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Dissertation Abstract 

Genetic Deletion or Pharmacologic Inhibition of PIM1 Impairs Breast Cancer Growth and 

Metastasis 

Patrick Faughnan 

Sponsor: Golam Mohi, Ph.D. 

Metastatic breast cancers often do not respond to currently available therapies, highlighting a 

need for new drug targets.  Expression of PIM1 is upregulated in a significant percentage of 

breast cancers. PIM1 expression is also significantly increased in metastatic breast cancers 

compared to non-metastatic breast cancer patients.  We hypothesized that PIM1 plays an 

important role in progression and metastasis of breast cancer. Knockdown/deletion of PIM1 

significantly inhibited the proliferation, migration, and invasion of several breast cancer cell 

lines. To assess the in vivo role of PIM1 in breast cancer progression and metastasis, we crossed 

PIM1 knockout mice with MMTV-PyMT metastatic breast cancer mouse model. We found that 

deletion of PIM1 significantly inhibited tumor growth and reduced lung metastasis in these mice. 

Pharmacologic inhibition of PIM1 kinase using TP-3654 significantly inhibited cell proliferation, 

migration, and invasion in breast cancer cells, and reduced breast tumor growth and lung 

metastasis in MMTV-PyMT mice.  We also found that PIM1 deletion or inhibition decreased 

EMT markers SLUG and Vimentin and pro-metastatic marker c-MET.   RNA-seq analysis 

showed genes related to translation, proliferation, EMT and metastasis pathways were affected 

by PIM1 depletion or inhibition. Together, these results suggest that PIM1 plays an important 

role in the progression and metastasis of breast cancer. 

 



vii 
 

List of Abbreviations 

Abbreviation Description 

4EBP1 Eukaryotic translation initiation factor 4E-binding protein 1 

ADH Atypical Ductal Hyperplasia 

Akt Protein Kinase B 

ALH Atypical Lobular Hyperplasia 

ALK Anaplastic lymphoma kinase 

APAF1 Adapter Protein Apoptotic Protease Activating Factor 

AR Androgen Receptor 

AREG Amphiregulin 

ATP Adenosine Triphosphate 

ATR Ataxia Telangiectasia and Rad3-Related Protein 

BC Breast Cancer 

BCRP Breast Cancer Resistance Protein 

BL1 Basal-Like 1 

BL2 Basal-Like 2 

BMX Cytoplasmic tyrosine-protein kinase BMX 

BRCA1 Breast Cancer Gene 1 

BRCA2 Breast Cancer Gene 2 

BTC Betacellulin 

CARD Domain Caspase Recruitment Domain 

CD  Cluster of differentiation 

CDK Cyclin Dependent Kinase 

cDNA Complementary deoxyribonucleic acid 

c-Myc Cellular Myelocytomatosis 

CP Cisplatin 

CXCL12 C-X-C motif chemokine 12 



viii 
 

CXCR4 C-X-C chemokine receptor type 4 

DAPI 4′,6-diamidino-2-phenylindole 

DCIS Ductal Carcinoma in Situ 

DCT Docetaxel 

DED Death-Inducing Domain 

DISC Death Inducing Signal Complex 

DMSO Dimethyl sulfoxide 

DNA Deoxyribonucleic acid 

DOX Doxorubicin 

DR3 Death Receptor 3 

DUSP1 Dual Specificity Phosphatase 1 

E2F E2 Factor 

E47 E2A immunoglobulin enhancer-binding factors E12/E47 

ECM Extra-Cellular Matrix 

EGF Epidermal Growth Factor 

EGF Epidermal Growth Factor 

EGFR Epidermal Growth Factor Receptor 

EGFR Epidermal Growth Factor Receptor 

eIF4E Eukaryotic translation initiation factor 4E 

EMT Epithelial to Mesenchymal Transition 

EPI Epigen 

ER Estrogen Receptor 

ERE Estrogen Response Element 

EREG epiregulin 

ERK Extracellular Signal-Related Kinases 

FADD FAS-associated death domain 

Fas APO-1 

FBS Fetal Bovine Serum 



ix 
 

FEA Flat epithelial atypia 

FGFRs Fibroblast Growth Factor Receptor 

FLT3 FMS-like tyrosine kinase 3 

FOS Fos Proto-Oncogene, AP-1 Transcription Factor Subunit 

FOXC1 Forkhead Box C1 

GSEA Gene Set Enrichment Analysis 

H&E  hematoxylin and eosin 

HB-EGF heparin-binding EGF-like growth factor  

HER1 Human Epidermal Growth Factor Receptor 1 

HER2 Human Epidermal Growth Factor Receptor 2 

HER3 Human Epidermal Growth Factor Receptor 3 

HR+ Hormone Receptor Positive 

HSP Heat Shock Protein 

IDC Invasive Ductal Carcinoma 

IGF1R Insulin Like Growth Factor 1 Receptor 

IL Interleukin 

ILC Invasive Lobular Carcinoma 

IM Immunomodulatory 

INF Interferon 

IP Intraperitoneal injection 

ITD Internal Tandem Duplication 

JAK Janus Kinase 

KD Knockdown 

KO Knockout 

LCIS Lobular Carcinoma in Situ 

LDL Low-Density Lipoprotein 

M Mesenchymal 

MAPK Mitogen-activated protein kinases 



x 
 

Met tyrosine-protein kinase Met 

MM Multiple Myeloma 

MME Membrane Metallo endopeptidase 

MMPs Matrix metalloproteinases  

MMTV Mouse Mammary Tumor Virus 

MOMP Mitochondrial Outer Membrane Permeabilization 

mRNA Messenger ribonucleic acid 

MSL Mesenchymal Stem-Like 

mTOR Mammalian target of rapamycin  

NGF Nerve Growth Factor 

NK Natural Killer 

ns Not Significant 

p70-s6k Ribosomal protein S6 kinase beta 1 

PARP Poly (ADP-ribose) polymerase 

PBS Phosphate buffered saline 

PCA Principle Component Analysis 

PD-1 Programmed Cell Death Protein-1 

PDGFR Platelet-Derived Growth Factor Receptor 

PD-L1 Programmed Death Ligand 1 

PgP P-Glycoprotein 

PI Propidium Iodide 

PI3K Phosphoinositide 3-kinase 

PIM Proviral Integration Site of Moloney Proviral Integration Site of Moloney Murine Leukemia Virus 

PLK1 Polo-Like Kinase 1 

PR Progesterone Receptor 

PyMT Polyoma Middle T Antigen 

qRT-PCR Quantitative Real-time polymerase chain reaction 

Ras Rat Sarcoma Virus 



xi 
 

Rb Retinoblastoma protein 

RNA Ribonucleic acid 

RNA-Seq RNA-Sequencing 

ROS Reactive Oxygen Species 

RTKs Receptor Tyrosine Kinases 

Ser Serine 

SERMs Selective Estrogen Receptor Modulators 

sgRNA Short Guide RNA 

SH3 SRC homology 3 

shRNA Short Harpin RNA 

Slug Zinc finger protein SNAI2 

SMAD Small Mothers Against Decapentaplegic 

Snail Zinc finger protein SNAI1 

SOCS Suppressor of Cytokine Signaling 

STAT signal transducer and activator of transcription 

TAM Tumor Associated Macrophage 

TCGA The Cancer Genome Atlas 

TGFa transforming growth factor α  

TGFBR TGF-beta type I/II serine/threonine kinase receptor 

TGF-β Transforming Growth Factor Beta 

TH1 T Helper Cells Type 1 

TH2 T Helper Cells Type 2 

Thr Threonine 

TILs Tumor-Infiltrating Lymphocytes 

TN  Triple Negative 

TNBC Triple Negative Breast Cancer 

TNFR1 TNF Receptor 1 

TNF-α  Tumor necrosis factor-alpha 



xii 
 

TP TP3654 

TP53 Tumor Protein P53 

TRADD TNF Receptor associated death domain 

TRAIL Apo2-L 

TRAIL 

Receptor TNF-Related Apoptosis Inducing Ligand Receptor 1 

Twist Twist Family BHLH Transcription Factor  

Vim Vimentin 

Wnt Wingless-Type MMTV Integration Site Family 

WT Wild type 

Zeb Zinc Finger E-Box Binding Homeobox 

 

 

 

 

 

 

 

 

 

 

 



xiii 
 

Table of Contents 

Chapter 1…………………………………………………………………………………………..1 

 Overview of Breast Cancer………………………………………………………………..1 

 Molecular Subtypes of Breast Cancer……………………………………………………..7 

 Breast Cancer Receptor Subtypes…………………………………….…………………...8 

 Current Therapies………………………………………………………………….……..13 

 Breast Cancer Metastasis………………………………………………………………...17 

 Drug-Resistance in Breast Cancer……………………………………………………….29 

 References……………………………………………………………………………….31 

Chapter 2:PIM Kinases..…………………………………………………………………………41 

 PIM kinase Family Members……………………………………………………………41 

 Regulation of PIM Kinases………………………………………………………………42 

 PIM Kinases Promote Cell Growth and Division………………………………………..45 

 PIM Kinases Effect on the Cell Cycle…………………………………………………...46 

 PIM Kinases Inhibit Apoptosis…………………………………………………………..47 

 PIM Kinases in Cancer…………………………………………………………………..48 

 PIM Kinases Promote EMT and Metastasis……………………………………………..49 

 PIM Kinases Promote Drug Resistance………………………………………………….50 



xiv 
 

 PIM Kinase Inhibitors……………………………………………………………………53 

 References………………………………………………………………………………..54 

Chapter 3: Genetic Deletion or Pharmacologic Inhibition of PIM1 Impairs Breast Cancer Growth 

and Metastasis……………………………………………………………………………………63 

 Abstract…………………………………………………………………………………..63 

 Introduction………………………………………………………………………………64 

 Materials and Methods…………………………………………………………………...66 

 Results……………………………………………………………………………………73 

  PIM1 expression is increased in breast cancer patient samples………………….73 

  PIM1 Knockdown Significantly reduces Breast Cancer Cell Growth…………...82 

  PIM2 Knockdown Reduces Proliferation of Breast Cancer Cells……………….84 

Deletion of PIM1 significantly inhibited breast cancer cell migration, Invasion, 

and anchorage-independent growth……………………………………………...87 

PIM Kinase Inhibition Significantly Reduces Breast Cancer Cell Growth……...90 

  Effects of PIM Kinase Inhibition on Cell Cycle………………………………....94 

Inhibition of PIM kinase by TP-3654 significantly reduces breast cancer cell 

migration…………………………………………………………………………96 

PIM1/2 Deletion Decreases Tumor Growth and Lung Metastasis in MMTV-

PyMT Mouse Breast Cancer Model……………………………………………..98 



xv 
 

Inhibition of PIM kinase by TP-3654 Significantly Reduces Tumor Growth and 

Metastasis……………………………………………………………………….106 

Effects of Combining TP-3654 with Chemotherapies………………………….108 

RNA-Seq Analysis……………………………………………………………...115 

 References………………………………………………………………………………121 

Chapter 4: Discussion……………………………………………………………………..……126 

 Future Directions……………………………………………………………………….136 

 References………………………………………………………………………………148 

 

 

 

 

 

 

 

 

 

 

 



xvi 
 

List of Figures 

Chapter 1: Introduction 

Figure 1: Structure of a normal mammary gland…………………………………………………2 

Figure 2: Graphical representation of the several different stages of ductal dysplasia…………..5 

Figure 3: Schematic overview of the several different stages of lobular dysplasia………………6 

Figure 5.  Overview of the steps of breast cancer metastasis……………………………………18 

Figure 6.  Overview of EMT signaling…………………………………………………………..24 

Chapter 2: PIM Kinases 

Figure 1.  Schematic diagram of PIM kinases gene structure, mRNA, and protein isoforms…...41 

Figure 2: Regulation of PIM kinase expression………………………………………………….44 

Figure 3: Outline of PIM1 signaling contributing to drug-resistance……………………………52 

Chapter 3: Genetic Deletion or Pharmacologic Inhibition of PIM1 Impairs Breast Cancer Growth 

and Metastasis 

Figure. 1. PIM1 Expression is increased in breast cancer patients………………………………74 

Figure. 2. PIM1 and PIM2 expression is significantly upregulated in triple-negative breast cancer 

(TNBC)………………………………………………………………………………………..…76 

Figure 3.  Kaplan-Meier survival analysis of breast cancer patients…………………………….78 

Figure 4. PIM kinase expression in breast cancer cell lines……………………………………..80 

Figure 5: PIM expression in breast cancer cell lines…………………………………………….82 



xvii 
 

Figure 6. Knockdown of PIM1 significantly decreases breast cancer cell growth………………84 

Figure 7. PIM2 expression is increased following PIM1 deletion………………………………86 

Figure 8: Knockdown of PIM2 significantly decreases breast cancer cells MDA-468 and 

HS578T growth…………………………………………………………………………………..87 

Figure 9. Knockdown of PIM1 significantly decreases breast cancer cell migration and invasion 

and anchorage independent growth……………………………………………………………...89 

Figure 10. PIM1 inhibition with TP-3654 significantly reduces breast cancer cell growth and 

colony forming ability……………………………………………………………………………91 

Figure 11.  PIM kinase inhibition with TP3654 induces apoptosis in breast cancer cell lines…..93 

Figure 12. Effects of PIM kinase inhibition with TP3654 on cell cycle progression……………95 

Figure 13. PIM1 inhibition with TP-3654 significantly reduces breast cancer cell migration and 

anchorage independent growth………………………………………………………………..…97 

Figure 14. Deletion of PIM1 impairs tumor growth and metastasis in the MMTV-PyMT model 

of breast cancer…………………………………………………………………………………100 

Figure 15. Effect of PIM1/2 deletion on immune invasion of MMTV-PyMT Tumors………..101 

Figure 16. Effect of PIM1 KO on PyMT Tumor signaling…………………………………….103 

Figure 17. CXCR4 expression in MMTV-PyMT mouse mammary gland tumors…………….104 

Figure 18. Effect of PIM1/PIM2 deletion BAD Phosphorylation at Ser112 in PyMT Mouse 

Tumors………………………………………………………………………………………….105 



xviii 
 

Figure 19. Inhibition of PIM1 with TP-3654 decreases tumor growth and lung metastasis of 

MMTV-PyMT mice…………………………………………………………………………….107 

Figure 20. Effects of chemotherapy drugs in MDA-231 TNBC cells………………………….109 

Figure 21. Combination treatment of TP3654 and chemotherapies in MDA-231 and MDA-231-

2B cells………………………………………………………………………………………….110 

Figure 22. Formal synergy assay of TP3654 and doxorubicin/cisplatin combination…………112 

Figure 23.  TP3654 and doxorubicin treatment in MDA-231-2B NSG mouse xenografts…….114 

Figure 24. RNA-seq analysis identified proliferation, EMT, and metastasis pathways were 

significantly altered by PIM1 deletion or inhibition with TP-3654 in MDA-231 cells………..116 

Figure 25. RNA-Seq Analysis of Pim1 Pim2 double knockout PyMT tumors………………...119 

 

 

 

 

 

 

 

 

 



xix 
 

List of Tables 

Chapter 1: Introduction 

Table 1: Potential directed treatments based on specific TNBC sub-group assignment………..12 

Table 2: 5-year Survival Rates of Breast Cancer by Stage at time of Diagnosis………………..14 

Table 3: Molecular Mediators as Breast Cancer Metastasis Activators…………………………22 

Chapter 3: Genetic Deletion or Pharmacologic Inhibition of PIM1 Impairs Breast Cancer Growth 

and Metastasis 

Table 1. Cell culture conditions and seeding densities…………………………………………..69 

 

 

 

 

 

 

 

 

 

 



1 
 

Chapter 1 

Overview of Breast Cancer 

 

Breast cancer is the most frequently diagnosed cancer in women, with an estimated 287,850 new 

cases in 2022 (1).  It is also the second leading cause of cancer-related deaths in women with an 

estimated 43,250 deaths in 2022 (1).  Breast cancer is a very heterogeneous disease that has been 

extensively studied to characterize the distinct cellular, molecular, and tissue level changes that 

occur throughout the progression from normal breast tissue to invasive carcinoma.  Several 

different models have been proposed that attempt to characterize these changes.    Ductal and 

lobular carcinomas make up 80% and 10% of all carcinomas respectively (1-2).   

Ductal dysplasia can be broken into 5 distinct steps.  Starting with normal cells which progress to 

flat epithelial atypia (FEA), to atypical ductal hyperplasia (ADH), to ductal carcinoma in situ 

(DCIS) and then finally into luminal invasive ductal carcinoma (IDC) (3).  

