tissue. The mono- or bi-potent progenitors infiltrate the embryo after the establish-
ment of circulation at around embryonic day 8.5 (E8.5) [8, 9]. Some of those seeded
tissues, as for instance the brain, remain largely independent of adult hematopoiesis and
the resident macrophage population seems to maintain themselves at steady state without
any contribution of monocytes [4].
Definitive multi-lineage hematopoiesis depends on hematopoietic stem cells (HSCs), which
are specified before E9.5 [8, 10]. Early definitive hematopoiesis takes place at the aorto-
gonado mesonephros region (AGM) and is dependant on hematopoietic stem cells (HSCs).
After E10.5 HSCs migrate and colonise the fetal liver (FL), an intermediate site before
the bone marrow (BM) replaces it as the main hematopoietic organ in the perinatal
period [11].
Macrophages can derive from both, the YS and definitive hematopoiesis via monocyte
intermediates from the FL. However, primitive and definitive hematopoiesis overlap for
a short period, thus the assignment of macrophages to their origin is difficult, as HSCs
and primitive progenitors co-exist [12].
Through the development of new technologies like lineage tracing studies with pulse
labeling and transcriptional profiling it is now easier to differentiate between primitive
progenitors and HSCs [13].

Figure 1: Macrophage development in mice. For further details see text.
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1 Introduction

1.3 Macrophages and proliferation (self-renewal)

As already mentioned above, some tissue macrophages are able to sustain themselves
independent from monocytes. Local proliferation is the main mechanism to maintain
homeostasis in steady-state conditions and to recover the macrophage pool after a challenge
[6].
The ability to maintain tissue in the long-term with little input from HSCs was shown
for microglia and Langerhans cells [4, 5]. Those macrophage populations derive from
embryonic progenitors, which enter the tissue and expand through massive proliferative.
In the adult mouse, macrophage pools, for instance in the brain or the skin, are maintained
by low levels of proliferation without any input from bone marrow progenitors. The
limited access to monocytic influx in the brain is due to separation from the circulation
by the blood-brain-barrier in the brain or the basal lamina in the skin [4,5,14]. However,
the loss of self-renewal potential of some resident macrophage populations with age might
lead to an increase of monocytic contribution, especially after an infection [15].
But do all mature macrophages within a population have the same proliferative capacity
or do they contain a distinct progenitor? In the latter, a specialized progenitor divides
asymmetrically and gives rise to a daughter cell, which undergoes terminal maturation
[16,17]. This scenario involves differentiation and change in cell identity. In the first case,
any fully differentiated macrophage initiates cell division and produces equally mature
macrophages, which would be a true self-renewal capacity [5].

1.3.1 Mechanism

Cytokines play an important role in macrophage proliferation. CSF1 receptor (CSF1R)
ligands, CSF1 and IL-34, CSF2 and IL-4 are central regulators of proliferation. CSF2,
for instance, is essential for the maintenance of the alveolar macrophage pool [18]. It also
mediates restoration after irradiation [5].
Interestingly, in addition to the ability of IL-4 to drive macrophage polarization towards
an alternative state [19, 20], systemic administration to mice induced proliferation in
multiple tissues via the activation of the PI3K/Akt signalling cascade [21–23].
CSF1 plays a critical role in macrophage development, morphology, function and survival.
Thus, it was extensively studied. Studies of the peritoneal cavity ,where CSF1 was
administered, showed stimulated macrophage proliferation [24]. CSF1−/− mice appeared
to have reduced numbers of macrophages [25]. However, microglia and Langerhans cells
are unaffected by the absence of CSF1 [4,26], due to the presence of an alternative ligand
for the CSF1R, IL-34 [27, 28]. This cytokine is produced by neurons and keratinocytes,
which suggests an important role for the maintenance and establishment of microglial and
Langerhans cell pools [29]. IL-34 and CSF1 bind to different regions of the CSF1R, but
share no sequence homology [30]. Binding of one of those ligands to the CSF1R mediates
activation of Ras and Erk signaling, which leads to the activation of Ets1 and Ets2. These
transcription factors, in turn, activate D-type cyclins (a cell cycle regulator) and the
transcription factors c-Myc and c-Myb, coordinating proliferation at the transcriptional
level [31–33]. The latter is a critical factor during monocytic differentiation and its lack
leads to an absence of definitive hematopoiesis [34–36]. However, macrophages evolving
from the yolk sac remain completely unaffected by the presence or absence of c-Myb and
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develop independently from it [14]. MafB and cMaf bind to c-Myb, mediate cell cycle
exit and the differentiation to monocytes [35,36]. But they also have an anti-proliferative
function in the self-renewal capacity of mature macrophages, as MafB can directly bind
and inhibit Ets-1 [37].
The mechanistic target of rapamycin (mTOR) is another downstream target of CSF1. It
senses and integrates environmental stimuli and promotes cell growth and metabolism.
Activation of mTORC1 in macrophages results in degradation of the cell cycle inhibitor
p27Kip1 and expression of cyclins A and D [38]. Additionally, mTORC1 is also responsible
for the G2/M DNA damage checkpoint recovery, which is important for the progression
of the cell cycle after DNA damage [39]. The work of Hsieh et al. also showed that
inhibition of mTORC1 resulted in a decrease of mitotic cells, therefore is an important
upstream regulator of the cell cycle in macrophages [39].
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1 Introduction

1.4 Peritoneal macrophages

The peritoneal cavity is a unique compartment with many different types of immune cells
and many studies on the cells drawn from the peritoneal cavity helped to increase the
knowledge about macrophage biology. For instance the labelling experiments performed
by van Furth and Cohn [3].
Flow cytometry analysis showed that different immune cell subsets reside in the peritoneal
cavity. The most abundant cell type in the peritoneal cavity are B-cells with approximately
40%. Among the rest, 55% are peritoneal macrophages, 35% T-, NK- and NKT-cells. The
remaining 10% consists of neutrophils and eosinophils. Among peritoneal macrophages,
the majority, 90%, are large peritoneal macrophages (LPM), whereas only 10% are
comprised of small peritoneal macrophages (SPM) [40].

1.4.1 Phenotypic differentiation of peritoneal macrophages

The two subsets of peritoneal macrophages can not only be distinguished by their size, but
also by the expression of typical macrophage surface markers. LPMs can be characterized
by high expression of CD11b and F4/80. SPMs, on the other hand, express 3 times less
CD11b and 80 times less F4/80 compared to LPMs. However, SPMs show an upregulated
MHC-II expression, whereas LPMs do not [40].

1.4.2 Origin

Although both peritoneal macrophage subtypes display a phagocytic activity, they use
different strategies. However, a in vivo phagocytosis assay with GFP-labelled bacteria
showed that phagocytosis was more efficient in SPMs compared to LPMs [40]. Additionally,
their response to an in vivo challenge with supernatant containing bacterial products
differed drastically, as SPMs secreted high levels of NO and pro-inflammatory cytokines
like IL-1β, IL-1α, TNF-α and IL-12. In contrast, LPMs produced GM-CSF and IL-10
(anti-inflammatory profile) [41]. This could be due to their different origin, as monocytes,
recruited to inflammatory lesions, often display a pro-inflammatory profile [42]. Also with
the recent discovery of a prenatal origin of tissue-resident macrophages, the dynamics of
recruitment and maintenance of peritoneal macrophages was revisited.
Under steady state conditions, neither LPM nor SPM can be detected in the blood or
any other tissue. However, CD62L, an adhesion molecule, is expressed on about half of
SPMs, which where shown to migrate to lymphoid tissue after stimulation [40]. Cain et
al. showed that LPMs, in contrast to short lived SPMs, share a more distantly related
progenitor, validating an origin from the yolk sac [43]. SPMs on the other hand, originate
from circulating monocytes (Ly6chi MHCII−), which expression profile shifts with time
to a more typical SPM phenotype (Ly6c− MHCIIhi) [40].
Studies from the 80ies showed that peritoneal macrophages have the capacity to maintain
themselves through self-renewal [44]. These data combined with the analysis of the cell
cycle and DNA content showed, that LPMs are maintained at a low-level proliferation
under steady state conditions in adult mice, but undergo a proliferative burst after acute
inflammation. SPMs, however, are rather short-lived and show no proliferative capacity
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under steady state or inflammatory conditions [45].