Similarly, lobular dysplasia can be divided into normal lobular cells, atypical lobular hyperplasia 

(ALH), lobular carcinoma in situ (LCIS), and invasive lobular carcinoma (ILC) (3). Each of 

these histological grades have distinct morphological, cellular, and molecular characteristics that 

are used to assign what stage of dysplasia is present.  

Normal breast tissues are composed of two main structures: ducts and lobules.  A normal breast 

has between 10-12 branching ducts before forming into a terminal ductal lobular unit. (Figure 1) 

(4-5). These structures are made up by two different types of epithelial cells, luminal epithelial 

cells and myoepithelial cells (5).  Epithelial cells line the ducts and lobules, whereas 
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myoepithelial cells are contractile cells that function to move milk from the glands, through the 

ducts, and out of the breast through an opening at the nipple (5).  

  

 

Figure 1: Structure of a normal mammary gland.  Mammary glands consist of branched ducts 

that terminate at milk producing lobules.  The ducts and lobules are made up of two main cell 

types myoepithelial and luminal epithelial cells (4).  

 

Flat epithelial atypia is defined as a neoplastic alteration of the terminal duct or lobular units 

characterized by the replacement of native luminal epithelium by ductal cells containing low 

grade cytologic atypia (6).  The atypical cells maintain a flat pattern of growth without evidence 

of atypical cellular architecture (6).   The cells are frequently columnar in shape but can also be 

cuboidal.  The major identifying feature of FEA is an increase in the growth of epithelial cells 
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which pseudo stratify the duct or lobular structure, while maintaining a flat pattern of growth (6).   

FEA is most frequently identified by cytologic analysis; FEA is comprised of cells with enlarged 

hyperchromatic nuclei, increased cytoplasm which tend to be eosinophilic in color. Despite these 

cytologic changes, the nuclei remain evenly spaced, which gives an appearance of ordered 

proliferation.   

There are several genetic and molecular alterations that can lead to FEA.  The most common 

include expression of estrogen receptor (ER) and progesterone receptor (PR), increased 

expression of cyclin D1, a decrease in the tumor suppressor protein 14-3-3, loss of chromosome 

16q, positive immunohistochemical staining for keratin 19, and a lack of HER2 expression (3). 

Due to these genetic alterations, FEA is believed to be an early step in the evolution of low-grade 

ductal carcinomas.    

Atypical ductal hyperplasia (ADH) is defined as a clonal proliferation of ductal cells, that 

contains some, but not all the features of ductal carcinoma in situ (5).  The cells in ADH 

resemble those of DCIS, however, they only partially fill the ducts.  These cells tend to be 

regularly spaced, and still maintain a monomorphic pattern of proliferation.  Chromosomal 

abnormalities such as a loss of chromosome 16q and a gain of 17p are also observed in ADH 

subtype (3-5). 

Ductal carcinoma in situ (DCIS) is defined as a malignant proliferation of epithelial cells that 

occurs in the duct or lobules.  Its major distinguishing morphological feature from ADH is that 

the neoplasm has completely filled in the acinar structure of the duct (5).  It is important to note 

that the classification between DCIS and LCIS is not where the carcinoma occurs, but rather the 

appearance of the cells that make up the tumor.  An additional major hallmark of DCIS is that it 
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has yet to spread through the basement membrane (5).   At this stage there are often other 

receptors that are upregulated that will be discussed later in this paper.   

DCIS is thought to be a direct step in the evolution of IDC.  The major difference between DCIS 

and IDC is that in IDC there is a loss of myoepithelial cells and carcinoma has spread through 

the basement membrane (3-5).  A common feature of IDC is loss of E-cadherin (3). E-cadherin 

serves as a cell-cell adhesion molecule (7).  Loss of this adhesion allows the invasive carcinoma 

cells to spread through the basement membrane (5).  

IDCs can further be broken into either low-grade or high-grade IDCs.  Low grade IDCs tend to 

have fewer genetic alterations when compared to high-grade IDCs. (5) Some common alterations 

of low-grade IDC include loss of chromosome 16q, and gains of 1q, 8q, and 16p (3,5). High 

grade IDCs contain frequent gains of 8q, 16p, 17q, and 20q and frequent loss of 1p, 8p, 11q 13q, 

and 18q (3).  A third intermediate grade of IDCs is also commonly found, which contains a 

combination of the previously described chromosomal aberrations (3).  Previously it has been 

hypothesized that low-grade IDCs will eventually progress to high-grade IDCs (5).  However, 

because these chromosomal alterations are so frequently found in distinct groups, logically one 

can assume that low-grade IDCs do not progress into high-grade IDCs, rather, previous genetic 

alterations determine whether an IDC is high or low grade (6).  
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Figure 2: Graphical representation of the several different stages of ductal dysplasia. These 

include a normal biopsy, Hyperplasia, Atypical Ductal Hyperplasia (ADH), Ductal Carcinoma in 

situ (DCIS), and Invasive Ductal Carcinoma (IDC) (7). 

 

Lobular carcinomas follow a similar histological progression, however there are a few key 

differences. Lobular neoplasia is not as linear of an evolution as certain ductal carcinomas.  

While there are similar precursors to LCIS, they are more used to assess the risk of developing 

LCIS, rather than at what stage the disease is in.  This is largely supported by an equal chance of 

developing LCIS in either breast, not just the breast that contains lobular neoplasias.  

The earliest detectable dysplasia involving lobular cells is atypical lobular hyperplasia.  Atypical 

lobular hyperplasia can be identified by cells that are identical to those that make up LCIS; 

however, they have not filled more than 50% of the acini within a lobule (5).  Like ADH, loss of 
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chromosome 16q and gain of chromosome 17p are common in ALH (3,5). The major difference 

from ADH is that in ALH there has already been the loss of E-cadherin (5). 

Lobular carcinoma in situ is defined as a clonal proliferation of cells within lobules and that 

grow in a dis-cohesive fashion, usually due to loss of E-cadherin (5). The major identifying 

histologic feature of LCIS is that the lobular cells are greatly expanded; however, this expansion 

of cells does not distort the lobular architecture of effected areas (5).  The proliferation of these 

cells does fill these structures; however, the architecture itself is not disturbed and can still be 

recognized during histological analysis.   

Invasive lobular carcinoma is morphologically characterized by small round cells that have a 

smaller cytoplasm portion of the cell when compared to IDC (3,5).  Similarly, the architecture of 

the lobule tends to remain unchanged in ILC (8).  The major identifying histological feature that 

differentiates LCIS form ILC is the presence of infiltrating, discohesive cells which lack tubule 

formation (5). 

 

Figure 3: Schematic overview of the several different stages of lobular dysplasia. These 

include a normal biopsy, Atypical Lobular Hyperplasia (ALH), Lobular Carcinoma in situ 

(LCIS), and Invasive Lobular Carcinoma (ILC) (8). 
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Molecular subtypes of breast cancer 

There are two main ways that invasive breast cancers are classed, by PAM50 molecular subtype 

and by hormone/HER2 receptor status.  Both classifications are used as prognostic markers as 

well as guides as how to direct treatments for different types of breast cancer. Molecular subsets 

were proposed by Perou et al. through use of microarray analysis to identify clusters of tumors 

that have similar cellular and molecular patterns (9).  This analysis produced 4 distinct molecular 

subgroups: Luminal A, Luminal B, HER2+, and Basal-like.   

Approximately 30% to 40% of all invasive breast cancers are classified as luminal A.  Luminal 

A breast cancers are characterized as having high estrogen receptor expression, no expression of 

HER2, with low expression of Ki-67 (9). Ki-67 is a protein that is expressed in all stages of the 

cell cycle except G0.  Expression of Ki-67 is routinely used as a marker for cellular division 

(10).  The general principle being that tumors that have fewer Ki-67 positive cells are growing 

slower, and therefore have a better prognosis (10).   

The other luminal subtype, luminal B makes up approximately 20 to 30% of all invasive breast 

cancers (9).  This molecular subtype is characterized by moderate expression of estrogen and 

progesterone receptor, lack of HER2 expression, and high expression of Ki-67. (10)  Luminal B 

breast cancers have amplifications of genes associated with cell proliferation and thus tend to 

proliferate at a faster rate than luminal A (10). Luminal B breast cancers are usually responsive 

to endocrine therapies and are somewhat responsive to chemotherapy (10).  Additionally, some 

luminal B breast cancers also have amplification of HER2 (10).  An additional marker for both 

luminal A and luminal B subtypes are expression of cytokeratins 8 and 18 (5,9,10). 
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The HER2+ molecular subtype of breast carcinoma is classified by IHC staining that is negative 

for estrogen and progesterone receptor, but positive for HER2 (9).  These carcinomas are usually 

a high grade, more likely to have spread to the axillary lymph node and have a high rate of 

reoccurrence (10). The HER2 molecular subtype has high Ki-67 expression and tends to respond 

to chemotherapy, as well as the directed treatments for HER2 (10,13). 

Basal breast carcinomas are identified by their lack of expression of ER, PR, or HER2 (9). 

Additionally, Basal - like breast carcinomas express keratins 5, 6, and 17 (11).  Basal - like 

carcinomas tend to be higher tumor grade, have a strong association with BRCA1 mutations, and 

often have a high Ki-67 score (10,11).  Additionally, this molecular subtype is associated with 

higher risk of recurrence, and better response to chemotherapy when compared to the other 

subtypes (11).  It is important to note that not all TNBCs are basal-like, and not all basal-like 

breast carcinomas are triple negative, meaning that all carcinomas cannot be identified by only 

these sub-groups (10). 

 

 

Breast Cancer Receptor Subtypes 

Breast cancers have been classified based on over-expression of different receptors. The three 

main receptors used to classify breast cancer include estrogen receptor, progesterone receptor 

and human epidermal growth factor 2 receptors (HER2).  Based on the expression of these 

receptors breast carcinomas can be grouped into three different categories: ER/PR positive, 

HER2 positive, and triple negative. 
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Estrogen receptor is a nuclear protein that contains a DNA biding domain as well as multiple 

phosphorylation sites which regulate activity (12).  Estrogen receptor functions by binding to 

regions of DNA called estrogen response elements, located in the promoter region of the target 

genes (12-13). This binding activates transcription of target genes.  Estrogen receptors also 

indirectly regulate transcription through protein-protein interactions with additional transcription 

factors in the nucleus (12-13). Over 700 genes have been identified that are regulated either 

directly or indirectly by estrogen receptor (14).  Similarly, progesterone receptor also acts as a 

transcription factor (12-13).  Progesterone receptor expression is primarily regulated by ER, 

which is why the two are commonly co-expressed in breast cancers (14).   

The female sex hormones, estrogens are made up of 4 different hormones: 1) estrone, 2) 

estradiol, 3) estriol, and 4) estrerol (15).  Estrogens are primarily synthesized in the ovaries but 

are also produced in adipose tissue and the adrenal glands (15-16).  Estrogens are primarily 

synthesized from low-density lipoprotein-cholesterol (LDL) (15-16).  Estrogen signaling controls 

a broad variety of physiological functions such as regulation of the menstrual cycle, bone density 

brain function, reproduction, development of the breast tissue and sexual organs (15-16). 

Estrogen has also been shown to play an important role in inflammation (17).  Estrogens bind to 

estrogen receptors, which causes ER dimerization and translocation to the nucleus (18).  Once in 

the nucleus dimerized ER binds to DNA at specific promoters to activate transcription of 

different genes known as estrogen response elements (EREs) (18).  Over 700 genes have been 

identified as estrogen response elements, these genes promote breast cancer cell growth and 

metastasis (19).    

A cancer is classified as ER or PR positive if it has greater than 1% or more of tumor cells that 

have positive immunohistochemical nuclear staining for estrogen receptor (5). ER/PR positive 
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breast cancers are associated with the best prognosis. (20) This is in part due to directed 

treatments that can either inhibit hormone synthesis or receptor antagonists such as tamoxifen 

(21).  Approximately 70% of all breast cancers are ER/PR+ (22).  

HER2 is a transmembrane tyrosine kinase receptor that mediates cell proliferation and survival 

(23).  It is activated by extracellular signals such as epidermal growth factor (23).  After ligand 

binding, HER2 can either homo or heterodimerize with HER1, HER2, or HER3 receptors (24).  

Upon dimerization, the HER proteins trans phosphorylate tyrosine residues on the intracellular 

portion of the protein (24). This allows binding of its downstream targets which include PI3K 

and Ras (24).  These signal transducers are commonly misregulated in cancer (25-26). HER2+ 

cancers tend to be more aggressive than ER/PR+ cancers and are associated with a median 

prognosis (23). This is in part due to the advent of HER2 antagonists such as lapatinib or 

Herceptin (27).   HER2+ make up approximately 20% of breast cancers (28). 

Triple negative breast cancers are a subset of breast cancers that do not express ER, PR or HER2 

receptors (5).  These cancers are often the most aggressive and associated with the worst 

prognosis (20). TNBCs make up a very heterogenous subset of cancer which in part makes them 

more difficult to treat; no directed treatments are currently approved for TNBC (22). 

TNBC is a very heterogenous disease; because there are several different genetic alterations that 

can lead to TNBC. Lehman et al. attempted to further separate these cancers into six different 

molecular subtypes (29).  These subtypes include Basal-like one (BL1), Basal-like two (BL2), 

immunomodulatory (IM), mesenchymal (M), mesenchymal stem-like (MSL), and luminal 

androgen receptor.  These subtypes were generated through gene expression analysis of 21 

different data sets that include 587 TNBC samples (29). 
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The BL1 subtype contains alterations in DNA damage repair mechanisms such as BRCA1/2 and 

ATR as well as amplification of genes that activate cellular division such as MYC, NRAS, and 

PLK1 (29).  This subtype was also found to have a higher expression of Ki-67, indicating an 

increased proliferation rate of this subtype (29-30).  

BL2 TNBCs have amplifications in several different growth factors including EGF, MET, NGF, 

Wnt, and IGF1R. This subtype also contains genetic alterations that alter the metabolism of the 

cell, which tend to push the cell towards a more glycolysis-based metabolism (29).  Finally, this 

molecular subtype of TNBCs were found to have expression of myoepithelial markers TP63 and 

MME (29). 

The IM subtype of TNBCs were found to have enrichment of immune signal transduction 

pathways.  Such pathways include NK cell pathway, TH1/TH2, and the B-cell receptor signaling 

pathway.  Additionally, this subtype shows enhancement of the JAK/STAT signaling pathway.  

This subtype has been associated with a better prognosis than the others (29).  

Both the mesenchymal (M) and mesenchymal stem-like (MSL) subtypes express genes involved 

in motility, extracellular matrix (ECM), cell differentiation, and genes associated with the 

epithelial to mesenchymal transition.  The major difference between these two subtypes is that 

mesenchymal TNBCs have higher expression of genes associated with cellular proliferation.  

The major cell signaling pathways enriched in MSL and M TNBCs are Wnt, ALK, TGF-B, and 

ERK signaling (29). 

Lastly, the LAR subtype showed increased gene enrichment in steroid synthesis pathways and an 

increase in expression of androgen receptor (AR), as well as an increase of AR’s downstream 
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targets. This subtype also contains enrichment of genes related to steroid synthesis as well as 

estrogen metabolism, despite being estrogen receptor negative (29,31).  

 

Table 1: Potential directed treatments based on specific TNBC sub-group assignment (29).  

Subtype Molecular changes Potential drug regimen 

BL1 BRCA1/2 Mutations PARP inhibitors 

 

EGFR Amplification EGFR inhibitors 

 

High rate of proliferation Chemotherapy 

BL2 Wnt signaling Salinomycin 

 

Higher rate of proliferation Chemotherapy 

 

EGF signaling PI3K inhibitors 

IM 

JAK/STAT signaling 

enriched JAK2 inhibitors 

 

Cytokine signaling enriched PD-1 inhibitor 

 

Antigen presentation Chemotherapy 

M Motility signaling enriched Chemotherapy 

 

Cell differentiation pathways Salinomyacin 

 

WNT signaling enriched TGF-B inhibitors 

MSL Motility signaling enriched Salinomyacin 

 

Cell differentiation pathways TGF-B inhibitors 

 

WNT signaling enriched 

 

 

Slow Growing No Chemotherapy 
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LAR Enriched steroid synthesis Androgen Antagonists 

 

Increased AR Endocrine therapy 

  

Despite the great amount of tumor heterogeneity, the current standard treatment for all TNBCs is 

chemotherapy.  This has proven largely ineffective, with a median survival of only 13 months 

(32). Thus, there is an unmet need to identify additional new therapeutic targets in order to 

improve patient outcomes.  

 

Current Therapies 

There are several different factors that are used to determine the course of treatment for breast 

cancer patients.  Current criteria include what stage the cancer is at the time of diagnosis, 

overexpression of different receptors previously outlined, pre/post-menopausal status, mutation 

of particular genes, and how fast the cancer is growing (33). Depending on these factors the best 

course of treatment is determined.  Current therapies include surgery, radiation, chemotherapy, 

endocrine therapy, immunotherapy, and directed therapies; The most commonly used treatments 

are surgery and radiation therapy (34).  

Breast cancer stage at the time of diagnosis is a critical factor for deciding the best course of 

treatment.  Breast cancer stage can be classified into stages 0-IV depending on how far the 

cancer has progressed; each stage has different criteria that are used to identify an individual 

breast cancer’s stage (35).  Stage 0 breast cancers are classified as a malignant population of 

cells, which are localized to the lobule or duct, but have not spread through the basement 

membrane (33-34). Stage I breast cancers are defined as tumors that are smaller than 2 cm, 
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which have not spread to adjacent lymph nodes (33-34). The main therapies for stage I breast 

cancers are surgery and radiation (33-34). If stage I breast cancers are HR+ then following 

surgery and radiation, patients may also receive hormone therapy for at least 5 years.  In some 

cases, if tumors are larger than 0.5 cm chemotherapy can also be used (33-34).    Stage II breast 

cancers are defined as invasive carcinomas less than 5 cm, which have spread to 3 or less of the 

axillary lymph nodes (33-34).  Stage III breast cancers are defined as invasive carcinomas that 

are 5 cm or less, which have spread to 4 or more axillary lymph nodes, invasive carcinomas that 

are over 5 cm without spreading to lymph nodes, or any invasive carcinoma that has spread to 10 

or more lymph nodes (33-34).  Stage III breast cancers are classified as locally advanced (33-34). 

Stage IV breast cancers are classified as invasive carcinomas that have spread to distant 

metastatic sites (33-34).  Each stage has varying survival rates, which are summarized in Table 2. 

 

Table 2: 5-year Survival Rates of Breast Cancer by Stage at time of Diagnosis (33-34). 

Stage Classification 5-year survival rate 

0 In situ 100 

I Early invasive 99.1 

II Early invasive 83.6 

III Locally advanced 57 

IV Metastatic 23.4 
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Stage 0 cancers are generally DCIS or LCIS; aberrant growths of cells that have not yet become 

invasive. LCIS generally does not progress to an increased risk of invasive carcinomas, so 

treatment for these generally only includes tamoxifen for HR+ breast cancers (36).  In addition, it 

is also recommended that patients receive yearly mammography imaging to check for new 

tumors (36). Conversely, DCIS does progress to invasive cancers more frequently, so the 

treatments are much different (37).  Breast-conserving surgery coupled with radiation are 

generally recommended for the treatment of DCIS (34-35).  Full mastectomy without follow-up 

radiation, and tamoxifen for HR+ cancers are also used as treatment options (34-35). 

Stage I and Stage II breast cancers are considered early-stage invasive carcinomas. Treatment of 

stage I or stage II breast cancers generally starts with has mastectomy, however, in recent years 

breast-conserving surgery has become more common for patients (34-35).  For patients that 

receive breast-conserving surgery, radiation treatment is then recommended because it has been 

found to reduce recurrence and improved patient survival rates (34).  Patients with stage I/II 

breast cancers also receive adjuvant therapies after surgery and radiation (38).  Treatment options 

include systemic chemotherapy, endocrine therapy, or specific therapies depending on the 

receptor status of the individual cancer (34-35).   

Chemotherapy options for breast cancer include an anthracycline such as doxorubicin or 

epirubicin, and a taxane, including docetaxel or paclitaxel (34).  Anthracyclines are a drug 

derived from certain types of Streptomyces bacteria (39).  They work by causing DNA, resulting 

in cell death (39). Taxanes are a class of diterpenes identified from plants (40).  Taxanes bind to 

microtubule protein B-tubulin, preventing its polymerization, a necessary function for cell 

division to occur (40).  These chemotherapies can be used before or after surgery or radiation 

depending on the stage.  These differences are outlined further in this section.   
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Endocrine therapies include aromatase inhibitors, gonadotropin-releasing hormone agonist, or 

selective estrogen receptor modulators (SERMs) (34-35).    Both of these therapies are used for 

HR+ breast cancers and work by inhibiting estrogen and progesterone signaling.  Gonadotropin-

releasing hormone agonists, such as Goserelin, prevent the ovaries from producing estrogen and 

progesterone (41).  Similarly, aromatase inhibitors, such as anastrozole or letrozole reduce 

estrogen and progesterone in the body (42-44).  Aromatase converts androgens to estrogen, and 

blocking it lowers the conversion of these hormones into estrogen (45).  SERMs such as 

tamoxifen work by directly inhibiting the estrogen receptor in the cancer cells, preventing its 

downstream signaling cascade (46).  In addition to these drugs that target the estrogen receptor or 

estrogen production in the body, CDK4/6 inhibitors, such as palbociclib, ribociclib, and 

abemaciclib also have been approved recently to treat HR+ breast cancers (47-49).  These drugs 

are often used as a second line of treatment, if patients do not respond well to initial treatment 

(49).  These treatments are mainly used to treat HR+ breast cancers.   

A final directed therapy that has been developed is targeting ERBB2.  In patients with HER2+ 

breast cancers, after surgery and radiation treatment patients often receive adjuvant HER2+ 

inhibitor treatment (50).  Trastuzumab is a humanized monoclonal antibody that inhibits ERBB2 

and prevents its dimerization (50).  Small molecule ERBB2 inhibitors, such as lapatinib also 

have been developed (51).  Lapatinib reversibly binds to the cytoplasmic ATP-binding site of 

ERBB2, blocking receptor phosphorylation and activation (51).  These treatments are used for 

stage I and II breast cancers that are HER2+.   

For stage III locally advanced breast cancers many patients receive neo-adjuvant chemotherapy 

treatment in order to shrink tumors prior to surgery and radiation (34-35).  Chemotherapies 

typically given include an anthracycline and taxane (34-35).  Recent clinical trials have also 
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included neo-adjuvant treatment with tamoxifen for HR+ breast cancers or trastuzumab for 

HER2+ breast cancers but found little benefit to these (52-53).  Following surgery/radiation 

treatment, patients receive these drugs as adjuvant therapy and showed improved patient 

responses (34-35).   

Stage IV metastatic breast cancers are treated largely with palliative care in order to make 

patients more comfortable, but success rates remain low for treating the disease once it has 

metastasized (34-35).  Patients with HR+ breast cancers often receive radiation therapy followed 

with endocrine therapy or chemotherapy which can slow the progression of the disease (46).  

Many patients however, only elect for endocrine therapy because side effects from chemotherapy 

are much more severe (34).  Patients with HER2+ breast cancers often receive a combination of 

chemotherapy and trastuzumab (50).  Lastly, TNBC patients, where no directed treatments are 

available, receive a combination of chemotherapy including an anthracycline, a taxane, and an 

alkylating agent such as carboplatin or cisplatin (54).  Anthracyclines such as doxorubicin or 

epirubicin inhibit topoisomerase, resulting in DNA damage and ROS production (39).  

Carboplatin and cisplatin cause intra and inter strand cross linking of DNA molecules, which 

results in inhibited DNA synthesis, preventing cell division (55). Taxanes block beta tubulin de-

polymerization, locking the cell cytoskeleton (40).  The polymerization and depolymerization of 

beta tubulin are necessary for dividing cells to separate properly (40).   

 

Breast Cancer Metastasis 

A major clinical challenge in the treatment of breast cancer is metastasis.  Metastasis is defined 

as the spread of cancer cells from primary tumors to form new secondary tumors, which are like 
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those of the primary tumor (56).   Metastatic breast cancer does not respond to the same 

treatments as primary tumors, and care is often only palliative for these patients (56).  This 

identifies a great need for additional treatments that can prevent metastasis or that specifically 

target the metastatic cells themselves. Breast cancer itself is not often lethal, however, the 

lethality from breast cancer occurs when it metastasizes to other vital organs (56).  Metastasis is 

a multifaceted process that can be broken into the following steps: first, local tumor cells must 

infiltrate adjacent tissues, followed by intravasation, invasion through blood vessels and into the 

circulatory system (57).  Tumor cells must then survive in circulation, infiltrate back through 

blood vessels (extravasation), and finally proliferate in distant sites (57).   
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Figure 5.  Overview of the steps of breast cancer metastasis.  Breast cancer metastasis is 

made up of multiple steps starting with tumor growth.  Following primary tumor growth, breast 

cancers gain access to blood vessels from angiogenesis.  Invasive cells then move through the 

basement membrane through intravasation.  The cells must then survive in circulation until they 

arrive at a distant site where they leave the blood (extravasation) followed by growth at the 

distant site (57).   

 

One of the ways cancer cells survive this process is through a series of changes in gene 

expression known as the epithelial to mesenchymal transition (EMT), which causes cells to 

upregulate several mesenchymal genes (58).  EMT is characterized by loss of cell-to-cell 

adhesions, gain of mesenchymal properties, distinct changes in gene expression, and an increase 

in cell motility/invasiveness (59).  Several different markers of EMT have been identified 

including upregulation of transcription factors Snail/Slug, Twist, Zeb1/2, and E47, loss of E-
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cadherin, upregulation of N-cadherin, and upregulation of different MMPs (60).  The changes in 

expression of the EMT transcription factor signaling is driven by several different oncogenic 

signaling pathways including TGF-β/SMAD, PI3K, RAS/MAPK, Wnt, hypoxia, and TNF-α (61-

65).   

Transforming growth factor-β (TGF-β) is often identified as one of the primary activating 

pathways of EMT (66).  Early in cancer development, a tumor suppressor role of TGF-β has 

been identified, where TGF-β signaling promotes apoptosis and growth arrest, so TGF-β 

signaling is often decreased (66).  During tumor progression however, TGF-β signaling becomes 

upregulated or maintained (66).  TGF-β binds to serine/threonine receptors TGFBRI and 

TGFBRII (67).  Once bound to the receptor, TGFBRII trans-phosphorylates TGFBRI, TGFBRI 

then phosphorylates its downstream targets Smad2 and Smad3 (67).  Phosphorylated Smad2/3 

then forms a complex with Smad4 where it then translocates to the nucleus, and actives 

transcription of genes related to EMT such as Snail, Slug, and Twist (68).  In addition, TGF-β 

has been shown to act independent of Smad signaling to activate PI3K, Akt, and MAPK (67).   

Several different RTKs have been implicated as promoting EMT, including epidermal growth 

factor receptors (EGFRs), platelet-derived growth factor receptors (PDGFRs), and fibroblast 

growth factor receptors (FGFRs) (69).  RTKs are transmembrane proteins, which after ligand 

binding undergo conformational changes, resulting in activation and phosphorylation of 

downstream targets (70).  These downstream targets include Ras/MAPK, JAK/STAT, and PI3K, 

all of which have been identified as promoting EMT (70).   

The EGFR family of receptors consist of EGRF1, HER2, EGFR3, and EGFR4 (71).  As the 

name suggests, EGFRs primary ligand is epidermal growth factor (EGF) (71).  Several other 

ligands that bind to EGFRs have also been identified including transforming growth factor α 
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(TGFα), betacellulin (BTC), heparin-binding EGF-like growth factor (HB-EGF), amphiregulin 

(AREG), epiregulin (EREG), and epigen (EPI) (71).  After ligand binding EGFRs form either 

homo or heterodimers, then trans-auto-phosphorylate causing a conformational change, which 

results in recruitment of downstream signaling proteins or adapter proteins (71).  In the context 

of breast cancer EMT, EGFR downstream signaling has been shown to activate PI3K, Ras, and 

MAPK (72).  EGFR signaling has also been implicated in breast cancer metastasis specifically to 

the brain (73). 

PI3K has been shown to increase epithelial cell proliferation (74).  PI3K has also been found to 

promote EMT in conjunction with TGF-β (68).  PI3K also acts as a signaling intermediate of 

several different growth factor and integrin receptors (74).  Ras/MAPK signaling has been 

reported to promote EMT and metastasis by phosphorylating Twist1 at serine68, which stabilizes 

the protein, thus leading to increased expression and activity (75).   

Another major signaling pathway that has been reported to have a significant role in breast 

cancer metastasis is the CXCR4/CXCL12 signaling axis (76-77).  CXCR4 is a transmembrane 

chemokine receptor containing seven transmembrane helical regions connected by six extra 

cellular loops (78). CXCR4 binds the ligand CXCL12 (78).  CXCR4 is highly expressed on the 

surface of breast cancer cells (79). CXCL12 is a chemokine, that acts as a chemoattractant (78).  

Unlike CXCR4, CXCL12, is expressed at its highest levels in organs that breast cancers 

commonly metastasize, including the lungs, brain, and bone marrow (79).  CXCL12 is released 

by stromal cells, including fibroblasts and endothelial cells as well as macrophages (78). 

CXCL12 binding to CXCR4 activates PI3K/Akt, NF-kB, STAT3, and Src/ERK signaling (78).  

When CXCL12 binds to CXCR4 CXCL12 binding to CXCR4 causes actin polymerization 
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resulting pseudopodia formation, promoting migration/invasion, leading to metastasis to distant 

organs (78).   

The Wnt signaling pathway has also been identified as playing an important role in EMT and 

metastasis (80).  There have been 19 different Wnt genes identified in the human genome, all of 

which produce secreted lipoglycoproteins (81).  Wnt signaling couples to different receptors 

activating various downstream pathways, consisting of both canonical and non-canonical Wnt 

signaling (80).  Canonical Wnt signaling promotes breast cancer cellular proliferation and cancer 

cell stemness (80).  Non-canonical Wnt-PCP and Wnt-Ca2+ signaling however have been found 

to promote breast cancer metastasis (80).  

These different molecular mechanisms result in metastasis in an organotrophic manner; breast 

cancers tend to metastasize to specific organs, depending on which pathways are activated in an 

individual cancer (82).  These different pathways are not upregulated across all breast cancers 

but depending on which are activated determines which organ the primary tumors metastasize to.  

The different pathways described and the organs they promote metastasis to is summarized 

below in table 3. 

Table 3: Molecular Mediators as Breast Cancer Metastasis Activators (82). 

 

Metastasis 

activators 

Role Potential therapeutic strategy 

Growth factors 
  

TGF-β Bone metastasis TGF-β pan-neutralizing mAbs: 1D11, 2G7 along with 

doxorubicin treatment 

PDGF Bone and lung 

metastasis 

PDGF mAbs 

IL-1 Bone and lung 

metastasis 

Combinatorial therapy of mAbs - PDR001, CJM112, 

Ilaris and EGFR tyr kinase inhibitor EGF816 
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Metastasis 

activators 

Role Potential therapeutic strategy 

BMP Induce 

tumorigenesis, 

metastasis, and 

invasion 

Soluble decoy receptors of the ligand-binding domains 

of BMP receptors 

CXCL1 Lung metastasis CXCl1 mAbs 

Receptors 
  

PDGFRβ Lung metastasis PDGFRβ mAb: IMC-2C5 

EGFR Brain metastasis Panitumumab with 5-fluorouracil, epidoxorubicin, and 

cyclophosphamide followed by docetaxel 

CXCR4 Lung and liver 

metastasis 

AMD3100 or Plerixafor 

Integrins αvβ3 - lung 

metastasis αvβ5 - 

liver metastasis 

Integrin signaling specific antibodies, peptides, 

peptidomimetics, and other antagonists 

Notch Bone metastasis miR-34a along with Paclitaxel and Adriamycin 

Transcription 

factors 

  

TWIST1 Lung’s metastasis Harmine, inhibitor of TWIST1 

ID1 Lung’s metastasis Small molecule inhibitors against ID1 

ECM proteins 
  

VCAM-1 Lung & bone 

metastasis 

Targeting integrins - VLA-4/α4β1 with mAbs to inhibit 

interaction with VCAM-1 

VCAN Lung metastasis Knockdown of versican 

Other factors 
  

PDK1 Liver metastasis Small molecule inhibitors against PDK1 

COX-2 Brain metastasis Non-steroidal anti-inflammatory drugs (NSAIDs) 

miRNAs miR-19a and miR-

141 - brain 

metastasis 

Oligonucleotides targeting mature miRNA 

Wnt/β-catenin Lung metastasis PORCN inhibitors, WNT ligand antagonists, and FZD 

antagonists/mAbs 
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Most of these different pathways converge on activation of transcription factors Slug, Snail, and 

Twist (83).  They result in several changes in the cells which promote metastasis.  These changes 

are summarized in figure 4 below (83). Slug, Snail, and Twist have been shown to promote stem-

like behavior of cells, drug resistance, metastasis, and immunosuppression (83).   

One of the downstream targets of Slug, Snail, and Twist is Zeb1.  Zeb1 expression has been 

found to repress E-cadherin expression and induce a cancer-stem-cell differentiation state (84).  