1.4.3 Macrophage disappearance reaction

The macrophage disappearance reaction in the peritoneal cavity is associated with ad-
herence of macrophages to the structural tissue lining the intestines (omentum), emigration
to draining lymph nodes, into visceral organs such as liver or spleen, or even cell death
[46, 47]. In case of inflammatory stimuli, LPMs disappear from the peritoneal cavity via
migration to the omentum [47–49] and SPM and monocyte numbers increase [40]. This
contributes to the capacity of the peritoneal cavity to handle infections and inflammatory
stimuli, as SPMs develop a pro-inflammatory profile in the course of inflammation and
produces high levels of e.g. TNF-α. LPMs, on the other hand, appear to develop a M2
polarization profile and are important for tissue homeostasis of the peritoneal cavity after
inflammation [40,43,45].
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1 Introduction

1.5 Cell cycle and Cell cycle kinases

Cell division is a highly regulated process. Two classes of proteins are responsible for
the progression through the cell cycle: Cyclin-dependent kinases (Cdks) and Cyclins [50].
They form a heterodimeric serine/threonine protein kinase. Cdks form the catalytic
subunit of this heterodimeric complex and require binding of cyclins, the regulatory
subunit [51]. These are synthesised and degraded during the cell cycle in a cyclic fashion.
The first Cdk, Cdc2, was discovered 1980 in yeast. It was shown to be essential and solely
responsible for cell-cycle progression in yeast [52]. A few years later the human homolog
of Cdc2 was found [53] and later named Cdk1.
So far 21 different Cdks and about 30 cyclins were identified in mammalian cells, which
can be classified in two subfamilies: cell-cycle-related and transcriptional Cdks [54–56].

1.5.1 The Cell Cycle

In the past 10 years a cell-cycle model was created through extensive research. According
to this ’classical’ model, cells after cytokinesis can either chose to stop proliferating, a
phase called quiescence (G0), or continue to divide. In the latter the cells advance to the
G1 phase, which is highly regulated. Synthesis of D-type cyclins is induced by mitogenic
signaling, followed by the binding and transport of Cdk4 and Cdk6 to the nucleus. This
active Cdk/cyclin complex phosphorylates members of the retinoblastoma (Rb) protein
family. Rb proteins are repressors of transcription, as they bind and inhibit the activity
of transcription factors, such as the E2F family. One of the most crucial targets of E2F
are E-type cyclins, which are required at later stages of the cell cycle [57,58].
Despite the initial phosphorylation of Rb proteins carried out by either Cdk4/Cyclin D or
Cdk6/Cyclin D, irreversible inactivation of this protein family is mediated by Cdk2-Cyclin
E, which leads to activation of transcription factors, chromatin remodelling complexes,
histone deacetylases and other necessary genes important for the subsequent phases of
the cell cycle, such as genes encoding A-type and B-type cyclins. From this point on, no
mitogenic signals are required to undergo cell division (restriction point) [59].
But the Cdk2/Cyclin E complex is not only responsible for the inactivation of Rb
proteins, but also essential for the entry into S-phase and the initiation of DNA replication
[60]. Thereafter, this complex is silenced by a rapid degradation of Cyclin E to avoid
re-replication of DNA [61,62].
Once Cyclin E is not associated with Cdk2, A-type cyclins, accumulating during S-phase,
bind to Cdk2 and together mediate phosphorylation of proteins required for the completion
and exit from S-phase, including transcription factors, DNA replication and repair proteins
and upstream regulators of Cyclin A [63,64].
At the end of S-phase and the beginning of G2-phase, Cyclin A dissociates from Cdk2
and binds to Cdk1. However not much is known about the role of the Cdk1/Cyclin
A complex and how it is differing from Cdk2/Cyclin A. Only Koseoglu et al. showed,
that this complex is responsible for the inhibition of histone mRNA biosynthesis, in
order to prevent histone accumulation [65]. During G2, A-type cyclins are degraded and
B-type cyclins are synthesised and form a complex with Cdk1, which is important for
the progression through mitosis. This complex not only associates with centrosomes,
but also mediates different structural and regulatory processes, such as chromosomal
condensation, disassembly of the Golgi apparatus [66, 67] and breakdown of nuclear
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lamins [68]. Exit from mitosis is mediated by the inactivation of the Cdk1/CyclinB
complex by degradation of B-type cyclins, which is regulated by the anaphase-promoting
complex [69,70].

Figure 2: Cdk-Cyclin complexes in the mammalian cell cycle. For further details see text.
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1.5.2 Cyclin-dependent kinases and their role in mammalian development

As previously mentioned, the mammalian genome contains at least 20 different Cdks,
however there has been reported a widespread compensation among Cdks and cyclins.
There are, for instance, mouse knock-outs of Cdk2 [71, 72], Cdk4 [73] or Cdk6 [74]
viable, which indicates that those interphase Cdks are not essential for the cell cycle
of most cell types. However, each of those Cdks can cause developmental defects in
specialised cells [72–74]. For instance, experiments performed on mouse models showed
that the loss of Cdk4 in mice results in diabetes and defect in the proliferation of
endocrine cells (pancreatic β-cells or pituitary hormone-producing cells) [73]. Minor
proliferative defects are recognised in cells of the erythroid lineage in Cdk2−/− Cdk6−/−

and Cdk4−/− Cdk6−/−mice were shown to be sterile due to defects in meiosis, but had
no detectable mitotic defects [75]. Also Cdk2−/− Cdk4−/− are embryonic lethal, due to
the accumulation of hyperphosphorylated Rb protein [76].
Interestingly, there are no full Cdk1 knock-out mice viable, which suggests an embryonic
lethality of these mutant mice due to a cell cycle arrest at the two-cell stage. The
fact, that there are no defects in the cell cycle detectable in the absence of interphase
Cdks, except from highly specialised cells, can be explained by the compensatory role
of Cdk1. However, Cdk1 cannot be compensated by other Cdks, which makes Cdk1 the
only essential Cdk for the progression through the cell cycle in most cell types [50,77,78].

9



1 Introduction

1.6 Objective

Cdk1 plays an essential role in the cell-cycle progression. Previously, mouse knock-outs of
other cyclin-dependent kinases were used to elucidate the mechanism behind the cell cycle.
However full knock-out mice of Cdk1 are embryonically lethal and thus not viable due to a
cell cycle arrest at the two-cell stage [78]. Macrophages play a central role in the initiation
of innate and adaptive immunity, maintenance of tissue homeostasis and its recovery after
injury. To achieve this maintenance and clearance of pathogens, macrophages need to
proliferate, which is not fully understood until now. In order to address and overcome the
problem of embryonic lethality, we used conditional knock out mice specifically targeting
the ablation of Cdk1 expression in myeloid cells. As macrophage proliferation can either
have beneficial or disadvantageous effects on the outcome of certain inflammatory and
non-inflammatory conditions, the identification of the role of Cdk1 in the cell cycle and
in the proliferation of macrophages might identify new treatment strategies.
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2 Materials and Methods

2 Materials and Methods

2.1 Mice

Cdk1fl/fl mice were crossed to LysMcre/+ mice to obtain Cdk1fl/fl LysM cre/+ and Cdk1fl/fl

LysM cre/cre mice respectively. Spleen, liver, lung and brain were isolated and fixed for
histology, femur, tibia and humerus were used for bone marrow isolation.