These cells are identified by flow cytometry by CD44high/CD24low (85).  It has been suggested 

that this population of stem cells is induced by EMT and are necessary for dissemination as part 

of metastasis (85).  Additionally, CSCs play an important role in generation of secondary tumors 

due to their self-renewal ability (86).  These several changes resulting from EMT promote breast 

cancer metastasis. 



25 
 

 

Figure 6.  Overview of EMT signaling. Several different signaling pathways can be activated 

which result in an increase in expression of transcription factors Slug, Snail, and Twist.  These 

transcription factors activate expression of genes related to cell stemness, drug resistance, 

senescence, immunosuppression, and metastasis (83). 

 

The first step in metastasis is invasion of tumor cells into the local surrounding tissues.  First, the 

cells must breakdown local cell to cell adhesions; epithelial cells are anchored to neighboring 

cells through a variety of different interactions.  A predominant cell-cell adhesion of epithelial 

cells is E-Cadherin (87).  E-Cadherin consists of 5 extracellular domains, which form 

extracellular junctions from cell to cell using homophilic interactions (87).  The intracellular 

portion of E-cadherin bonds to catenin proteins alpha, beta and gamma, which link E-cadherin to 
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the actin cytoskeleton of cells (87).  In metastatic breast cancers, E-cadherin is commonly lost or 

mutated to lose its function, which breaks down cell to cell anchoring.  Additionally, with the 

loss of E-cadherin, cancer cells often upregulate N-cadherin (89).  N-cadherin has been shown to 

enhance the migratory and invasive capacity of tumor cells (90).   

Once cell to cell anchorage is lost, cells then invade into the local stromal cells after breaking 

down the local extra cellular matrix (ECM). The ECM is a network of proteins that surround, 

support and give structure to cells and tissues of the body.  Depending on the tissue, the 

composition of the ECM varies greatly.  In the mammary gland, the ECM is comprised of 

collagen fibers, laminin, fibronectin, and proteoglycans (91).  These molecules play an important 

role in regulating epithelial cell growth, embryonic branching and morphogenesis (92).  In order 

to invade into local tissues, the ECM must first be broken down.  In breast cancer this is often 

carried out by metalloproteinases (MMPs).  There are currently over 20 different MMPs that 

have been identified in humans (93).  MMPs are secreted from cells and remain inactive until 

being cleaved by extracellular proteases (93). Specifically, MMP-2, MMP-9, and MMP-11 have 

been identified as playing important roles in breast cancer progression and metastasis (94).  

MMP-2 and MMP-9 are collagenases, which primarily degrade collagen IV in the ECM (95).  

MMP-11 is a stromelysin, which breaks down the non-collagen connective tissues of the ECM, 

including fibronectin, laminin, and proteoglycans (95).  MMP-11 has been shown to play an 

important role in early tumor invasion, but also prevents apoptosis (95).   

After breaking free from neighboring cells, and invading into local tissues, tumor cells then 

invade into the circulatory system through a process known as intravasation (57).  ECM 

degradation forms small channels through the basement membrane through which invasive cells 

move through with ameboid like movement (57).  These invasive cells then push through the 
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pores in the ECM.  Some reports have suggested that mesenchymal cells gain additional motility 

and primarily make up the invasive cells (96).   

Once entering the blood stream, cancer cells must then survive in circulation (57).  Under normal 

conditions, if epithelial cells become detached, they undergo the process of anoikis (97).  Cells 

that have gone through EMT, gain many features of stem cells, one of which being anchorage 

independent growth (98).  After the cells enter the bloodstream, they travel around the body until 

they extravate, and establish new secondary tumors at distant sites (57).  Once tumors have 

metastasized, they do not respond to treatments as well, and patient mortality risk is greatly 

increased (34-35). 

An additional feature of tumor progression promoted by EMT is immune evasion.  Immune 

evasion is a balance of immune suppression and inflammation, both processes vital to tumor 

progression and metastasis.  EMT gene signatures are associated with increased expression of 

several different immune inhibitory receptors and ligands including PD-1 and PD-L1 (99-100).   

PD-1 is a 55-kDa transmembrane protein normally expressed on the surface of activated t cells, 

natural killer cells, macrophages, dendritic cells, and monocytes (102).  Notch signaling, a 

common pathway involved in the activation of EMT also results in increased expression of PD-1 

(103).  In addition, c-FOS has also been shown to increase PD-1 expression (104).  PD-1 binds to 

ligand PD-L1 resulting in impaired immune response (101). 

PD-L1 is a 33-kDa transmembrane glycoprotein normally expressed on the surface of 

macrophages, activated T cells, B cells, and dendritic cells (105).  PD-L1 can also be induced by 

inflammation in epithelial cells (106).     
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PD-L1 expression is frequently increased on the surface of cancer cells(106).  In TNBC 

Vimentin expression and loss of E-cadherin are correlated with upregulation of PD-L1 (107).  

There are multiple mechanisms which result in increased PDL1 expression on the surface of 

tumors including inflammation which results in increased production of INF-γ (108).  This 

increase in INF-γ leads to increased expression of PD-L1 on the surface of tumor cells (108).  In 

addition, loss of PTEN and PIK3CA mutations have been found to increase expression of PDL1 

(107).  Loss of PTEN is common in both HR+ and TNBCs, with as many as 35% of TNBCs 

having loss of PTEN (107).  PIK3CA mutations have also been identified in approximately 40% 

of all breast tumors (107).   

Binding of PD-L1 to PD-1 suppresses anti-tumor immune responses by inhibiting production of 

cytokines, promoting apoptosis in T cells, and inhibiting cytotoxic T cell activation (104).  

TNBCs have been reported to have a high number of tumor-infiltrating lymphocytes (TILs), 

suggesting immunotherapy may be beneficial for TNBC treatment (107).  Recently, 

atezolizumab has been FDA approved for the treatment of locally advanced and metastatic 

TNBCs expressing PD-L1 in combination with chemotherapy (109).  However, atezolizumab as 

a monotherapy provided little benefit to TNBC patients (109).  When used in combination with 

chemotherapy there has been some improvement in patient outcomes, but additional work must 

be done to further improve patient responses.   
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Drug-Resistance in Breast Cancer      

Another major clinical challenge persistent in breast cancer is drug-resistance.  Approximately 

45-50% of breast cancer patients will develop some form of drug resistance (110).  There are two 

main theories to explain how drug resistance arises in cancer, inherent resistance and acquired 

resistance (112).  Inherent resistance postulates that tumors are made up of a heterogenous 

population of cells, and only certain populations of cells will be affected by a particular drug 

regimen (112).  After treatment, the cells that remain are only the cells that are resistant to the 

treatment given (112).  This produces more aggressive tumors that will not respond to 

subsequent treatment.  Acquired resistance suggest that drug treatment causes changes in gene 

expression, which results in cancers that are resistant to the treatment they are receiving (112).  

More recently, with lineage tracing experiments, a newer model suggesting a mixture of both 

theories are true: tumors contain heterogenous populations of cells, some of which are 

genetically “primed” to become resistant (112-113).  After treatment these cells undergo changes 

in gene expression, which results in drug-resistant cancers.  There are several different 

mechanisms that cancers use to become drug resistant.  These include target modulation, drug 

efflux, reduced drug uptake, drug modification/inactivation, or pathway modification (112).  

Drug-resistance is a common problem in the treatment of breast cancers and finding new ways to 

overcome drug-resistance is a critical need in breast cancers (114-115). 

EMT also plays an important role in breast cancer drug resistance. Approximately 45-50% of all 

breast cancers will become resistant (110).  The mechanisms of EMT contributing to drug 

resistance are not well understood, however evidence has been reported that it does play a 

significant role.  Expression of Twist, Snail, or Slug have been reported to contribute to drug 

resistance (116).  Increased Twist expression has been reported to increase AKT-2 expression, 
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which leads to paclitaxel resistance in breast cancer cell lines (117).  Slug and Snail have been 

shown to inhibit apoptosis, and lead to resistance to doxorubicin (118).  The mesenchymal 

subtype of TNBCs described previously, which are enriched for cancer stemness, are highly 

resistant to chemotherapies and are associated with worse overall survival (29).  In MCF-7 cells, 

aberrant EGFR signaling has been identified as contributing to tamoxifen resistance (119).  

EMT’s contribution to drug-resistance is still not fully understood, however it does significantly 

contribute to drug-resistance (120).  
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Chapter 2: PIM Kinases 

PIM Kinase family members 

PIM kinases are a family of serine/threonine kinases consisting of 3 family members, PIM1, 

PIM2, and PIM3. (1) PIM1 is located on chromosome 17 and has 2 isoforms, a 33 kDa isoform 

and a 44 kDa isoform due to an alternative transcriptional start site (2).  Both isoforms contain 

the same kinase domain and are considered to functionally bind the same targets.  The short 

isoform exists primarily in the cytoplasm and in the nucleus, the long isoform of PIM1 however 

contains an additional PXXP domain at the N-terminal end which binds to the SRC homology 3 

(SH3) domain of BMX tyrosine kinase, causing it to localize to the plasma membrane (3).  At 

the membrane, the long isoform interacts with membrane associated proteins more frequently 

than the short isoform.  PIM2 is located on the X chromosome and has 3 isoforms, 34 kDa, 37 

kDa, and 40 kDa isoforms due to multiple alternative transcriptional start sites (3).  PIM3, 

located on chromosome 15, consists of a single 34 kDa isoform.  All three PIM family members 

have a highly conserved kinase domain.  PIM1 and PIM3 have a 71% homology in amino acid 

sequence, and PIM1 and PIM2 have a 61% homology (4). 
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Figure 1.  Schematic diagram of PIM kinases gene structure, mRNA, and protein isoforms 

(1). 

 

PIM kinases are expressed ubiquitously throughout the body; however, their expression varies in 

different tissues.  PIM1 is highly expressed in hematopoietic cells, gastric, and prostate cells, 

PIM2 is highly expressed in the brain and lymphoid tissues, and PIM3 is primarily expressed in 

the breast, kidney, and brain (5-9).  Interestingly, PIM kinases are different from other kinases 

because they lack regulatory domains and therefore, their catalytic activity is often correlated 

with expression (10).   

 

Regulation of PIM Kinases 

PIM kinases are primarily regulated at the transcriptional level.  Several different tyrosine kinase 

receptors have been identified that regulate the expression of the PIM genes.  These include 

Epidermal growth factor receptor (EGFR) and FMS-like tyrosine kinase 3 (FLT3) (11-12).  PIM 

kinases are downstream of the JAK/STAT pathway (13).  The JAK family of tyrosine kinases is 

made up of JAK1, JAK2, JAK3, and TYK2 (14).  Activation of JAKs following binding of 
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cytokines to their cognate receptors results in phosphorylation/activation of signal transducers 

and activator of transcription (STATs) (15). STATs can also be activated by EGFR and SRC 

kinase (16).  Specifically, STAT3 and STAT5 have been found to bind to the PIM1 promoter, 

increasing its transcription (17-18). Several different cytokines and cellular conditions have been 

found to regulate the transcription and translation of PIM kinases, including hypoxia, ROS, and 

DNA damage (19-21).   

 

PIM kinases are regulated at both the transcriptional and translational levels.  PIM kinases are 

also regulated by its mRNA stability.  PIM mRNA transcripts contain several unstable 

AUUU(A) sequences in their 3’UTR, which lead to them being unstable and having a relatively 

short half-life, allowing PIM kinases to be regulated by transcription effectively (22). These 

transcripts also require cap-dependent translation to be made into a protein, adding an additional 

level of regulation (23).   

 

PIM kinases are also regulated at the protein level.  Similar to the transcript, PIM kinases also 

have a short protein half-life, of only around 5 minutes (24). The proteins are rapidly targeted by 

ubiquitin E3 ligases, and rapidly degraded by ubiquitin meditated mechanisms (25).  HSP90 and 

HSP70 have also been suggested to regulate PIM kinase protein stability (26-27).  If a PIM 

protein is not ubiquitinated, it binds to HSP90, resulting in increased protein stability, and a 

longer protein half-life (26).  If PIM proteins are however ubiquitinated, they bind to HSP70, 

suggesting that HSP70 plays a role in PIM protein degradation (27). 
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Instead of being regulated by post-translational modifications, they are principally regulated at 

the transcriptional and translational level.  A post-translational modification that affects the 

stability of PIM1 has however been identified.  BMX phosphorylates PIM1 at tyrosine 218, 

which increases PIM1 activity and stability, however this phosphorylation is not required for 

PIM1 to be active, and thus is not considered the primary method of regulation (28).   

In summary, PIM kinases are regulated by several different regulatory pathways, at the 

transcriptional, translational, and protein levels.  These different pathways are summarized below 

(Fig 2).        

 

Figure 2: Regulation of PIM kinase expression.  PIM transcription is controlled by RTK, 

which after ligand binding activate several different signaling pathways including JAK/STAT, 

NF-kB, and Ets-1.  Hypoxia has also been shown to induce PIM expression through HIF-1 

signaling.  At the protein level, PIM kinases are regulated by ubiquitination.  HSP70 binds to 

ubiquitinated PIM, leading to rapid degradation by the proteosome.  Conversely, HSP90 binding 

stabilizes PIM kinases (29).   
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PIM Kinases Promote Cell Growth and Division  

PIM kinases play critical roles in promoting cell cycle, inhibiting apoptosis, promoting cap-

dependent translation and cell growth.  As a kinase, it does this by phosphorylating specific 

proteins at either a serine or threonine residue.  A PIM recognition sequence has been identified 

as: K/R-X-X-X-S/T-X (30).  This is very similar to the motif that is recognized by Akt, R-X-R-

X-X-S/T, and as a result there is an overlap between PIM and Akt signaling pathways (31).   

One pathway that PIM overlaps with Akt to regulate is mTORC1 signaling to control cell growth 

and division. Mammalian target of rapamycin (mTOR) is serine threonine kinase that functions 

in two complexes mTORC1 and mTORC2(32).  PIM kinases have been found to directly interact 

with mTORC1 as well as additional targets of it up and downstream (29).   mTORC1 is complex 

of comprised of mTOR, Raptor, PRAS40, and mLST8, that regulates translation, growth, 

proliferation, and metabolism (32).  Both PIM and Akt kinases directly phosphorylate PRAS40 

at Thr246, a negative regulator of mTOR signaling, leading to its dissociation from the complex, 

increasing mTOR signaling (33-35).   

Previous studies have provided evidence that PIM kinases regulate phosphorylation of 4EBP1 

and p70S6K via both direct and indirect mechanisms (36-37).  mTORC1 phosphorylates 4EBP1, 

which causes it to dissociate from eIF4E, resulting in increased dissociation cap dependent 

translation (32).  PIM kinases have also been found to directly phosphorylate 4EBP1 at Thr37, 

resulting in further activation of cap-dependent translation (38).  p70s6K has also been shown to 

be affected by PIM kinase inhibition.  p70s6K is activated by mTORC1, which results in its 

phosphorylation of the S6 ribosomal protein, causing increased protein synthesis and cell growth.  

PIM kinases also act upstream of mTORC1 (36).  Specifically, it has been found that PIM2 

phosphorylates TSC2 at SER1798(39).  TSC2 functions to inhibit mTORC1, but when in order 



46 
 

to do so it must first form a complex with TSC1 (40).  Phosphorylation of TSC2 prevents this 

association, resulting in activation of mTORC1 signaling (40).  TSC2 is also targeted by Akt at 

different residues, indicating an overlapping effect of Akt and PIM on mTORC1 upstream 

signaling (40).  These pathways make up the major signaling cascades of PIM kinases that 

promote cell growth.  

PIM kinases effect on the cell cycle 

PIM kinases also play a vital role in regulating the cell cycle.  The cell cycle is a very tightly 

controlled balance of signaling that can lead to cell proliferation, senescence or apoptosis.  Cells 

progress through the different stages of the cell cycle due to signals passed between cyclin and 

cyclin-dependent kinase (CDK) signals (41).  These signals direct the cell through specific 

events ending in mitosis, resulting in 2 daughter cells (41).  The stages of the cell cycle are G1, 

S, G2, and M phases (41).  In the G1 phase, the cell prepares to synthesize new DNA (41).  This 

is followed by S-phase where the cell synthesizes a copy of its DNA, resulting in a 2N DNA 

content (41).  After S-phase. The cell goes through another gap phase in G2, prior to progressing 

to M phase or mitosis (41).  Cells that are not undergoing the cell cycle are in the G0 phase (41). 