2.2 Cell Culture

If not indicated otherwise, cells were cultured at 37◦C in a humidified CO2 (5%) incubator
(Thermo Scientific Heraeus Incubator BBD 6220).

2.2.1 Media and Buffers

Macrophage Differentiation Medium

– Dulbecco’s modified Eagle’s
medium with 4.5 g/l D-Glucose and
0.11 g/l Sodium Pyruvate (Gibco)

– 10% Fetal Bovine Serum (FBS), low
endotoxin (Sigma Aldrich)

– 2 mM L-Glutamine (Lonza)

– 60 mg/l Penicillin (Sigma)

– 100 mg/l Streptomycin (Sigma)

– 50 nM β-Mercaptoethanol (Gibco)

FACS Buffer

– Dulbecco’s phosphate-buffered
saline w/o Ca2+ and Mg2+

– 2% FBS, HI, low endotoxin (Gibco)

– 2 mM Ethylenediaminetetraacetic
acid (EDTA)

10× Red Blood Cell (RBC) Lysis Buffer

– 82.6 g Ammonium chloride

– 10 g Potassium bicarbonate

– 0.37 g EDTA

– filled up to 1 l with ddH2O

– sterile filtered, pH adjusted to 7.3
with HCl

11



2 Materials and Methods

2.2.2 Bone Marrow Derived Macrophage Differentiation

Femur, tibia and humerus were isolated completely intact from mice. Bones were freed
from muscle tissue and washed first in 70% Ethanol and sterile DPBS. Both epiphyses
were removed to open the bones. A 27 G needle (BD Microlance 3) was inserted at one
end and bone marrow cells were flushed with Macrophage (Mφ) Differentiation Medium.
Bone Marrow cells were seeded in 10cm non-treated cell culture dishes and supplemented
with 20 ng/ml M-CSF (Peprotech). For the whole bone marrow 5 plates were used
containing each 8 ml differentiation medium. After three days, cells were washed with
DPBS to remove non-adherent cells, new differentiation medium supplemented with 15
ng/ml was added, attached cells were scraped off the bottom with a Cell Scraper (Cyto
One) and split 1:2. On day 5, 5 ng/ml M-CSF was added to the cells. The next day, fully
differentiated cells were washed and harvested using a Cell Scraper, counted and seeded
for experiments at different concentrations.

2.3 Isolation of Peritoneal Macrophages

To isolate macrophages from the peritoneal cavity, 10 ml of ice cold DPBS was injected
into the peritoneum carefully using a 27 G needle. The abdomen was massaged to
dislodge any attached cells and the fluid was collected using a 20 G needle. The collected
cell suspension was centrifuged for five minutes at 350g (4◦C), the pellet resuspended
in 1 ml 1× RBC Lysis Buffer and incubated for two minutes at room temperature. To
inactivate the Lysis Buffer, 9 ml 2% FCS in DPBS was added. The cell suspension was
counted and a defined amount of cells used or seeded for further experiments.

2.4 Macrophage Isolation from Lung Tissue

Digestion Mix (20 ml)

– 5% FBS

– 200 µl CollagenaseD

– 3.11 µl DNase I

– filled up to 20 ml with HBSS

Isolation Buffer

– 5% FBS

– 2 mM EDTA

– HBSS

Lung lobes were isolated from the mouse, placed in 500µl ice cold digestion mix and cut
into small fragments. A volume of 600µl pre-warmed digestion mix was added and the
sample incubated for 30 minutes at 37◦C 300rpm. Tissue was strained trough a 70µm
cell strainer (Corning) and washed with isolation buffer. Samples were centrifuged for
10 minutes at 4◦C 300g prior to lysing the pellet with 2 ml of ACK Erythrolyse. After
another centrifugation step, the pellet was resuspended in FACS Buffer, cell were counted
and prepared for further analysis.
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2.5 Flow Cytometry

Flow cytometric analysis was performed with BMDMs, peritoneal macrophages (for panel
see Table 2) and lung tissue (for panel see Table 1). If not indicated otherwise, all steps
were performed on ice and all centrifugations at 350g on 4◦C. Shortly, cells were washed
with FACS Buffer, blocked 10 minutes with 1µl/ 1×106 cells TrueStain FcR (BioLegend)
and stained for 20 minutes in the dark. Cells were washed twice with FACS Buffer prior
to labeling with 50µg/ml Live/Dead marker 7AAd. The stainings were acquired using a
Cytoflex S (Beckman Coulter) and analysed with FlowJo.

Table 1: Panel for Analysis of Lung Macrophages

Specificity Fluorophore Dilution Company Cat.Nr.
CD45.2 AF488 1:300 Biolegend 109816
CD11c PE-Cy7 1:350 eBioscience 25-0114-81
MHC II BV605 1:300 BD Biosciences 563413
CD11b eF450 1:300 eBiosciences 48-0112-82
Siglec F PE 1:300 BD Biosciences 562068
CD103 AF700 1:200 eBioscience 56-1031-82
Ly6C APC-Cy7 1:200 BD Biosciences 560596
Ly6G PerCP-Cy5.5 1:200 BioLegend 127615
CD64 APC 1:200 BioLegend 139306
CD24 BV510 1:200 BioLegend 101831
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Figure 3: Gating strategy for alveolar macrophages
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Table 2: Panel for Analysis of Peritoneal Macrophages

Specificity Fluorophore Dilution Company Cat.Nr.
F4/80 APC 1:100 Biolegend 123116
CD11b eF450 1:100 eBioscience 48-0112-82
CD115 FITC 1:100 eBioscience 53-1152-82
Ly6G PerCP-Cy5.5 1:100 BioLegend 127615

Figure 4: Gating strategy for peritoneal macrophages
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2.5.1 EdU Proliferation Assay

1×106 cells were seeded in a 6-well non-treated tissue culture plate. After one hour half of
the medium was replaced with fresh differentiation medium containing EdU with an end
concentration of 10 µM. Cells were replaced in the incubator and after two hours washed
with DPBS and harvested. After centrifugation for five minutes at 350g at 4◦C, cells were
washed once with 1%BSA in DPBS and centrifuged for 5 minutes at 10000rpm at 4◦C.
Cold (-20◦C) Methanol was added to the pellet to fix and permeabilise the cells. After
10 minutes of incubation at -20◦C, the cell suspension was centrifuged, the supernatent
discarded and the pellet washed two times with 1%BSA in DPBS. The Click-iT R© reaction
cocktail was prepared (according to Table 3) and 125 µl was added to the pellet and
incubated light protected at room temperature. After 30 minutes the cells were washed
with 1%BSA in DPBS and stained light protected with 125 µl RNase(8 µg/ml) and
7-AAD (400µg/ml) for 30 minutes at room temperature, prior to a final washing step
with FACS Buffer (2% FCS HI and 2 mM EDTA in DPBS). Samples were recorded on a
Cytoflex S.

Table 3: EdU Click-iT R© reaction cocktail

Components Number of reactions
1 2 5 10 15 30 50

DPBS
108.75
µl

217.5
µl

543.75
µl

1.09
ml

1.63 ml
3.26
ml

5.44
ml

CuSO4 2.5 µl 5 µl 12.5 µl 25 µl 37.5 µl 75 µl 125 µl
Fluorescent dye

azide
1.25 µl 2.5 µl 6.25 µl 12.5 µl

18.75
µl

37.5 µl 62.5 µl

1x Reaction
Buffer Additive

12.5 µl 25 µl 62.5 µl 125 µl
187.5
µl

375 µl 625 µl

Total Volume 125µl 250 µl 625 µl
1.25
ml

1.88 ml
3.75
ml

6.25
ml
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Figure 5: Gating strategy for proliferation assay
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2.6 Histology

Mouse tissue was fixed overnight in 4% Roti-Histofix (Roth) at 4◦C, washed twice in
DPBS and transferred in 70% EtOH (Merck) for storage. The tissue was dehydrated
to allow infiltration of the tissue by paraffin in a series of Isopropanol (Roth) solutions
(80% Isopropanol, 90% Isopropanol and 100% Isopropanol, each 1h). The tissues were
then transferred to molten paraffin and incubated for 2 and 3 hours. The tissues were
embedded in paraffin. Paraffin-blocks were cut into 3µm sections with a microtome,
mounted onto Superfrost Plus microscope slides (Thermo Scientific) and used for histological
stainings.

2.6.1 Immunohistochemistry

3µm tissue section were incubated for 1 hour at 60◦C, deparaffinized and rehydrate in a
series of washes: Xylene 1 (10 minutes), Xylene 2 (10 minutes), Isopropanol (10 minutes),
96% EtOH (10 minutes), 70% EtOH (5 minutes), 50% EtOH (5 minutes) and three times
in PBS (each 3 minutes). Antigen retrieval was done with either 10x Tris-EDTA solution
(10mM Tris, 1mM EDTA, 0.05% Tween 20) for brain tissue or 10x Target Retrieval
Solution, Citrate pH6.1 (Dako). To avoid non-specific binding, slides were treated with
1% H2O2 for 10 minutes to inhibit endogenous HRP enzymes. Next, they were immersed
5 minutes in 0.1% Triton-X100 (Sigma Aldrich) prior to blocking 20 minutes in 2.5% horse
serum. Subsequently, about 150µl diluted primary antibody (see Table 4) was pipetted on
the tissue and incubated overnight on 4◦C in a wet chamber. The next day, tissues were
coated with diluted secondary antibody(see Table 4). After 45 minutes of incubation
at room temperature, slides were washed and immersed 30 minutes with Novocastra
Streptavidin-HRP (Leica), followed by AEC-high sensitivity substrate chromogen (Dako).
Counterstaining was performed using Mayer’s Hemalum Solution (Merck) and slides were
mounted with Aquatex (Merck).

Table 4: List of Antibodies used for IHC

Specificity
Host

Species
Company Final Dilution

F4/80 rat 1:800
Tmem119 rabbit 1:1000
anit-rat goat 1:500

anti-rabbit horse 1:500
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2.7 RNA Isolation

All steps were performed on ice and all centrifugations were done at 12.000g 4◦C with a
microcentrifuge. Bone marrow derived macrophages were seeded in a 12 well-plate at a
density of 1×106/ml. After 6 hours, cells were washed with DPBS, 500 µl TRI R©-Reagent
(Sigma-Aldrich) was added to the cells and frozen at -80◦C for at least 12 hours. Cells
in TRI R©-Reagent were transferred to a chloroform-water solution, mixed and incubated
for 10 minutes. After centrifugation for 15 minutes, the aqueous phase was transferred
to a new Eppendorf tube containing Isopropanol and Glycan Blue and incubated for
30 minutes, prior to centrifuging the samples for 30 minutes. The supernatant was
discarded completely and 1ml 75% EtOH to wash the RNA was added and centrifuged
for 7 minutes. This step was repeated again, the supernatant discarded completely and
the pellet air-dried for about 10 minutes. The pellet was resupendend in 10 µl nuclease
free water and the concentration measured on Nanodrop.
Reverse Transcription was performed to generate cDNA from the RNA samples. For the
synthesis, the RNA concentrations were adjusted to the least concentrated sample. The
GoScriptTM Reverse Transcription kit (Promega) was used, with a reaction volume of 20
µl, where 5 µl isolated RNA, 5 µl nuclease free water was added to 10 µl 10× master
mix containing 2 µl GoScript Enzyme, 4 µl GoScript Buffer and 4 µl nuclease free water.
After completing the cDNA program (25◦C for 5 min, 42◦C for 1 h and 70◦C for 15 min),
the resulting cDNA was diluted 1:10 with nuclease free water and used for quantitative
real-time PCR.

2.8 Quantitative Real Time PCR

All primers were designed with the NCBI Primer-BLAST tool and reconstituted with
nuclease free water to a concentration of 100pmol/µl.

Table 5: List of Primers used

Oligoname Sequenze
TM
[◦C]

GC-content
[%]

CDK1 ctrl fwd GTACACACACGAGGTAG 59.8 52.4
CDK1 ctrl rev GTCAACCGGAGTGGAGT 59.4 55

CDK1 fwd AGAGAGGGTCCGTCGTA 58.8 57.9
CDK1 rev ACCTTATACACCACACC 57.3 50
β-actin fwd CACACCCGCCACCAGTTCGC
β-actin rev TTGCACATGCCGGAGCCGTT

Quantitative Real Time PCR was performed using the SYBR Green based GoTaq R©
qPCR Master Mix (Promega) on a StepOnePlusTM Real-Time PCR System (Bio-Rad).
In one reaction volume of 10 µl, 2 µl cDNA, 5 µl 2× GoTaq R© Master- Mix, 2.96 µl
nuclease free water and 0.02 µl per primer (forward and reverse). All samples were
measured in duplicates, the mRNA expression levels were normalized to β-actin mRNA
expression, and further normalized to the average expression of the control group.
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2.9 Western Blot

2.9.1 Media and Buffers

PIM (1 ml)

– 200 µg Leupeptin

– 200 µg Aprotinin

– 30 µg Benzomidinchloride

– 1 Trypsininhibitor

– 0.5 mM Na3VO4

– 0.5 mM DTT

Buffer A

– 20 mM Hepes, pH 7.9

– 0.4 M NaCl

– 25% (v/v) Glycerin

– 1 mM EDTA

– 0.5 mM Na3VO4

– 0.5 mM DTT

WB Lysis Buffer (1 ml)

– 830 µl Buffer A

– 40 µl PIM

– 20 µl 100 mM PMSF

– 100 µl 10×Protease Inhibitor
(Roche)

– 10 µl Triton X-100

10× Tris-buffered saline (TBS)

– 1.5 M NaCl

– 0.5 M Tris, pH 7.4

1× TBS/Triton X-100 (TBS-T)

– 1:10 10×TBS

– 1:1000 Triton X-100

4× SDS Loading Dye

– 200 mM Tris, pH 6.8

– 1 M DTT

– 8% (w/v) SDS

– 0.4% (w/v) Bromophenol blue

– 40% v/v Glycerol

10× Electrophoresis Buffer

– 60.6 g Tris

– 292 g Glycine

– 100 ml 20% (w/v) SDS

– filled up to 2 l with ddH2O

Harlow Buffer

– 29 g Tris

– 145 g Glycine

– 25 ml 20% (w/v) SDS

– 1 l MeOH

– filled up to 5 l with ddH2O
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2.9.2 Cell Lysis

Approximately 2× 10 6 BMDMs were seeded in 6-well plates with differentiation medium
over night. The wells were washed with PBS and the macrophages harvested in 1 ml
PBS/2% FCS with a Cell Scraper. After 5 minutes of centrifugation with 500g, all
supernatant was discarded and the cell pellet resuspended in 50-70 µl WB Lysis Buffer,
depending on the pellet size. The suspension was kept on ice for 20 minutes with 2 short
interruptions, where the pellet was frozen in liquid nitrogen to improve cell lysis. After
15 minutes centrifugation at 14.000g the supernatant was collected.
The protein content was determined with the Bradford Assay. Exactly 1 µl of sample
was added to 1 ml of Bradford reagent (BioRad Protein Assay), followed by a 15 minute
incubation in the dark prior to measuring the protein content.
The protein concentrations were adjusted to 15 µg with WB Lysis Buffer, mixed with 4×
SDS Loading Dye, heated to 95◦C for 5 minutes and stored at -80◦C.