The cell cycle has several levels of regulation, two such negative cell cycle regulators are p21 

and p27 (44-45).  Before a cell divide there are several checkpoints that must be passed.  One 

such checkpoint is DNA damage.  DNA damage activates p53, which activates expression of p21 

(45).  Previous studies have also indicated that DNA damage has also been shown to induce 

expression of PIM kinases (*).    p27 on the other hand, has relatively stable mRNA expression 

and is primarily regulated at the protein level (45).  There are several different phosphorylation 

sites on p27 that can affect its protein expression.  These include Thr187 which can be 

phosphorylated by CyclinE-CDK2 complexes, which leads to ubiquitin mediated proteosomal 
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degradation (47).  Both p21 and p27 are potent CDK inhibitors, which prevent cells from 

progressing through the cell cycle (45).   

Previous studies have demonstrated that PIM kinases directly phosphorylate the negative cell 

cycle regulators p21 and p27 (48-50).  Under normal cellular conditions, p21 and p27 localize to 

the nucleus, where they function to prevent cyclin dependent kinase from phosphorylating their 

targets (45).  Phosphorylation of p21 and p27 causes them to be sequestered by the cytoplasm 

where they then bind to 14-3-3 protein and are targeted for ubiquitin mediated degradation 

(45,47).  With high PIM expression, can drive down the protein expression of both p21 and p27, 

resulting in the cell entering the cell cycle, even if all the normal checkpoints of the cell cycle 

have not been met (47-49).   

 

PIM Kinases Inhibit Apoptosis 

PIM kinases also play an important role in regulating apoptosis.  Apoptosis is defined as a 

controlled cell death that occurs as a normal part of an organism’s growth or development (51).  

Apoptosis results in cell shrinkage, nuclear fragmentation, chromatin condensation, and protease 

activation (51).  Apoptosis is a tightly regulated process controlled by multiple signaling 

pathways (52). 

One pathway involved in regulating apoptosis is BAD signaling.  BAD is a pro-apoptotic protein 

that normally binds to anti-apoptotic proteins BCL-2/XL (53).  This binding prevents BCL-2 and 

BCL-XL proteins from inhibiting BAX and BAK dimerization, resulting in mitochondrial outer 

membrane permeabilization (53).  BAD can be phosphorylated by Akt at Ser112 to inhibit 

apoptosis (54-55).  Phosphorylation of BAD prevents it from binding to BCL-2 family proteins, 
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and results in BAD being sequestered by in they cytoplasm where it is then bound to 14-3-3 

protein and degraded (59).  

It has also been reported that PIM kinases are able to phosphorylate BAD inhibiting apoptosis 

(53-55).  Previous reports have shown that hypoxia induced PIM expression resulted in reduced 

mitochondrial permeabilization and decreased activation of caspase 9 (55).   Under normal 

cellular conditions, PIM kinases are able to prevent apoptosis after a cellular stress, this likely 

evolved because it is energetically more efficient to fix a damaged cell rather than undergo 

apoptosis and make a new cell to replace the damaged cell.   

PIM kinases in cancer 

PIM kinases promote cell growth, lead progression through the cell cycle, inhibit apoptosis, and 

promote EMT/metastasis, which have made them of particular interest in cancer.  PIM kinases 

have been found to be overexpressed in a variety of different cancers (56-63).  Increased 

expression of PIM1 has been found in several different cancers including prostate cancer, and 

both lymphoid and myeloid leukemia and lymphomas (64-66).  PIM1 expression is also 

correlated with tumor aggressiveness and resistance to chemotherapy in these settings (67-72).  

PIM1 and PIM3 have also been implicated in lymphoproliferative diseases associated with 

Epstein-Barr virus or Kaposi sarcoma associated herpes virus (71-72).   

PIM2 is also overexpressed in a wide variety of leukemias and solid tumors.   PIM2 expression 

has been found to be increased in acute lymphoblastic leukemia and chronic lymphocytic 

leukemias (73-74).  In these settings, PIM2 plays an important role in neoplastic cell migration 

(73-74).  PIM2 has also been found to be increased in acute myeloid leukemia (AML), where 

PIM2 phosphorylation of 4E-BP1 has been shown to promote cancer progression and 
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tumorigenesis (75-77).  Multiple myeloma cells also overexpress PIM2 (78).  In multiple 

myeloma, PIM2 expression is increased in both the MM cells and the surrounding stromal cells 

(78).  PIM2 in MM promotes tumor progression and represses the DNA-damage response 

pathway by phosphorylation of ATR (78).  It has also been reported in MM cells that PIM2 

mediated phosphorylation of TSC2 at Ser1798, resulting in mTORC1 activation (79).  Lastly, 

PIM2 has also been found to be overexpressed in liver and ovarian solid tumors (80-81).  In 

these settings progression through the cell cycle and inhibition of apoptosis has been shown to 

play an important role in cancer progression.   

PIM3 has also been found to be overexpressed in cancers, but to a lesser extent than PIM1 or 

PIM2.  PIM3 expression is increased in ovarian cancer and significantly correlated with worse 

overall survival (81).  PIM3 is also highly expressed in hepato-cellular carcinomas when 

compared to normal hepatocytes (84).  Lastly, PIM3 expression has been found to be amplified 

in pancreatic and colon cancers when compared to normal cells (83, 85-86). 

 

PIM Kinases Promote EMT and Metastasis 

PIM kinases have been found to play a significant role in the metastasis of multiple different 

cancers.  The mechanisms by which PIM kinases promote metastasis is still being worked on, 

however there are multiple different reports stating that PIM kinases promote EMT and 

metastasis (87-89).  It has been reported that PIM1 phosphorylates CXCR4 at Ser339, which 

stabilizes the protein in the membrane, leading to increased CXCR4 activity (90-92).  This was 

sufficient to increase prostate cancer cells metastasis in PC3 cell xenografts (93).  Additionally, 

in prostate cancer cells when stroma cells were examined it was found that they had higher PIM1 
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expression in patients with metastatic cancer compared to non-metastatic prostate cancers (94).  

PIM kinases are also important in collagen deposition, which is important for metastasis of 

multiple different cancers, including breast and prostate cancers (95-96). 

It has been suggested that the primary way PIM kinases promote metastasis is by promoting 

EMT.  As mentioned previously, PIM kinases phosphorylate EiF4B at Ser-406 (97-98).  One of 

the downstream effects of this is upregulation of c-MET (97).  C-met is an important inducer of 

cancer metastasis and promotes EMT (97).  Additionally, it has been reported that PIM kinases 

phosphorylate Notch, leading to increased Notch signaling (99).  As outlined in chapter 1, Notch 

signaling is an important mediator of EMT, and activating Notch signaling will promote both 

EMT and metastasis.   

 

PIM Kinases Promote Drug Resistance 

Drug-resistance is a common problem in treating cancers.  PIM kinases have been suggested to 

contribute to drug resistance.  The mechanisms involving PIM kinases in drug-resistance include 

phosphorylation of P-glycoprotein (PgP), breast cancer resistant protein (BCRP), BMX, and fms-

like tyrosine kinase (FLT3) (100-103).  PIM kinases have also been reported to inhibit p53 

mediated apoptosis (104).  Additionally, it has also been reported that PIM kinases 

phosphorylate eIF4B which can also contribute to drug resistance (105).  Primarily, PIM1 has 

been identified as inducing drug-resistance, however there are also reports that PIM2 may also 

contribute to drug resistance (106-108).   

Both BCRP and Pgp are efflux channels that leads to multiple drug resistance from the drugs 

being pumped out of the cell (100-104).  The long isoform of PIM1 (44 kDa) has been found to 
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directly phosphorylate both BCRP Thr362 at and Pgp at Ser683 (101).  The long isoform 

localizes to the membrane, where it encounters these proteins (101).  BCRP phosphorylation 

promotes its multimerization and translocation to the membrane (100).  Phosphorylation of Pgp 

on the other hand prevents the 150 kDa isoform from proteasomal degradation, leading to 

increased surface expression (101).   

PIM kinases have also been found to found to phosphorylate BMX kinase which can also lead to 

drug resistance (102).  Specifically, in prostate cancer cells, the long isoform of PIM1 competes 

with p53 to bind BMX (102).  P53 normally inhibits BMX kinase, however when it is 

phosphorylated, this inhibition is no longer present, leading to BMX promoting cell survival 

ultimately leading to drug resistance (102).   

PIM1 also phosphorylates FLT3 (103).  FLT3 is a receptor tyrosine kinase, which in cancer, is 

commonly mutated by internal tandem duplication (ITD) (103). FLT3-ITD containing cancers 

are resistant to FLT3 inhibition (103).  FLT3-ITD mutations can often lead to over activation of 

STAT5, which in turn increases PIM1 expression (103).  PIM1 additionally phosphorylates 

FLT3-ITD at Ser935, which leads to increased FLT3-ITD stability (103).  This increased 

stability promotes aberrant FLT3-ITD signaling, leading to further resistance to resistance to 

kinase inhibitor drugs (103).   
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Figure 3: Outline of PIM1 signaling contributing to drug-resistance.  PIM1 phosphorylates 

BCRP and Pgp, stabilizing drug efflux and leading to multiple drug resistance.  PIM1 also 

phosphorylates eIF4B and FLT3-ITD, both of which contribute to kinase inhibitor drug-

resistance (109). 
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PIM Kinase Inhibitors 

Small molecule inhibitors targeting PIM kinases have been developed.  SGI-1776 is a first-

generation pan-PIM kinase inhibitor that showed promise in pre-clinical studies; however, it 

failed in clinical trials due to dose-limiting cardiotoxicity (110).  SGI-1776 can also inhibit the 

potassium channel hERG, leading to cardiac QT prolongation and cardio toxicity (111).  AZD-

1208 is another pan-PIM kinase inhibitor that showed promise in preclinical testing for treatment 

of multiple cancers, however it failed in clinical trials for AML and advanced solid tumors due to 

lack of efficacy and high frequency of adverse events (112).  TP-3654 is a second-generation pan 

PIM kinase inhibitor, which has greater specificity towards PIM1 than PIM2 and PIM3 (113).  

TP-3654 has shown efficacy in preclinical testing in multiple cancer types (114-117).  Clinical 

trials for TP3654 are currently being carried out in myeloproliferative neoplasms and advanced-

stage solid tumors (NCT04176198 and NCT03715504).  Preliminary data from Phase I dose 

escalation and safety studies showed TP3654 is well-tolerated in humans and exhibited 

promising response in patients with myelofibrosis. 
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  Chapter 3 

Genetic Deletion or Pharmacologic Inhibition of PIM1 Impairs Breast Cancer 

Growth and Metastasis 

 

Abstract 

Metastatic breast cancers often do not respond to currently available therapies, highlighting a 

need for new drug targets.  Expression of PIM1 is upregulated in a significant percentage of 

breast cancers. PIM1 expression is also significantly increased in metastatic breast cancers 

compared to non-metastatic breast cancer patients.  We hypothesized that PIM1 plays an 

important role in progression and metastasis of breast cancer. Knockdown/deletion of PIM1 

significantly inhibited the proliferation, migration, and invasion of several breast cancer cell 

lines. To assess the in vivo role of PIM1 in breast cancer progression and metastasis, we crossed 

PIM1 knockout mice with MMTV-PyMT metastatic breast cancer mouse model. We found that 

deletion of PIM1 significantly inhibited tumor growth and reduced lung metastasis in these mice. 

Pharmacologic inhibition of PIM1 kinase using TP-3654 significantly inhibited cell proliferation, 

migration, and invasion in breast cancer cells, and reduced breast tumor growth and lung 

metastasis in MMTV-PyMT mice.  We also found that PIM1 deletion or inhibition decreased 

EMT markers SLUG and Vimentin and pro-metastatic marker c-MET.   RNA-seq analysis 

showed genes related to translation, proliferation, EMT and metastasis pathways were affected 

by PIM1 depletion or inhibition. Together, these results suggest that PIM1 plays an important 

role in the progression and metastasis of breast cancer. 
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Introduction 

Breast cancer is the most frequently diagnosed cancer in women, with an estimated 287,850 new 

cases in 2022. (1)  Breast cancer is also the second leading cause of cancer related deaths in 

women with an estimated 43,250 deaths in 2022. (1)  Despite these numbers the overall 5-year 

survival rate for localized breast cancer is 99.1%. (1)  The 5-year overall survival however drops 

dramatically to 30% if the patient has distant metastasis detected at the time of diagnosis. (1)  

Metastatic breast cancer does not respond to the same treatments as primary tumors, and care is 

often only palliative for these patients.  This identifies a great need for additional treatments that 

can prevent metastasis or that specifically target the metastatic cells themselves.  

Metastasis is a multifaceted process that can be broken into the following steps: first, local tumor 

cells must infiltrate adjacent tissues, followed by intravasation, invasion through blood vessels 

and into the circulatory system. (2)  Tumor cells must then survive in circulation, infiltrate back 

through blood vessels (extravasation), and finally proliferate in distant sites. (3)  In order to 

survive this process, cancer cells must undergo epithelial to mesenchymal transition (EMT), 

which causes cells to upregulate several mesenchymal genes. (4)  EMT upregulates several 

different transcription factors including SNAIL and SLUG, which causes several other changes 

in gene expression. (5)  These include an upregulation of vimentin, as well as several different 

matrix metalloproteinases (MMPs). (6-7) These signaling pathways provide several different 

points which metastasis can be targeted.   

PIM kinases are a family of serine/threonine kinases consisting of 3 family members, PIM1, 

PIM2, and PIM3. (11)  These family members are expressed ubiquitously throughout the body; 

however, expression of each family member differs depending on the tissue. (12)  PIM kinases 

have been shown to increase cell division, growth, survival, and have also been implicated in 
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drug resistance. (13-16) More importantly, PIM kinases have also been shown to promote cell 

stemness, EMT, and metastasis in several other cancer settings. (8-9, 17-20) Recently, PIM1 has 

also been identified as a potential therapeutic target in TNBC. (21-22) However, the contribution 

of PIM1 in breast cancer metastasis has remained unknown. 

In this study, we investigated the role of PIM1 in breast cancer growth and metastasis.  We have 

found that PIM1 is amplified or overexpressed in a high percentage of breast cancers.  We also 

found that PIM1 expression is significantly higher in metastatic breast cancers compared to non-

metastatic breast cancers.  We found that genetic deletion of PIM1 or inhibition with TP3654 

significantly decreased cell growth, migration, and invasion in vitro, and decreased tumor growth 

as well as significantly reduced lung metastasis in a MMTV-PyMT mouse model of metastatic 

breast cancer.  Overall, these results suggest PIM1 plays a key role not only in breast cancer 

growth, but also metastasis.  Thus, inhibition of PIM1 might be useful for treatment of breast 

cancer.  
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Materials and Methods 

Cell culture 

Human MDA-mb-231, HCC-1806, HS578t, BT-20, MDA-MB-468, T47D, MCF-7, ZR-75-1, 

BT-474, SKBR3, MCF10A, and HMEC cells were purchased from ATCC.  MDA-231, MCF-7, 

BT-474, and SKBR3 cells were maintained in DMEM supplemented with 10% FBS, 

penicillin/streptomycin, and minimum essential ammino acids.  4T1, HCC-1806, and ZR-75-1 

cells were maintained in RPMI supplemented with 10% FBS, penicillin/streptomycin, and 

minimum essential ammino, acids. Cells were tested for mycoplasma every 6 months.  Cell 

culture conditions and seeding numbers are summarized below in table 1. 
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Table 1. Cell culture conditions and seeding densities. 

 

 

Transfection and viral infections 

Viruses were generated by transfecting HEK-293T cells with PEI using plasmids containing 

corresponding shRNA or sgRNA plasmids.  psPAX2 and pMDG.2 plasmids were used as 

packaging vectors. For infections, cells were seeded and allowed to adhere overnight, the 

following day cells were infected with lentivirus.  After 48 hours of infection cells were selected 

with 2ug/mL puromycin for 72 hours.  After puromycin selection cells were seeded and allowed 

Name Tissue MEDIA

Seeding 

Density 

(Cells/cm2) 6 Well 12 Well 24 Well 96 Well

4T1-Luc Breast RPMI + 10% FBS 1.0E+4 1.0E+5 4.0E+4 2.0E+4 3.0E+3

BT20 Breast MEM Earles + 10%FBS 1.0E+4 1.0E+5 4.0E+4 2.0E+4 3.0E+3

BT474 Breast DMEM + 10% FBS 3.0E+4 3.0E+5 1.2E+5 6.0E+4 9.0E+3

HCC1187 Breast RPMI + 10% FBS 5.0E+4 5.0E+5 2.0E+5 1.0E+5 1.5E+4

HCC1599 Breast RPMI + 10% FBS 2.0E+4 2.0E+5 8.0E+4 4.0E+4 6.0E+3

HCC1937 Breast RPMI + 10% FBS 2.0E+4 2.0E+5 8.0E+4 4.0E+4 6.0E+3

HCC38 Breast RPMI + 10% FBS 1.0E+4 1.0E+5 4.0E+4 2.0E+4 3.0E+3

HS578T Breast

DMEM + 10% FBS + 10 

μg/mL insulin 1.0E+4 1.0E+5 4.0E+4 2.0E+4 3.0E+3

MCF-10A Breast

MEGM + BPE, 

Hydrocortisone, hEGF, 

and Insulin 5.0E+4 5.0E+5 2.0E+5 1.0E+5 1.5E+4

MCF-12A Breast

MEGM + BPE, 

Hydrocortisone, hEGF, 

and Insulin 5.0E+4 5.0E+5 2.0E+5 1.0E+5 1.5E+4

MCF-7 Breast DMEM + 10% FBS 4.0E+4 4.0E+5 1.6E+5 8.0E+4 1.2E+4

MDA-231 Breast DMEM + 10% FBS 1.0E+4 1.0E+5 4.0E+4 2.0E+4 3.0E+3

MDA-468 Breast DMEM + 10% FBS 1.0E+4 1.0E+5 4.0E+4 2.0E+4 3.0E+3

SKBR3 Breast DMEM + 10% FBS 2.0E+4 2.0E+5 8.0E+4 4.0E+4 6.0E+3

ZR-75 Breast RPMI + 10% FBS 1.0E+4 1.0E+5 4.0E+4 2.0E+4 3.0E+3
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to grow for 3 days in base media +2% FBS.  After 72 hours viable cells were counted using 

trypan blue exclusion.   

 

Colony formation assay 

MDA-231 or HCC-1806 cells were seeded (1,000 cells/well (6-well plates)) and allowed to grow 

for 7-14 days, at which time cells were fixed with methanol stained with crystal violet.  To 

quantify, the number of colonies per well were counted.   

 

Mammosphere assay 

MDA-231 and HCC-18006 cells were plated at a density of 10,000 cells per well in 4 mL of 3D 

tumorsphere XF media on ultra-low-attachment plates.  Cells were allowed to grow for 7-10 

days.  Total number of Mamospheres were then quantified by allowing spheres to gather at the 

bottom of a 15 mL tube by gravity sedimentation, followed by resuspension in 200 μL of PBS.  

Mamospheres were quantified using OrganoSeg software (citation). 

 

Invasion/migration assays 

For wound healing assays cells were plated and allowed to grow into a confluent layer, a scratch 

was then created using a 10 μL pipette tip.  The cells were then imaged at 6-hour intervals until 

the gap was closed.  Migration was quantified using ImageJ.  

For migration assays, 1,000 cells were plated onto the top layer of corning transwell cell culture 

inserts.  The cells were then incubated for 13 hours.  Unmigrated cells were removed with a 
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cotton swab and cells that had migrated to the bottom of the insert were fixed with methanol and 

then stained with crystal violet.  To quantify 5 images were taken and the number of cells in each 

image were counted.  For invasion assays a similar protocol was used, but we utilized corning 

biocoat transwell inserts.   

 

Inhibitor Treatments 

TP3654 was dissolved in DMSO.  Cells were seeded and allowed to adhere overnight.  The 

following day TP3654 was added at indicated concentrations.  Drug and media were changed 

daily, and cells were allowed to grow for 72 hours.  Viable cells were then quantified using 

presto-blue HS.   

 

PyMT Mice 

MMTV-PyMT mice were purchased from Jackson labs.  PIM1 and PIM2 whole body knockout 

mice were kindly provided by Dr. Anton Burns.  PyMT were crossed with PIM1 KO mice to 

generate PIM1 KO PyMT mice.  Mice were analyzed at 2-week intervals from 8-14 weeks of 

age.  Tumor growth and mouse weight were monitored every 4 days.  2.0 mm tumor width and 

10% weight loss were used as humane endpoints.  Mice were euthanized and lung and tumors 

were fixed in formalin.  These tissues were then sectioned, and H&E staining was performed to 

evaluate tumor progression and lung metastasis.  Lung metastasis was quantified by counting the 

number of metastases per section.   
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For in vivo drug treatments TP3654 was dissolved in PBS+10% Tween 20.  Mice were given 

200 mg/kg TP3654 via oral gavage daily starting when mice were 6 weeks old.  The mice were 

treated for 6 weeks and then euthanized.  Tumor burden was monitored weekly by measuring 

tumor length and width.  Tumor volume was calculated using the equation 

volume=length*width*width/2.  The sum of tumor volumes for each mouse was used to 

calculate the total tumor burden.  Mouse lungs and tumors were fixed in formalin and evaluated 

for tumor progression and lung metastasis after H&E staining.      

NSG Xenografts 

8-week-old NSG mice were purchased from Charles River.  Mice were injected with 1x106 cells 

suspended in a 50:50 mixture of PBS and Matrigel.  Treatment was initiated after tumors reached 

0.5 cm in width.  Mice were grouped into four treatment groups: Vehicle (control), 200 mg/kg 

TP3654 given orally daily, 2mg/kg doxorubicin administered by ip. Injection once per week, and 

a combination of TP3654 and doxorubicin.  Tumor growth was monitored every 4 days using 

digital calipers.  Mice were weighed once per week.  After 5 weeks of treatment the tumor, 

lungs, brain, liver, kidney, and heart and spleen were fixed in formalin.  H&E staining of tissues 

was then performed to analyze metastasis.   

Flow Cytometry 

Mouse tumor cells were cut into small pieces using a razor blade.  The tumors were then 

transferred into DMEM/F12 +10% FBS + DNase I and Collagenase and incubated for 1 hour at 

37C.  Cells were then passed through a 70 μm filter.  Cells were then pelleted and resuspended in 

20 mL of RBC lysis buffer for 10 min on ice.  Following RBC lysis cells were resuspended in 
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base media ficol separation was performed.  The cells were then resuspended in FACS buffer 

and stained for 1 hour on ice.  After staining cells were run on the Cytek aurora cytometer.   

RT-qPCR 

Total RNA was extracted using the Qiagen RNA-easy kit.  500 ng or RNA was then converted to 

cDNA using the Qiagen QuantiTect Reverse Transcription Kit.  RT-qPCR was performed using 

SYBR Green and run on a quant studio 3.  Primers can be found in table 1.  18S, HPRT1, or 

GAPDH were used as endogenous controls.   

 

Western Blot 

Total cell lysates were obtained using RIPA lysis.  Protein concentration was determined using a 

Bradford assay.  50 ug of protein were loaded into each well.  Antibodies and conditions used for 

each blot can be found below in table 2.   

 

Patient Data 

TCGA Breast cancer data from Firehouse Legacy and Pan Cancer Atlas studies were analyzed 

using cbioportal.  Samples were checked for copy number gain and mRNA overexpression.  A 

cutoff of log fold change of 1.5 was used for mRNA overexpression.   

RNA-Seq 

MDA-231 cells were used for RNA-Seq analysis.  Control cells, PIM1 deleted cells, and cells 

treated for 48 hours with 2.0 μM TP3654 were used for sequencing.  Total RNA was extracted 

from cells using RNeasy Mini kit (Qiagen). RNA sequencing was performed using NextSeq 500 



72 
 

High Output Kit and NextSeq 500 sequencing instrument (Illumina). RNA-seq data alignment 

was performed using UCSC hg38 reference genome with Bowtie2. The read counts and 

differential analysis were done using GenomicAlignments and DESeq2. P-adjusted value of 

<0.05 with a fold change of 1.5 was considered as significant change in gene expression.  

 

Statistics 

Results are expressed as mean +/- SEM.  Statistical significance was determined using GraphPad 

prism 9. Student’s t test and one-way anova were primarily used, appropriate tests are provided 

in figure legends.  P < 0.05 was considered statistically significant. P values were marked with 

asterisks on figures (*, P < 0.05; **, P < 0.01; ***, P < 0.001.). 
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Results 

PIM1 expression is increased in breast cancer patient samples 

Analysis of TCGA data revealed over-expression or gene amplification of PIM1 in ~10% of 

breast cancer patients (Figs 1A-B).  PIM2 and PIM3 were also misregulated but at a lower 

percentage (Figs 1A, B).  Additionally, PIM1 expression was also significantly increased in 

metastatic breast cancer patients compared to patients with only primary tumors (Fig 1C). PIM2 

and PIM3 expression was not significantly altered in metastatic breast cancer (Fig 1D, E).   
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Figure. 1. PIM1 Expression is increased in breast cancer patients.  Analysis of the gene 

expression data from (A) TCGA (Firehose legacy) and (B) TCGA (PanCancer Atlas) breast 

cancer data sets show PIM1 expression is increased in 10% of breast cancer patients. A Z-score 

of 1.5 was used for mRNA overexpression.  (C) Further analysis of TCGA data showed that 

patients with metastatic breast cancer had significantly higher PIM1 expression. D-E) PIM2 and 

PIM3 expression was not significantly different in metastatic breast cancer patients to non-

metastatic (*P<0.05, **P<0.01, ***P<0.001).     

 

We further evaluated PIM expression in breast cancers with different receptor status.  We 

evaluated both TCGA data and data from Yau et al. 2010.  TCGA analysis reveled that both 

PIM1 and PIM2 expression was significantly higher in TNBC tumors compared to HR+ or 

HER2+ breast cancers.  (Fig 2 A-B).  Data was also analyzed from Yau’s 2010 breast cancer 

research publication.  Similar to TCGA data, TNBC patients had significantly higher PIM1 

expression when compared to HR+ or HER2+ breast cancers (Fig 2 C).  Unlike TCGA data 

however, TNBC patients in this study only had significantly higher PIM2 expression when 
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compared to HR+ patients (Fig 2 D).  Our data analysis also reveled that HER2+ breast cancer 

patients from this data set also had significantly higher expression of PIM2 when compared to 

HR+ breast cancer patients.  We did not find any significant alterations of PIM3 expression by 

receptor status. 
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Figure. 2. PIM1 and PIM2 expression is significantly upregulated in triple-negative breast 

cancer (TNBC).  Analysis of the gene expression data from TCGA breast cancer data set (A-B) 

and Yau et al. Breast Cancer Res. 2010 data set (C-D) show significantly increased expression of 

PIM1 and PIM2 in triple-negative breast cancers (TNBC) compared to ER/PR+ and Her2+ 

breast cancers.  *P<0.05, **P<0.01, ***P<0.001.     

 

Next, we evaluated if PIM expression level had any correlation with the survival of breast cancer 

patients.  We found that patients with a high level of PIM1 expression had significantly shorter 

survival rates in patients with triple negative breast cancer (Fig 3A).  In contrast, PIM2 and PIM3 

expression level did not show significant association with shortened survival in TNBC (Fig 3B-

C).  PIM1 expression, however, was not correlated with survival in HER2+ or HR+ breast 
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cancers (Figs 3D, G). PIM2 and PIM3 expression were not associated with significantly 

shortened survival of HR+ breast cancer patients (Figs 3E, F), however high expression of either 

PIM2 or PIM3 in HER2+ breast cancer patients were significantly correlated with longer patient 

survival (Figs 3 H-I).  Overall, these results suggest that PIM1 expression may have prognostic 

value in breast cancer, particularly in TNBC. 
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Figure 3.  Kaplan-Meier survival analysis of breast cancer patients.  We performed survival 

analysis on patient data from TCGA. Kaplan-Meier plots of A-C) TNBC patients, D-F) HR+ 

patients, and G-I) HER2+ patients.  The high expressing group is shown in red, top 33% of 

patients were used for the high expressing group, the bottom 33% of patients were used for the 

low expressing group. (*P<0.05, **P<0.01, ***P<0.001).    
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Next, we evaluated PIM expression levels in breast cancer cell lines.  We analyzed gene 

expression data from the cancer cell line encyclopedia data set.  Breast cancer cell lines were 

grouped by receptor status, and PIM1, PIM2, and PIM3 expression was examined in these cells. 

We found that PIM1 expression was significantly higher in TNBC cell lines when compared to 

HR+ or HER2+ cell lines (Fig. 4A).  PIM2 expression was not significantly altered between the 

different groups (Fig. 4B), however, PIM3 expression was significantly lower in TNBC cell lines 

compared to HER2+ cell lines (Fig. 4C).  These results indicate that the cell lines available show 

similar expression patterns to breast cancer patients.  From this data we selected several cell lines 

for further experiments.  
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Figure 4. PIM kinase expression in breast cancer cell lines. 
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We performed RT-qPCR and immunoblot analysis to examine PIM1 and PIM2 expression in a 

panel of breast cancer cell lines.  Similar to patient data, we found that PIM1 expression was 

increased at both the RNA and protein levels in breast cancer cell lines compared to control cell 

line HMEC (Fig. 5A).  MDA-231, MDA-468, HS578T, BT-20, and MCF-7 cells had 

significantly higher PIM1 expression compared to control HMEC cells, with the highest 

expression in TNBC cell lines (Fig. 5A, C).  PIM2 mRNA expression was also significantly 

higher in MDA-231 and MDA-468 cells compared to HMEC cells (Fig. 5B).    
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Figure 5: PIM expression in breast cancer cell lines.  A) PIM1 and B) PIM2 mRNA 

expression was determined using RT-qPCR.  GAPDH was used as an exogenous control. C) 

PIM1 and PIM2 expression was then examined by immunoblot.  Beta-actin was used as a 

loading control.  We found that TNBC cell lines had the highest expression of both PIM1 and 

PIM2.     

 

 

PIM1 knockdown significantly reduces breast cancer cell growth 

To study the role of PIM1 in breast cancer growth, we first knocked down PIM1 using two 

different shRNAs in a panel of breast cancer cell lines.  Following PIM1 knockdown, cells were 

seeded and allowed to grow for 72 hours.  PIM1 knockdown significantly reduced proliferation 
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of MDA-231, MDA-231-2B, MDA-468, BT-20, HCC-1806, HS578T, and MCF-7 cells (Figs. 

6A-G).  We also assessed the effects of PIM1 knockdown in non-tumorigenic MCF-10A breast 

epithelial cells and found that PIM1 knockdown modestly inhibited the MCF-10A cells (Fig 6 

H), suggesting breast cancer cells are more dependent of PIM1. 
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Figure 6. Knockdown of PIM1 significantly decreases breast cancer cell growth.  A) MDA-

231, B) MDA-468, C) BT-20, D) HCC-1806, E) HS578T, F) MCF-7, G) BT474 and H) MCF-

10A cells were infected with two different PIM1 specific shRNAs.  Cells were plated and 

allowed to grow for 72 hours.  Viable cells were counted using trypan blue-exclusion and 
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quantified.  Immunoblot analysis verifying knockdown of PIM1 are located below proliferation 

quantifications.  Actin was used as a loading control. Colony formation assay showing PIM1 

knockdown significantly impaired the colony forming ability of both I) MDA-231 and J) HCC-

1806 cells.  K) Immunoblot analysis showing a reduction in phosphorylation of p70-s6k and 

4EBP1, and an increase in total p21 expression.   (*P<0.05, **P<0.01, ***P<0.001) 

 

We further examined the effects of PIM1 depletion on clonogenic outgrowth of breast cancer 

cells by performing colony-forming assays.  MDA-231 and HCC-1806 cells were depleted of 

PIM1 using CRISPR/Cas9, and the cells were plated at a low density and allowed to grow for 7 

days.  We found that PIM1 deletion significantly reduced the colony forming ability of both 

MDA-231 (Fig 6I) and HCC-1806 cells (Fig 6J).   

To get an insight into how PIM1 knockdown/depletion inhibits the growth of breast cancer cells, 

we performed immunoblot analysis.  We observed that depletion of PIM1 reduced 

phosphorylation of p70S6K and 4EBP1 in MDA-231, HS578T, and MCF-7 cells (Fig. 6K). 

Additionally, we found that PIM1 knockdown increased the expression of cell cycle regulator 

p21 (Fig. 6K).   

Interestingly, we found that PIM1 depletion resulted in increased expression of PIM2 (Fig. 7), 

suggesting the existence of a compensatory mechanism.  This compensation effect was only seen 

in PIM1 depleted cells; PIM2 depletion, however, did not produce any changes in PIM1 

expression.   



86 
 

  

 

 

Figure 7. PIM2 expression is increased following PIM1 

deletion. Immunoblot analysis of MDA-231 cells showed an 

increase in PIM2 expression following CRISPR mediated 

deletion of PIM1.   

    

 

 

PIM2 knockdown reduces proliferation of breast cancer cells.   

We found that PIM2 expression was also significantly altered in breast cancer patients.  To 

evaluate the effect of PIM2 knockdown on the proliferation of breast cancer cells we performed 

similar experiments with PIM2 that we did with PIM1.  We knocked down PIM2 using lentiviral 

shRNA in a panel of breast cancer cells and assessed the effect if PIM2 knockdown on cell 

growth.  We found that knockdown of PIM2 only significantly reduced proliferation of MDA-

468 and Hs578T cells (Fig 8).  However, PIM2 knockdown did not show a significant reduction 

in proliferation of MDA-231 or MCF-10A cells (Fig. 8). Notably, PIM2 knockdown exhibited 

less inhibition of breast cancer cell proliferation compared to PIM1 knockdown (Fig. 7 and 8).     