2.9.3 Immunoblotting

The sample volume of 12 µl (corresponding to 15 µg of total protein was loaded on a 10%
polyacrylamide gel (see Table 6). The proteins were separated with 110V for about 90
minutes and the transfer onto a nitrocellulose membrane was performed in cold Harlow
Buffer at 350 mA for 1 hour.

Table 6: Recipe for a 10% Polyacrylamide Gel

Reagent Stacking Gel Separation Gel
30% AA/Bis (BioRad) 1.33 ml 3.33 ml
0.5 M Tris-HCl, pH 6.8 2.5 ml -
1.5 M Tris-HCl, pH 8.8 - 2.5 ml

10% SDS 100 µl 100 µl
ddH2O 6.07 ml 4.07 ml

TEMED (BioRad) 10µl 10µl
10% APS (Amersham) 100µl 100µl

After the transfer, the membrane was washed in distilled water and stained with PonceauS,
cut at the desired fragment size and washed three times in TBS-T to remove the staining.
Unspecific antibody binding sites were blocked for 1 hour at room temperature in TBS-T/4%
skim milk powder prior to the over night incubation at 4◦C in the respective primary
antibodies (prepared in TBS-T/5% BSA/0.02% NaN3).
The membrane was washed three times in TBS-T, followed by 1 hour incubation with the
corresponding secondary antibodies (diluted in TBS-T/4% skim milk powder) at room
temperature. The signals were detected after washing three times with TBS-T using an
Odyssey CLx imager (LI-COR).
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Table 7: List of Antibodies used for WB

Specificity Host Species Company Dilution
α-tubuline mouse Cell Signaling Technologies 1:1000

Cdk1 mouse Santa Cruz Biotechnology 1:200
mouse IgG goat LI-COR 1:15000
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3 Results

3.1 Deficiency of Cdk1 expression has no effect on macrophage
proliferation in Cdk1fl/flLysMcre/+ mice

3.1.1 Mouse model

As a complete knock out of Cdk1 leads to embryonic lethality, we generated mice with
a deficiency of Cdk1 expression specifically in myeloid cells. For this reason, mice with
LoxP sites flanking exon 3 in the Cdk1 locus [78] were crossed with mice carrying the cre
recombinase under the influence of the Lysozyme M (LysM) promotor [79], which is only
active in myeloid cells. Therefore, Cdk1 is truncated upon cre expression in macrophages
and neutrophils of Cdk1fl/flLysMcre/+ mice (wild-type mice are in the following described
as Cdk1fl/flLysM+/+).

3.1.2 Deficiency of cell proliferation in Bone Marrow derived Macrophages
(BMDM)

We isolated and differentiated bone marrow from Cdk1fl/flLysMcre/+ mice and determined
the cell number to see, if proliferation was impaired in the cre/+ BMDMs. At day
6 there were less cells from knock-out mice compared to wild-type mice. Cells of the
Cdk1 knock out mice had a round shape, whereas wild-type macrophages were more
stretched out (Fig.6A). Additionally, the counted cell number showed a slight decrease
in knock-out mice, however this result was not significant (p=0.09) (Fig.6B). As Cdk1
plays an important role in progression through the cell cycle and cell proliferation, these
slightly reduced cell numbers argue for a decreased proliferation rate in Cdk1 knock-out
mice. However, the cell numbers were not reduced significantly, which could be due to
an insufficient knock out of Cdk1.
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Figure 6: Slightly decreased cell numbers of BMDM. (A) Photos of BMDM at day 6. (B) Number
of cells counted after 6 days of differentiation with a Hemocytometer. Shown is the average of n=3, with
the error bars representing SD.

3.1.3 Cdk1 knock-out in BMDM

To see, if Cdk1 was deleted properly, quantitative Real-Time PCR with primer binding to
the Cdk1 locus was performed. There were two different primer pairs used, to quantify the
Cdk1 deletion (Fig.7A). One primer pair was generated as a control for the background
levels of Cdk1, whereas the other pair determines the actual quantity of Cdk1. To achieve
this, we generated the reverse primer to bind to exon 3, which is absent in Cdk1 fl/fl

LysM cre/+ mice. Therefore, no signal is detectable for this primer pair. The Cdk1
control primer pair, on the other hand, was generated to bind to a short region in exon 4
and should be detectable in BMDMs in both Cdk1 fl/fl LysM +/+ and Cdk1 fl/fl LysM
cre/+. After normalization of both to β-actin, we normalized the Cdk1 mRNA to the
control mRNA and determined the difference between Cdk1 mRNA expression of Cdk1
fl/fl LysM +/+ and Cdk1 fl/fl LysM +/+ BMDMs.However, there was no change (p=0.7)
of mRNA expression visible in Cdk1 fl/fl LysM cre/+ BMDMs compared to Cdk1 fl/fl

LysM +/+ (Fig.7B).
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Figure 7: Quantitative Real-Time PCR in Cdk1 fl/fl LysM cre/+ BMDM shows no change
in Cdk1 mRNA expression.(A) Two different primer pairs were designed against the Cdk1 locus in
mice for qPCR: A primer pair quantifying the background levels of Cdk1 (black arrows) and a primer
pair quantifying the actual Cdk1 mRNA expression (orange arrows). For further details see text. (B)
The expression of Cdk1 mRNA in BMDM, quantified by qPCR and normalized to β-actin and Cdk1
control. Graphs show the average Cdk1 levels of n=3, with the error bar representing the SD.

Additionally to mRNA expression, we tested the expression of Cdk1 protein by Western
Blot Analysis in BMDM after 6 days of differentiation, where we saw only a slight decrease
(p=0.23) of Cdk1 signal visible (Fig.8). Therefore, we concluded, that one cre-allele is
not able to efficiently delete Cdk1.

Figure 8: Insufficient Cdk1 knock-out in BMDM (day6). Cdk1 protein levels were quantified by
western blot, and normalized to α-tubulin. The graphs show the average Cdk1 levels of n=3, with the
error bar representing the SD.
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3.2 Cdk1 deficiency has a negative effect on macrophage
proliferation in Cdk1fl/flLysMcre/cre mice

3.2.1 Mouse model

As the previous results showed an insufficient deletion of Cdk1 in BMDM from mice with
a heterozygous cre recombinase allele, we generated a homozygous Cdk1 knock-out in
myeloid cells by crossing Cdk1 fl/fl LysM cre/+ mice with each other. Additionally, we
used Egfrfl/+ LysM cre/cre and Egfr fl/+ LysM cre/+ mice as controls.

3.2.2 Deficiency of cell proliferation in BMDMs from homozygous mice

To test for the ability of macrophages in Cdk1 fl/fl LysM cre/cre mice to proliferate, we
isolated bone marrow. After 6 days of differentiation we determined the number of cells.
Cdk1 fl/fl LysM cre/cre BMDMs were reduced by approximately 60% compared to Cdk1
fl/fl LysM +/+ (p=0.00003) and the Egfr controls Egfr fl/+ LysMcre/+ and Egfr fl//+

LysM cre/cre (p=0.0002 and p=0.004) (Fig.9A). Egfr fl/+ LysMcre/+ and Egfr fl//+ LysM
cre/cre were used to eliminate the possibility of the homozygous cre recombinase to be
responsible for the reduction of BMDM, due to its proposed cytotoxic effects [80]. We
also noticed bigger and more roundly shaped cells in the knock-out cells compared to the
elongated cells in the wild-type (Fig.9B). These data suggest an impact of Cdk1 on the
proliferative capacity of macrophages.

26



3 Results

Figure 9: Significantly reduced cell number of homozygous Cdk1 knock-out BMDMs.(A)
Number of cells counted after 6 days of differentiation with a Hemocytometer. The graphs show the
average (n=3-9) number of cells per mouse, with the error bars representing the SD. (B) Photos of
BMDMs taken at day 6.
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3.2.3 Cell cycle analysis reveals a proliferative defect in the G2-M transition
of Cdk1 fl/fl LysM cre/cre BMDM

As the Cdk1–Cyclin B complex is thought to regulate the G2–M transition and progression
through mitosis, we wanted to have a closer look at the progression through the cell cycle.
Therefore we performed an EdU/7AAd staining where we can differentiate between the 3
cell cycle phases G1, S and G2/M. In this experiment we noticed a significant increase of
approximately 5-fold in the G2/M phase (p=0.0005) and about 3.5-fold (p=0.0003) in the
S phase of homozygous knock-out mice, whereas the number of cells in G1 were reduced
by 30% in Cdk1 fl/fl LysM cre/cre BMDMs compared to the wild type mice (p=0.0001)
(Fig.10). The decrease of cells in G1 and the increase in S and G2 phase might be
explained by an inability of the BMDM to go through mitosis due to the absence of a
functional Cdk1.

Figure 10: Impaired cell cylce progression in Cdk1 deficient BMDM. (A) Serum starved BMDMs
were treated with Edu as described and analysed by flow cytometry. (B) The graphs represent the average
frequency of cells in the cell cycle phases (n=4) with the error bar representing the SEM.
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3.2.4 Cdk1 knock-out in homozygous BMDMs

To examine the amount of Cdk1 in Cdk1 fl/fl LysM cre/cre mice, we performed quantitative
Real-Time PCR with the remaining BMDM (day 6). However, Cdk1 mRNA expression
was only sightly, but not significantly (p= 0.3) reduced in Cdk1 fl/fl LysM cre/cre BMDMs
compared to Cdk1 fl/fl LysM +/+ (Fig.11A).
Although there was a slight decrease in the expression of Cdk1 protein detectable in
BMDM after 6 days of differentiation (Fig.11B), it was not significant (p=0.43) (Fig.11C).
Although Cdk1 should be completely absent in the homozygous Cdk1 fl/fl LysM cre/cre

mice, we were still able to detect Cdk1.

Figure 11: Homozygous Cdk1 knock-out and expression in BMDM. (A) The expression of Cdk1
mRNA in BMDM was quantified by qPCR and normalized to β-actin and Cdk1 control. (C+B) Samples
were measured by Bradford and equal amounts loaded prior to quantification of Cdk1 protein levels by
western blot. Results were normalized to α-tubulin. (A+C) The graphs show the average Cdk1 levels
of n=2-4, with the error bar representing the SD.
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3.2.5 Increased amount of RNA and Protein in Cdk1 knock-out cells

Although no significant difference in Cdk1 mRNA expression and protein synthesis was
seen in the knock out and wild type cells, we noticed a 2-fold increase of total RNA
(Fig.12A) and protein (Fig.12B) in the Cdk1 fl/fl LysM cre/cre BMDMs compared to
Cdk1 fl/fl LysM +/+. An explanation for this could be the normal progression through
G1 and S phase, despite the absence of cytokinesis due to the impaired progression
through mitosis. Thus, DNA is replicated and the cell grows, but no cell division takes
place, therefor more total protein amount.

Figure 12: Total RNA and protein levels. (A) Total RNA was measured after isolation from BMDM
by Nanodrop. (B) Total amount of protein was quantified from cell lysates by Bradford assay. (A+B)
The graphs represent the average concentration of RNA (in ng/µl) and protein (in mg/ml) from 3-7 mice
with the error bar showing the SEM.
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3.3 Macrophage depletion in vivo

3.3.1 Histological staining of macrophages

We did not observe efficient deletion in vitro, but our data indicated that BMDM from
Cdk1 fl/fl LysM cre/+ mice have an impaired proliferation. Because of this, we performed
immunohistochemistry with antibodies against the macrophage marker F4/80 and Tmem119,
a microglial marker, to examine the reduction of macrophage numbers in vivo. We
isolated various tissues and prepared them as described. The stainings were quantified
using the scientific image processing program, Image J. For this reason, pictures were
taken, colour channels split to separate AEC and Hematoxylen staining, and the intensity
of the staining assessed (for example of quantification see Fig. 13).

Figure 13: Quantification of IHC by Image J. Shown is an example of IHC quantification by Image
J of hepatic tissue. For further details see text.

In the steady state, red pulp macrophages and Kupffer cells maintain themselves via a low
rate of proliferation. Despite of our findings that BMDM of Cdk1 fl/fl LysM cre/+ mice
had a proliferative deficiency and showed reduced numbers, we detected only a slight, but
not significant (p=0.57), decrease of F4/80+ cells in spleenic tissue (Fig.14). The same
results were observed in the liver (p=0.07) (Fig.15).
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Figure 14: F4/80 staining of spleen tissue The number of macrophages was examined using an
F4/80 antibody to stain expressing cells, quantified with Image J and normalized to cells stained with
hematoxylen. The graph shows the average percentage of F4/80+ cells of 6 mice with the error bar
representing the SEM.

Figure 15: F4/80 staining of liver tissue The Number of macrophages was examined using an
F4/80 antibody to stain expressing cells, quantified with Image J and normalized to cells stained with
hematoxylen. The graph shows the average percentage of F4/80+ cells of 6 mice with the error bar
representing the SEM.

Brain tissue was stained for Tmem119, a transmembrane protein specific for microglia.
Due to the blood brain barrier microglia maintain their homeostasis through proliferation
independent from the contribution of circulating monocytes. As expected, we saw no
reduction of tissue resident macrophage numbers in the brain tissue of Cdk1 fl/fl LysM
cre/cre mice compared to Cdk1 fl/fl LysM +/+ mice (Fig.16), as LysM is not active in
microglia, therefore Cdk1 is not deleted in microglia of Cdk1 fl/fl LysM cre/cre mice.
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Figure 16: Tmem119 staining of brain tissue The number of macrophages was examined using an
Tmem119 antibody to stain expressing cells, quantified with Image J and normalized to cells stained
with hematoxylen. The graph shows the average percentage of Tmem119+ cells of 4 mice with the error
bar representing the SEM.

3.3.2 Alveolar Macrophages

Alveolar macrophages are another example of tissue resident macrophages that proliferate
at a low rate and maintain themselves without almost any contribution from monocytes.
However, in contrast to our findings of reduced BMDM numbers of Cdk1 fl/fl LysM cre/cre

mice in vitro, we detected a slight, but not significant increase in lung tissues of Cdk1
fl/fl LysM cre/cre mice (p=0.37) (Fig.17). As not only alveolar macrophages show F4/80+

staining, but also monocytes and interstitial macrophages, this increase might result from
an influx of monocytes to compensate for the reduced number of alveolar macrophages.