This result suggests that PIM1 plays a greater role than PIM2 in breast cancer growth.       
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Figure 8: Knockdown of PIM2 significantly decreases breast cancer cells MDA-468 and 

HS578T growth.  A) MDA-231, B) MDA-468, C) HS578T, D) BT-20, or E) MCF-10A cells 

were infected with two different PIM2 specific shRNAs.  Cells were plated and allowed to grow 

for 72 hours.  Viable cells were counted using trypan blue-exclusion and quantified.  

Immunoblot analysis verifying knockdown of PIM2.  Beta-actin was used as a loading control. 

 

Deletion of PIM1 significantly inhibited breast cancer cell migration, invasion, and 

anchorage-independent growth 

Since we observed that PIM1 expression was significantly upregulated in metastatic breast 

cancer patients, we next examined the role of PIM1 in breast cancer cell migration and invasion.  

We first performed in vitro wound healing assays in MDA-231 (Fig 9A) and HCC-1806 (Fig 9B) 

cells.  Following CRISPR/Cas9 mediated deletion of PIM1, cells were seeded and allowed to 

grow into a confluent layer.  A scratch was then made using a pipette tip.  The rate of scratch 

closing was then tracked for 18-36 hours by imaging the plate every 6 hours.  PIM1 deletion 

significantly reduced cell migration/wound healing of both MDA-231 and HCC-1806 cell lines 
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(Figs. 9A-B). Next, we performed transwell migration (uncoated) and invasion (Matrigel coated) 

assays using highly invasive MDA-231 and HCC-1806 cells.  Fourteen hours after seeding cells 

we stained the cells on the bottom of the transwell inserts using crystal violet.   PIM1 depletion 

not only significantly reduced the number of migrating MDA-231 and HCC-1806 cells (Figs 9C, 

D), but also significantly reduced the number of invading cells through the Matrigel layer (Figs 9 

E-F) suggesting PIM1 promotes breast cancer cell migration and invasion.  To further examine 

the role of PIM1 in anchorage-independent growth (as a proxy measure of metastatic ability), we 

performed mammosphere assays using MDA-231 and HCC-1806 cells. The cells were seeded on 

ultra-low attachment plates and allowed to grow for 7-10 days, at which point they were imaged 

and quantified using Organoseg software (23). Mammosphere formation was significantly 

reduced upon PIM1 depletion in both MDA-231 and HCC-1806 cell lines (Figs. 9G-H), 

suggesting that PIM1 promotes anchorage independent growth and possibly metastatic ability in 

breast cancer cells.   
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Figure 9. Knockdown of PIM1 significantly decreases breast cancer cell migration and 

invasion and anchorage independent growth.   A) Wound-healing assay after CRISPR 

mediated deletion of PIM1 in A) MDA-231 and B) HCC-1806 cells showed significantly 

impaired cell migration.  Plates were imaged every 12 hours for 36 hours. Quantification of 

wound closure was performed using ImageJ.  Transwell assays were performed to evaluate the 

effects PIM1 deletion on the migration (C-D) and invasion (E-F) of MDA-231 and HCC-1806 

cells.  PIM1 deletion significantly reduced the migration and invasion of both cell lines.   After 

cells were seeded on top of transwell inserts, they were fixed with cold methanol and stained 
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with crystal violet then counted.  Mammosphere formation assays were then performed in G) 

MDA-231 and H) HCC-1806 cells to evaluate the effect of PIM1 deletion on anchorage-

independent growth.  PIM1 deletion significantly inhibited mammosphere formation and growth.  

I) Immunoblot analysis of EMT markers and pro-metastatic proteins following deletion of PIM1 

showed a reduction in C-Met, vimentin and Slug.  (* p<0.05; ** p<0.005; *** p<0.001).   

 

In order to understand the mechanism of decreased cell migration and anchorage-independent 

growth in PIM1 depleted breast cancer cells, we performed immunoblot analysis following PIM1 

deletion in MDA-231 cells.  Immunoblot analysis revealed EMT markers Vimentin and SLUG, 

in PIM1-depleted MDA-231 cells (Fig. 9I).  Additionally, deletion of PIM1 significantly reduced 

c-MET expression in MDA-231 cells (Fig. 9I). c-Met has been suggested to play an important 

role in breast cancer metastasis.  Together, these results suggest that PIM1 promotes cell 

migration, invasion, anchorage independent growth, and EMT in breast cancer.  

 

 

PIM kinase inhibition significantly reduces breast cancer cell growth 

Next, we investigated the effects of PIM kinase inhibition on breast cancer cell growth. We used 

TP-3654, a novel second-generation PIM kinase inhibitor (39), which is more potent but less 

toxic than the first-generation PIM inhibitor SGI-1776 (40). TP-3654 also has a greater 

selectivity for PIM1 than PIM2 or PIM3 (39).  We observed that treatment of TP-3654 

significantly inhibited proliferation of MDA-231, MDA-468, 4T1, HCC-1806, HS578T, MCF-7, 

and BT474 breast cancer cells in a dose-dependent manner (Figs 10A-G).  Interestingly, TNBC 

cell lines, which generally had higher PIM1 expression, were more sensitive to PIM kinase 

inhibition by TP-3654 treatment.    
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Figure 10. PIM1 inhibition with TP-3654 significantly reduces breast cancer cell growth 

and colony forming ability. (A-H) MDA-231(TNBC), MDA-468 (TNBC), 4T1 (Murine 

TNBC), BT-20 (TNBC), HD578T (TNBC), MCF7 (ER/PR+) and BT474 (HER2+), and MCF-

10A (non-tumorigenic), cells were treated with varying concentrations of TP-3654 for 3 days and 

cell proliferation was assessed by viable cell counts. Note that treatment of TP-3654 (0.5-1 μM) 

significantly inhibited proliferation of MDA-231, MDA-468, 4T1, HCC-1806, HS578T, MCF-7, 

and BT474 cells. Non-tumorigenic MCF-10A cells were only modestly inhibited at higher 

concentrations.   Clonogenic assays of I) MDA-231 and J) HCC-1806 cells treated with varying 

concentrations of TP3654 for 7 days.  Assays were quantified, shown as mean +/- SD, n=3, with 

representative images are shown on the left.    (* p<0.05; ** p<0.005; *** p<0.001). 
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We next investigated the effect of PIM kinase inhibition on clonogenic outgrowth of breast 

cancer cells. We plated MDA-231 and HCC-1806 cells at a low density (1,000 cells) and 

allowed them to grow for 7 days under varying concentrations of TP-36554.  Treatment of TP-

3654 significantly inhibited clonogenic outgrowth in both MDA-231 and HCC-1806 cells (Fig. 

10 I-J).   

We also tested the effects of TP-3654 on apoptosis of breast cancer cells using annexin V and PI 

staining followed by flow cytometry.  We observed that TP-3654 treatment caused significant 

induction of apoptosis in 4T1, MDA-231, and HCC-1806 cells (Fig. 11). 
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Figure 11.  PIM kinase inhibition with TP3654 induces apoptosis in breast cancer cell lines.  

Apoptosis assays were performed in A) 4T1, B) MDA-231, and C) HCC-1806 cells.  Cells were 

plated and treated with varying concentrations of TP3654 for 48 hours.  Apoptosis was measured 

by PI/Annexin V staining.  Values are reported as mean +/- SD, n=3.  (*P<0.05, ***P<0.001) 
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Effects of PIM Kinase inhibition on cell cycle 

We also assessed the effects of TP-3654 on cell cycle since inhibition of PIM kinase reduced 

breast cancer cell growth. Cell cycle analysis was performed in MDA-231 and HS578T TNBC 

cells by PI staining and flow cytometry following treatment of cells with TP-3654 for 48 hours.  

We found that treatment of MDA-231 and HS578T cells with TP-3654 resulted in a significantly 

higher percentage of cells in G0/G1 when compared to vehicle (DMSO) treatment (Fig. 12 A-B).  

We also found that HS578T cells had a significantly higher percentage of cells in G2 compared 

to vehicle treatment (Fig 12 B).   
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Figure 12. Effects of PIM kinase inhibition with TP3654 on cell cycle progression.  PI 

staining was performed to evaluate cell cycle progression in A) MDA-231 and B) HS578T cells.   
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Inhibition of PIM kinase by TP-3654 significantly reduces breast cancer cell migration 

We next investigated the effects of TP-3654 treatment on breast cancer cell migration.  After 

seeding MDA-231 and HCC-1806 breast cancer cells and wound formation, cells were treated 

with vehicle (DMSO) or TP-3654 for 24 hours, and the cells were imaged every 12 hours.  TP-

3654 treatment significantly reduced cell migration/wound healing in both MDA-231 and HCC-

1806 cells (Fig. 13 A-B).   

We then examined the effect of PIM kinase inhibition by TP-3654 on mammosphere forming 

ability of breast cancer cells.  Cells were plated in ultra-low attachment plates and allowed to 

grow for 7-10 days in the presence of vehicle (DMSO) or varying concentrations of TP3654.  

Similar to PIM1 depletion, inhibition of PIM kinase with TP-3654 significantly reduced 

mammosphere formation in both MDA-231 and HCC-1806 cells (Fig. 13 C-D).    

To further understand the mechanism of inhibition of breast cancer cells by PIM kinase inhibitor 

TP-3654, we performed immunoblot analysis on MDA-231 cells after treatment with vehicle 

(DMSO) or TP-3654.  We observed reduced phosphorylation of p70S6K and 4E-BP1, and 

increased expression of p21 in MDA-231 cells upon TP-3654 treatment (Fig. 13E). We also 

observed reduced expression of c-MET, Vimentin, and SLUG in MDA-231 cells upon TP-3654 

treatment (Fig. 13 E), similar to that observed with PIM1 depletion.  Therefore, it is plausible 

that PIM1 may contribute to breast cancer cell growth, migration, invasion, anchorage-

independent growth and tumor sphere formation through modulation of these signaling 

molecules or pathways.  
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Figure 13. PIM1 inhibition with TP-3654 significantly reduces breast cancer cell migration 

and anchorage independent growth.  Wound healing assays were performed in A) MDA-231 

and B) HCC-1806 treated with varying concentrations of TP3654 to evaluate the effects of PIM 

kinase inhibition on the migration of breast cancer cells.  Representative images are shown to the 

left.  Wound healing assays were quantified using ImageJ, shown on the right.  Mammosphere 
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assays were performed in C) MDA-231 and D) HCC-1806 cells treated with varying 

concentrations of TP3654 for 7 days to evaluate the effects of PIM kinase inhibition on 

anchorage independent growth.  PIM kinase inhibition significantly inhibited mammosphere 

formation.  Representative images and quantification (mean +/- SD, n=3) E) Immunoblot 

analysis showing a reduction in phosphorylation of p70-s6k and 4EBP1, and an increase in total 

p21 expression, and a decrease of EMT markers and pro-metastatic proteins C-Met, vimentin 

and Slug in MDA-231 cells treated with TP3654 for 48 hours.  (* p<0.05; ** p<0.005; *** 

p<0.001).   

 

PIM1/2 deletion decreases tumor growth and lung metastasis in MMTV-PyMT mouse 

breast cancer model 

To examine the roles of PIM1 and PIM2 on breast tumor growth and metastasis in vivo, we 

crossed MMTV-PyMT mice with Pim1 or Pim2 knockout mice to generate Pim1 KO- MMTV-

PyMT, Pim2 KO- MMTV-PyMT and Pim1/2 dKO- MMTV-PyMT mice. The MMTV-PyMT 

mouse model is an aggressive metastatic breast cancer model, with an intact immune system, in 

which mammary tumors develop at approximately 6 weeks of age, which readily metastasize to 

the lungs between 12 to 14 weeks of age (27). While MMTV-PyMT mice exhibited rapid 

increase in breast tumor growth, deletion of Pim1 significantly reduced tumor growth of MMTV-

PyMT mice (Fig 14A).  We also studied the effect of Pim2 deletion as well as Pim1/2 double 

deletion on breast tumor growth.  We observed that Pim2 deletion also significantly reduced 

mammary tumor growth in MMTV-PyMT mice (Fig 14 A); However, Pim1 alone or Pim1/2 

double deletion exhibited significantly greater reduction of breast tumor growth compared to 

Pim2 deletion alone in MMTV-PyMT mice (Fig 14A).  H&E staining of the mammary gland 

tissues from Pim1 KO- MMTV-PyMT and Pim1/2 dKO- MMTV-PyMT mice also showed a 

significant decrease in tumor growth (Fig. 14B). Pim1/2 double knockout mice had much more 

adipose tissue present in addition to reduced tumor growth.        
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A major characteristic of MMTV-PyMT mice is that the tumors readily metastasize to the lungs 

(28).  To evaluate the amount of lung metastases in these mice we sacrificed mice between 12 

and 14 weeks of age and quantified the number of lung metastases per H&E-stained section.  We 

found that deletion of Pim1 significantly reduced lung metastasis in MMTV-PyMT mice at 12 

and 13 weeks of age (Fig. 14C).  We also found that Pim2 deletion alone did not significantly 

alter lung metastasis, however Pim1/2 double deletion markedly inhibited lung metastasis in 

MMTV-PyMT mice at 13 weeks of age (Fig 14C).  Overall, these results suggest that Pim1 plays 

an important role in breast cancer progression and metastasis.   
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Figure 14. Deletion of PIM1 impairs tumor growth and metastasis in the MMTV-PyMT 

model of breast cancer.  (A) Growth of PyMT and PIM1 KO PyMT tumors.  Tumor growth 

was significantly decreased in PIM1 KO PyMT mice compared to PyMT control mice.  (B) H&E 
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staining of mouse mammary glands and lungs at 12 weeks. (C) Representative Lung images of 

H&E-stained lung sections. (D) Quantification of lung metastasis.  The number of lungs mets per 

section were counted.  Pim1/2 KO PyMT mice had significantly reduced lung metastasis. Pim1 

KO had significantly improved survival over PyMT mice. Significance was calculated using 

anova.  (* p<0.05; ** p<0.005; *** p<0.001). 

Figure 15. Effect of PIM1/2 deletion on immune invasion of MMTV-PyMT Tumors. A-B) 

Flow cytometry analysis of tumor immune cells reveled a significant decrease in tumor 

associated macrophages (TAMs) and a significant increase in both cytotoxic and helper T 

cells(C-D).   
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Tumor-associated macrophages (TAMs) are associated with poor prognosis in breast cancer due 

to their role in promoting immune suppression, inflammation, and metastasis (33-35).  So, we 

assessed the effects of Pim1 deletion on TAMs in MMTV-PyMT mice.  We found that Pim1 

deletion significantly reduced the Tams in mammary tumors of MMTV-PyMT mice (Fig 15A).  

We also found that Pim2 deletion, and Pim1/2 double deletion also resulted in a significant 

decrease of TAMs in MMTV-PyMT mice (Fig 15A). 

Conversely, T-cell infiltration of tumors is associated with a better prognosis in breast cancer, 

due to their ability to promote anti-tumor immune responses.  We found that Pim1 and Pim2 

deletion in MMTV-PyMT mice did not significantly alter T-cell infiltration of breast tumors.  

However, we did find that Pim1/2 double deletion resulted in a significant increase in the 

percentage of both CD8+ cytotoxic and CD4+ helper T cells in MMTV-PyMT mice.   

Next, we examined the effects of Pim1 deletion on tumor cell signaling.  Immunoblot analyses 

on mammary tumors showed reduced phosphorylation of p70S6K and 4E-BP1, and increased 

expression of p21 and p27 cell cycle regulators in Pim1 KO-MMTV-PyMT mice compared to 

MMTV-PyMT mice (Fig 16B).  We also observed reduced expression of c-MET, Vimentin and 

Slug in mammary tumors of Pim1 KO-MMTV-PyMT mice compared to MMTV-PyMT mice 

(Fig. 16B). RT-qPCR analysis also showed significantly reduced mRNA expression of EMT 

markers, Snail, Vimentin and c-MET, in Pim1 KO-MMTV-PyMT mice compared to MMTV-

PyMT mice (Fig. 16A).  Taken together, these results suggest that PIM1 plays an important role 

in breast tumor growth and metastasis. 
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Figure 16. Effect of PIM1 KO on PyMT Tumor signaling.  A) RT-qPCR analysis of PyMT 

tumors revealed PIM1 KO significantly decreased mRNA expression of SNAIL, Vimentin, and 

Met.   B) Immunoblot analysis of PyMT tumors revealed decreased phosphorylation of p70s6K 

and 4EBP1.  Total expression of p21 and p27 was increased.  Total expression of Met, Vim, 

Snail, and Slug were decreased.  Actin was used as a loading control.   