Figure 17: F4/80 staining of lung tissue The number of macrophages was examined using an
F4/80 antibody to stain expressing cells, quantified with Image J and normalized to cells stained with
hematoxylen. The graph shows the average percentage of F4/80+ cells of 6 mice with the error bar
representing the SEM.

Therefore, we digested murine lung lobes to isolate macrophages and stained them
for flow cytometry (staining panel in the Material & Methods section). We gated for
alveolar macrophages and noticed an about 2-fold decrease of Cd11b+SiglecF+ alveolar
macrophages in the Cdk1 fl/fl LysM cre/cre mice compared to Cdk1 fl/fl LysM +/+

(p=0.04) and Egfr fl/+ LysM cre/cre (p=0.033) mice (Fig.18). This reduction in cell
numbers could be due to a lack of proliferation and an impaired Cdk1 function.
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Figure 18: Decreased alveolar macrophages in Cdk1fl/fl LysMcre/cre. (A) Exemplary FACS
profile of alveolar macrophages. Isolation of macrophages from lung lobes was performed as described.
(B) Quantification of CD11b+ SiglecF+ cells (alveolar macrophages). The graphs represent the average
frequency of CD45+ cells (n=3-4) with the error bars representing the SD.
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3.3.3 Peritoneal Macrophages

As mentioned in the introduction one subtype of peritoneal macrophages, LPMs, are able
to maintain themselves by proliferation, whereas another subtype, SPMs, are argued to
arise from migrating monocytes. Because of this, we also had a look at the effect of
a homozygous Cdk1 knock-out on the composition of these two macrophage subtypes
in the peritoneal cavity. We isolated cells from the peritoneal cavity, stained them for
flow cytometry (staining panel in the Materials & Methods section) and gated for Cd11b+

F4/80+ cells. We were able to distinguish between large and small peritoneal macrophage
(LPM and SPM) and found about 90% of LPM and 10% of SPM in both the Cdk1
fl/fl LysM +/+ and Egfr fl/+ LysM cre/cre controls, consistent with published literature.
Interestingly, in the knock-out mice we noticed an 1.7-fold decrease of LPM (p=0.017) and
a 5-fold increase of SPM (p=0.013) (Fig.19). These results suggest that LPM numbers
are reduced due to a defect in proliferation. In contrast SPM are increased, possibly by
the migration of monocytes to the peritoneal cavity, which are know to differentiate into
SPM over time.

Figure 19: Reversed profile of peritoneal macrophages in Cdk1 knock-out mice. (A)
Examplary FACS profile of peritoneal macrophages isolated from the peritoneal cavity as described. (B)
Quantification of Large and Small Peritoneal Macrophages (F4/80hi CD11bhi and F4/80low CD11bint)
with the graphs showing the average frequency of parent (n=3-4) and the error bars representing SD.
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4 Discussion

Previous studies showed, that interphase Cdks (Cdk2, Cdk4, Cdk6) are not essential for
the cell cycle [71–74]. On the contrary, they can easily be compensated by the ”master
regulator” Cdk1. This cyclin-dependent kinase, however, cannot be compensated by other
Cdks and is therefor an essential part of the cell cycle [50,77]. As a result, Cdk1NULL/NULL

mutants are not viable [78] and only little is known about the regulation and possible
additional functions of Cdk1. In order to address and overcome this problem, we used
conditional knock out mice specifically targeting the ablation of Cdk1 expression in
macrophages, to identify the role of Cdk1 in the cell cycle and proliferation of macrophages.

The number of Cdk1fl/fl LysMcre/+ macrophages was slightly, however not significantly
reduced in the BM of heterozygous Cdk1 knock-out mice. Additionally, no difference
regarding mRNA expression or protein levels of Cdk1 were observed in Cdk1fl/fl LysMcre/+

compared to the control. Because of these data, we hypothesised, that Cdk1 was not
sufficiently knocked-out and thus generated homozygous knock-out mice.

In homozygous knock-out mice the cell number of BMDM were highly reduced compared
to the control. This suggests, that differentiating cells either die due to the homozygous
cre or stop proliferating. However, Egfrfl/+ LysMcre/cre BMDM showed no differences in
cell number compared to the Cdk1 control, therefore we excluded the possibility of the
homozygous cre-allel to be cytotoxic, as was mentioned previously in the literature [80].
As the cytotoxic effect of homozygous cre- recombinase is ignorable in our mouse model,
we hypothesise, that the reduction of BMDM was due to a proliferative defect. Cell cycle
analysis showed more cells remaining in G2 and S phase, but in contrast less cells in
the G1 phase, which indicates a proliferative defect in the progression through M phase
and cytokinesis. Our results agree with the previous findings, that Cdk1 regulates the
progression through and exit from mitosis.

However, mRNA expression and protein levels were not significantly reduced in this mouse
model. A possible explanation for these results could be the expression and translation
of Cdk1, despite the excision of exon 3. However this protein is not functional, as we
were able to observe a proliferative defect. As a result, Cdk1 was still detectable in
immunoblotting, because the used antibody was raised against the amino acids 224 to 230
of the Cdk1 protein (Cdc2 p34 antibody (17): sc-54, Santa Cruz Biotechnology), which
are encoded in exon 4. Thus protein would still be detectable in the immunoblotting if
it was translated, despite the missing exon and no function.
Another explanation for these results would be, that cells stop proliferation and undergo
apoptosis after Cdk1 excision and were lost during the differentiation of BMDM. However
in the remaining cells the cre recombinase did not excise Cdk1 and therefore, no change
was seen at the mRNA or protein level. But still, this does not explain, why we were
able to detect a proliferative defect in the remaining cells.

When looking at the total RNA and protein load of BMDMs, there was about twice
as much RNA as well as protein detected in Cdk1fl/fl LysMcre/cre, which suggests a
cytokinesis defect in knock out mice, where cells were no longer able to divide, but
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continued to grow. In those cells transcribed RNA and in succession translated protein
accumulated, but was not divided to daughter cells.
Furthermore, cells of the conditional knock-out appeared to be bigger, which is also an
evidence for the defective mitosis.

Since we found a defect in the progression of cells from G2 to M phase in vitro in
BMDM, we wanted to confirm this proliferative defect in vivo. For this reason, histological
stainings of various tissues from knock-out and wild type mice were performed.
In the splenic and hepatic tissue of conditional knock-out mice reduced numbers of F4/80+

macrophages were detected, but these results were not significant. Red pulp macrophages
and Kupffer cells have a long lifespan, but a low rate of proliferation during steady
conditions [81, 82]. Challenging Cdk1fl/fl LysMcre/cre mice with non-genotoxic ablation
of tissue resident macrophages with e.g. a parasitic infection might induce proliferation
in those cells and give us a better idea of the importance of Cdk1 in macrophages.
In brain tissue no change in F4/80+ expression levels were noticed. However it is known
that no LysM activity is detectable in the brain [83], therefore no excision of exon 3 in
the Cdk1 locus occurs and thus explains the missing reduction of macrophage numbers
in Cdk1fl/fl LysMcre/cre mice. Usage of a different mouse model with the cre recombinase
under a different promotor, for example CX3CR1, which is also expressed in microglia,
would overcome this obstacle and elucidate the role of Cdk1 in microglial proliferation.

In contrast to the slightly reduced macrophage numbers in hepatic and splenic tissue, we
noticed increased values of F4/80+ cells in the lung tissue of Cdk1fl/fl LysMcre/cre mice.
These results were contrary to our expectations. Nevertheless, positive F4/80-staining is
not only a marker of alveolar, but also interstitial macrophages and even monocytes [84].
In flow cytometric analysis of lung tissue we were better able to distinguish between
alveolar macrophages and other cell types in the lung lobes of Cdk1 deficient mice and
detected a reduction of Cd11b+ SiglecF+ cells (alveolar macrophages).

The analysis of peritoneal macrophages showed a phenotype similar to that of an inflam-
matory state of the peritoneal cavity in Cdk1fl/flLysMcre/cre mice, where large peritoneal
macrophages were reduced and small peritoneal macrophages increased. In contrast,
wild type mice (Cdk1fl/flLysM+/+) depicted the phenotype of healthy mice under steady
state conditions [40, 43, 45]. We hypothesise the increased influx of monocytes and the
resulting massive arise of SPM to compensate for reduction of LPM due to the reduced
proliferative capacity.

In a cell, one of the most important objectives is proliferation and mitosis These are
strongly regulated processes, requiring many different proteins to progress through the
cell cycle. The cyclin-dependent kinase 1 (Cdk1) is part of this regulatory machinery
and is able to compensate for absent interphase Cdks without any detectable defects.
However, no other protein kinase is able to compensate for the loss of Cdk1, therefore
makes it an essential cyclin-dependent kinase for the cell cycle.
Throughout the years, studies with conditional knock-outs of Cdk1 have been performed
in different cell types. For instance, a knock-out of Cdk1 in oocytes led to infertility due
to a meiotic arrest at the germinal vesicle stage [85].
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In another study, Cdk1 knock-out in hepatocytes led to an absence of cell division in
adult hepatocytes after partial hepatectomy [78]. However, complete regeneration was
achieved in the knock-out mice by cell growth rather than cell division.
Our findings show that Cdk1 depletion in macrophages and neutrophils reduces macrophage
numbers in vivo in alveolar and large peritoneal macrophages. Additionally, we detected
an increase in small peritoneal macrophages to compensate for the loss of LPMs.
As Cdk1 controls, among others, the entry into mitosis, chromosome condensation,
breakdown of nuclear lamins and the disassembly of the Golgi apparatus [66–68], its
absence in macrophages results in a blockage of the cell cycle at the G2-phase. Subsequent
to the prolonged S-phase and the resulting accumulation of re-replicated DNA, RNA and
protein, bone marrow derived macrophages not only showed an increase in size in vitro,
but were also reduced in numbers, due to the defective proliferation.

In this work we proposed the reduction in macrophage numbers to be due to a proliferative
defect in the transition of the G2 to M phase. However, we only showed this in vitro
in bone marrow derived macrophages. Therefore, a proliferation assay of tissue resident
macrophages, such as alveolar macrophages or peritoneal macrophages has to be performed
in the future, to confirm the correlation between Cdk1 depletion, impaired proliferation
and reduced macrophage numbers in vivo.
Secondly, since we were not able to determine the efficiency of the recombination by qPCR
or Western Blot, a different strategy has to be developed. As it might be possible, that
differentiating bone marrow-derived macrophages might stop proliferation and undergo
apoptosis after recombination, we should harvest the dead cells in the supernatant, purify
for F4/80+ cells and check recombination frequency in the obtained cells. Furthermore,
recombination should be detected in isolated tissue macrophages, for example alveolar
macrophages or peritoneal macrophages.
Additionally, using a different mouse model, e.g. conditional knock-out of CX3CR1, for
the analysis of tissue resident macrophages might show an effect in microglia, as Lysozym
M is not active in brain tissue.

Finally, tissue macrophages and myeloid progenitors in the BM proliferate to maintain
homeostasis and to recover the macrophage pool after an injury or infection.
However, excessive proliferation of macrophages can have damaging properties. For
instance, accumulation of macrophages in adipose tissue during obesity leads to chronic
inflammation, which in turn leads to metabolic disorders, such as diabetes [86]. Similarly,
local proliferation and accumulation of lesional macrophages in atherosclerotic plaques
also produce inflammatory mediators, which exacerbate the disease [87]. Further, inhibition
of progressive expansion of microglia decreased the number of degenerating neurons and
had beneficial effects over the progression of chronic neurodegeneration [88]. Likewise, the
depletion of tumour-associated macrophages from the tumour microenviroment blocked
their pro-tumoral function [89].
In contrast, in the model of experimental autoimmune encephalomyelitis (EAE), an
animal model of multiple sclerosis, monocyte-derived macrophages appear to initiate
demyelination, whereas microglia seem inert at disease onset. Re-stimulation of the
proliferative capacity of microglia therefore might prevent the influx of inflammatory
monocytes and improves the outcome of the disease [90].
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4 Discussion

A better understanding of the precise role of Cdk1 in the proliferation of macrophages and
the contribution of local proliferation in inflammatory and non-inflammatory conditions
might further be relevant for the treatment of disease, where enhanced macrophage
proliferation is either beneficial or disadvantageous for the outcome of the disease.
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Miller, Florian Demel, Birgit Schütz, Margit Rosner, Boris Kovacic, Nyamdelger
Sukhbaatar, Birgit Niederreiter, Stephan Blüml, Peter Kuess, Veronika Sexl,
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Abstract

Macrophage proliferation plays an essential role in the maintenance of tissue homeostasis,
during an infection, and for the recovery after an injury, especially in tissues, where
monocytic influx is inhibited, e.g. the brain. The cyclin-dependent kinase 1 (Cdk1) was
the first kinase identified and is the ’master regulator’ of the cell cycle. However, the
role of Cdk1 in macrophages is unknown. Therefore, we generated a mouse-model with
a Cdk1 deletion specific in myeloid cells, to determine the effect of Cdk1 on macrophage
proliferation. Bone marrow-derived macrophages of Cdk1fl/fl LysM cre/cre mice were
reduced and showed an impaired G2/M transition. Additionally, alveolar macrophages
were also reduced in vivo. Large peritoneal macrophages were also reduced, but small
periftoneal macrophages increased. Therefore, Cdk1 is important for the entry into
mitosis during macrophage proliferation. In future, Cdk1 might me a promising target
for pathologies, were macrophages proliferation either enhances or diminishes disease
progression.
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Zusammenfassung

Die Proliferation von Makrophagen spielt eine wichtige Rolle in der Aufrechterhaltung der
Homeostase von Geweben, während Infektionen und in der Erholung nach Verletzungen,
speziell in Geweben, wo keine Monocyten-Einströmung möglich ist, z.B.: im Gehirn. Die
Cyclin-abhängige Kinase 1 (Cdk1) war die erste identifizierte Kinase und wird auch ’
Hauptregulator’ des Zellzykluses genannt. In einem Mausmodell mit einer Deletion von
Cdk1 speziell in myeloiden Zellen wollten wir die Rolle von Cdk1 in Makrophage und den
Effekt auf Makrophagen Proliferation untersuchen. Die Knochenmarksmakrophagen von
Cdk1fl/fl LysM cre/cre Mäusen waren reduziert und zeigten einen gehinderten Übergang
von der G2-Phase zu Mitose. Zusätzlich waren alveolare Makrophagen in vivo ebenfalls
reduziert und Peritonealmakrophagen zeigten eine Zusammensetzung aus LPM und SPM
vergleichbar mit der Zusammensetzung während einer Infektion. Diese Resultate weisen
darauf hin, dass Cdk1 wichtig für den Eintritt in Mitose und die Proliferation von
Makrophagen ist. In der Zukunft könnte Cdk1 ein vielversprechendes Ziel für Krankheiten
sein, bei denen Makrophagen den Krankheitsverlauf entweder verschlechtern oder verbessern.
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