 

PIM kinases have previously been shown to phosphorylate CXCR4, which stabilizes the protein 

in the membrane, increasing its overall expression and activity.  CXCR4 has been suggested to 

promote metastasis. Since Pim1/2 deletion decreased lung metastasis in MMTV-PyMT mice, we 

also examined CXCR4 expression by immunoblotting. We found that PyMT mice had 
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significantly higher surface expression than both Pim1 KO PyMT mice and Pim2 KO PyMT 

mice.  We also found that Pim1/Pim2 double knockout PyMT mice had greater reduction of 

CXCR4 expression (Fig. 17). 

 

 

 

 

 

 

Figure 17. CXCR4 expression in MMTV-PyMT mouse mammary gland tumors.  12 week 

old PyMT mice were sacrificed and mouse mammary gland tumors were dissociated into single 

cell suspension and CXCR4 expression was evaluated by A) flow cytometry and B) western blot 

analysis. 
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Figure 18. Effect of PIM1/PIM2 deletion BAD Phosphorylation at Ser112 in PyMT Mouse 

Tumors.  10-week-old MMTV-PyMT mouse tumor sections were stained using a primary 

antibody for pBAD (Ser112) and a goat-anti-rabbit secondary antibody conjugated to 

TRITC(Green).  The nucleus was stained using DAPI (Blue).  Images were obtained using an 

Olympus BX-51 epi-fluorescent microscope at 1000X magnification.  Upon PIM1/2 deletion 

pBAD (Ser112) is dramatically decreased in PyMT tumors 

 



106 
 

We additionally examined the effects of PIM1/2 deletion on BAD phosphorylation by 

immunofluorescence.  Tumors were cryosectioned and stained using a Ser112 phospho-BAD 

specific antibody and DAPI.  We found that Pim1 deletion, Pim2 deletion, and Pim1/2 double 

deletion all decreased the levels of BAD phosphorylation in PyMT tumors.  BAD is an important 

positive regulator of apoptosis, and a reduction in phosphorylation of Ser112 suggests Pim1/2 

kinases play an role in preventing apoptosis of breast tumors. 

 

 

Inhibition of PIM kinase by TP-3654 significantly reduces tumor growth and metastasis  

To evaluate the effect of PIM kinase inhibition on breast cancer progression and metastasis we 

treated MMTV-PyMT mice with TP-3654.  MMTV-PyMT mice at 6 weeks were treated with 

TP-3654 (200 mg/kg) daily via oral gavage for 6 weeks.  Tumor size and mouse weight were 

monitored during the treatment.  At 12 weeks of age the mice were euthanized, tumors and vital 

organs were then harvested to evaluate tumor progression and metastasis. 
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Figure 19. Inhibition of PIM1 with TP-3654 decreases tumor growth and lung metastasis of 

MMTV-PyMT mice.  Mice were treated for 6 weeks with the PIM kinase inhibitor TP3654 

(200mg/kg orally).  A) Representative images of MMTV-PyMT and TP3654 treated mice at the 

end of treatment.  B) Tumor growth of MMTV-PyMT and TP3654 treated mice (n=5 for each 

group).  Tumor burden was calculated by measuring the length and width of the tumors each 

week C) Mouse weight over the course of treatment.  D) H&E staining of tumor and lung 

sections. E) Representative images of mouse lungs following 6 weeks of treatment.  F) 

Quantification of lung metastases. G) RT-qPCR analysis of tumors following treatment reveled 

SNAIL, VIM, and Met were significantly decreased.  H) Immunoblot analysis of tumors 

following TP3654 treatment.    Significance was calculated using Student’s T-test.  (* p<0.05; ** 

p<0.005; *** p<0.001). 

 

We found that treatment of TP-3654 significantly inhibited tumor growth, without causing any 

significant decrease in the mouse weight (Fig 19A-C).  Histological analysis of tumors also 
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showed that treatment of TP3654 significantly reduced tumor progression in MMTV-PyMT 

mice (Fig 19D).  We also monitored the blood parameters of the mice and collected other vital 

organs and observed no significant side effects from the drug (data not shown).  Treatment of 

TP-3654 significantly reduced mammary tumor growth and lung metastasis was markedly 

decreased in TP-3654 treated MMTV-PyMT mice (Fig. 19 E-F).  RT-qPCR analysis showed 

significantly reduced mRNA expression of Snail, Vimentin and c-Met in TP-3654 treated 

MMTV-PyMT mice (Fig. 19G).  We also performed immunoblot analysis on these mice and 

found a reduction in p70-S6K and 4EBP1 phosphorylation, increase in p21 expression, and a 

decrease in c-MET, SLUG, and Vimentin expression (Fig 19H) similar to that observed in Pim1 

KO-MMTV-PyMT mice.  Thus, the PIM kinase inhibitor TP-3654 reduces tumor growth and 

metastasis by inhibiting mTORC1 signaling, negatively regulating the cell cycle, and preventing 

EMT, a necessary step in breast cancer metastasis.  Taken together, these results suggest that 

inhibition of PIM kinase by TP-3654 could be useful for the treatment of breast cancer. 

 

Effects of combining TP3654 with Chemotherapies 

We also evaluated if TP-3654 could be combined with currently available treatments to produce 

an even greater effect.  TNBC patients receive a combination of a taxane, including paclitaxel or 

docetaxel, an anthracycline, such as doxorubicin, and a platinum agent, including cisplatin or 

carboplatin. We treated TNBC cell lines with TP-3654 in combination with these chemotherapy 

drugs.   

First, we evaluated the single chemotherapy agents against TNBC cell growth.  We tested 

cisplatin, doxorubicin, and docetaxel in MDA-231 cells.  100,000 cells were seeded in 6 well 
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plates in DMEM +2% FBS and allowed to grow in the presence of drug for 3 days.  Viable cells 

were counted using trypan blue exclusion.  We found that individual treatment resulted in a 

significant inhibition of growth, with IC50 values of 2.2 μM, 100.3 nM, and 1.9 nM for cisplatin, 

doxorubicin, and docetaxel respectively (Fig 20 A-C). 

   

 

Figure 20. Effects of chemotherapy drugs in MDA-231 TNBC cells.  Cells were plated and 

allowed to adhere overnight.  The cells were then maintained in DMEM + 2%FBS and 

corresponding drug concentrations.  Viable cells were harvested and counted by trypan blue 

exclusion.  A) Cisplatin, B) Doxorubicin, and C) Docetaxel all significantly inhibited MDA-231 

cell growth. 

 

We then examined the effects of combined treatment of TP-3654 with these various 

chemotherapy drugs.  We utilized TNBC cell lines MDA-231 and their highly metastatic 

subclone MDA-231-2B cells.  Cells were treated with TP-3654 alone or in combination with 

doxorubicin or cisplatin for 72 hours and cell viability was measured using presto-blue HS.  

We observed that treatment of TP-3654 alone significantly reduced proliferation of MDA-231 

and MDA-231-2B cells in a dose-dependent manner (Fig. 21 A, B). Notably, highly metastatic 

MDA-231-2B cells were more pronouncedly inhibited by TP-3654 treatment than parent MDA-
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231 cells with an IC50 value of 0.71 μM for MDA-231-2B cells and 1.3 μM for parent MDA-

231 cells (Fig. 21A, B).  Combined treatment of TP-3654 with doxorubicin or cisplatin resulted 

in significantly greater reduction of proliferation in MDA-231 and MDA-231-2B cells when 

compared to single drug treatment (Fig 21 C-F).   

 

Figure 21. Combination treatment of TP3654 and chemotherapies in MDA-231 and MDA-

231-2B cells.  Cells were plated and allowed to adhere overnight.  The cells were then 

maintained in DMEM + 2%FBS and corresponding drug concentrations.  Viable cells were 

quantified using PrestoBlue-HS.  TP3654 treatment in MDA-231 and MDA-231-2B cells 

resulted in significant decreases in proliferation.  Combination treatment of 1.0 μM TP3654 and 

varying concentrations of C-D) Doxorubicin, and E-F) Cisplatin further significantly inhibited 

MDA-231 and MDA-231-2B cell growth when compared to single treatment alone. 
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Combination of TP3654 and doxorubicin or cisplatin resulted in further decreases in proliferation 

than single drug alone.  This suggests that combination of these drugs may improve patient 

responses.  To further evaluate these drug combinations, we then tested for synergy using 

COMPUSYN software, which utilizes the CI method for calculating synergy.  If a CI is less than 

1, the combination is considered synergistic, where if it is greater than 1 it is considered 

antagonistic.  CI values equal to 1 indicate an additive effect.   

We found that combination of TP3654 with both doxorubicin and cisplatin in MDA-231 cells 

produced a synergistic effect (Fig 22 A-B).  We also found that in MDA-231-2B cells 

combination of TP3654 with doxorubicin produced a synergistic effect (Fig 22 C).  

Unexpectedly, we found that cisplatin and TP3654 combined treatment did not produce a 

synergistic effect, and instead it produced an antagonistic effect (Fig 22 D).   These results 

suggest that TP3654 may work in combination with current therapies, however, further work 

must be done to further evaluate which drugs can be combined. 
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Figure 22. Formal synergy assay of TP3654 and doxorubicin/cisplatin combination.  CI 

values were calculated from cell line proliferation data using CompuSyn software.  MDA-231 

cells treated with a combination of TP3654 and A) doxorubicin or B) cisplatin produced a 

synergistic effect.  Combination of TP3654 with doxorubicin also produced a synergistic effect 

in MDA-231-2B cells (C), however combination with cisplatin resulted in an antagonistic effect 

(D).   
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In order to further study the in vivo effects of drug combination on breast tumor growth and 

metastasis we performed MDA-231-2B xenograft experiments.  NSG mice were injected with 

1x107 cells, and tumors were allowed to reach 0.5 cm in width.  After primary tumors were 

established in NSG mice, we treated these mice with placebo (vehicle), TP-3654, doxorubicin 

and TP-3654 plus doxorubicin for 5 weeks.  TP-3654 was given at a dose of 200 mg/kg via oral 

gavage daily.  Doxorubicin was administered at a dose of 2.5 mg/kg once per week via i.p. 

injection.  Tumor growth and mice weight were monitored twice per week during the course of 

the treatment.   

We found that treatment of TP-3654 or doxorubicin alone significantly reduced tumor growth in 

MDA-231-2B xenograft mice (Fig 23A).  Combined treatment of TP-3654 plus doxorubicin 

resulted in greater reduction of tumor growth compared to vehicle treatment or doxorubicin 

treatment alone (Fig. 23A). The combination, however, was not significantly reduced when 

compared to TP-3654 treatment (Fig. 23A). 
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Figure 23.  TP3654 and doxorubicin treatment in MDA-231-2B NSG mouse xenografts. 

NSG mice were injected with MDA-231-2B cells.  Treatment started after tumors reached 0.5 

cm in width.  Treatment groups include vehicle, doxorubicin (2.5 mg/kg, weekly), TP3654 (200 

mg/kg, daily), and combination.  A) Tumor growth was monitored as well as B) mouse weight.  

C) Representative image of tumor size.   
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We also monitored the mouse weight during the course of the treatment as an indication of 

potential side effects.  We found that mice treated with doxorubicin or combination lost a 

significant amount of weight (Fig 23B).  TP3654 treated mice also exhibited significant weight 

loss, but it was to a much lesser extent than the mice receiving doxorubicin.  These results 

indicate that doxorubicin has severe side effects, and a lower dosage may be needed in future 

experiments.   

 

RNA-seq analysis revealed multiple pathways contributing to growth and metastasis 

To gain further insights into the mechanisms by which PIM1 reduces breast cancer cell growth 

and metastasis, we performed RNA-seq analysis on MDA-231 cells that were PIM1 deleted or 

treated with TP-3654 for 48 hours.  PCA analysis revealed separate clustering for each treatment 

group (Fig. 24 A).  Volcano plots for each group were produced using DESeq2 (Fig 24 B-C).  

Gene set enrichment (GSEA) analysis revealed significant enrichment of genes related to 

translation elongation, mammary stemness, proliferation, metastasis, and EMT in control MDA-

231 cells compared with PIM1 deleted or TP-3654 treated MDA-231 cells (Fig. 24 D-E).  
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Figure 24. RNA-seq analysis identified proliferation, EMT, and metastasis pathways were 

significantly altered by PIM1 deletion or inhibition with TP-3654 in MDA-231 cells. 

Volcano plots for genes differentially expressed in A) MDA-231 PIM1 KO cells and B) TP3654 

treated MDA-231 cells.  GSEA analysis showed a significant negative enrichment of genes 

related to proliferation, EMT, and metastasis in C) PIM1 KO MDA-231 cells and D) TP3654 

treated MDA-231 cells. GSEA analysis also found several Hallmark pathways were enriched 

following E) PIM1 deletion or F) TP3654 treatment. G) Venn diagram showing the overlap of 

upregulated (red) and downregulated (blue) genes in PIM1 deleted and TP3654 treated MDA-

231 cells.  Further RT-qPCR validation confirmed H) PIM1 deletion or I) inhibition in MDA-

231 cells significantly reduced expression of FOS, DUSP1, FOXC1, CXCR4 and IL-18.  J) 

PIM1 correlation analysis of breast cancer patient expression data.  Pearson correlations were 

performed and found FOS, DUSP1, CXCR4, FOXC1, and IL-18 were significantly positively 

correlated with PIM1.   (*P<0.05, **P<0.01, ***P<0.001). 

 

We also found several hallmark pathways were negatively regulated including oxidative 

phosphorylation, notch signaling, hypoxia, and estrogen response (Fig. 24 F-G).  RNA-seq 

analysis also revealed 66 genes that were significantly reduced and 122 genes that were 

significantly increased in both PIM1 CRISPR and TP3654 treated cells (Fig. 24 H).  We further 

validated FOS, DUSP1, FOXC1, CXCR4, IL18, and SMAD7 from these overlapping genes by 

RT-qPCR.  Both PIM1 deletion and treatment with TP-3654 for 48 hours resulted in significant 

decreases in the mRNA expression of these selected targets (Fig. 24 I-J).  These targets were 

chosen because previous studies have shown they are important for breast cancer progression 

and metastasis (36-47).  Analysis of TCGA data also revealed that PIM1 expression was 

positively correlated with these targets (Fig. 24 K).  We observed that PIM1 deletion or 

inhibition significantly reduced expression of FOS, DUSP1, FOXC1, CXCR4, and IL18 (Fig 24 

I-J).   

We also examined the effects of Pim1/2 deletion on the overall gene expression landscape.  To 

do this, we purified RNA from 12-week-old PyMT mice and Pim1/2 double knockout mice and 

performed RNA-seq analysis.   
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PCA analysis revealed that the PyMT tumor samples clustered well together, and they were 

separated well from the Pim1/2 double knockout samples, although, the two double knockout 

samples did not cluster together (Fig 25A).  Similar to MDA-231 PIM1 CRISPR and MDA-231 

TP3654 treated samples, both Fos and DUSP1 expression was significantly reduced in Pim1/2 

double knockout PyMT tumors, suggesting that PIM kinase signaling regulates expression of 

these targets.  

Our analysis also found that S100a8 was significantly decreased in Pim1/2 double knockout 

PyMT mice.  Both HR+ breast cancers and TNBCs have previously been found to have 

significantly higher expression of S100a8 and is highly correlated with significantly shorter 

overall survival.  S100A8 is an inflammatory mediator and is associated with several different 

cancers.  S100A8 promotes breast cancer progression by activating several different 

inflammatory signaling pathways including IL-6, TNF-α, TGF-β, NFKB, and MAPK.   
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Figure 25. RNA-Seq Analysis of Pim1 Pim2 double knockout PyMT tumors. A) Principal 

Component Analysis of PyMT and Pim1 Pim2 KO PyMT samples.  B) Volcano Plot of 
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significantly altered genes.  C) Gene-set-Enrichment analysis (GSEA) of RNA-sequencing data 

with normalized enrichment score (NES) False discovery rate (FDR) are shown. 

 

Additionally, we performed GSEA analysis to assess which pathways are being affected by Pim1 

and Pim2 deletion in PyMT tumors (Fig 25C).  Our analysis revealed that multiple pathways 

involving collagen and the extra cellular matrix were significantly enriched in PyMT tumors 

compared to Pim1/2 double knockout mice.  Collagen and the extracellular matrix play an 

important role in breast cancer metastasis.  We also found that pathways related to cell stemness, 

EMT, and metastasis were significantly enriched in PyMT tumors compared to Pim1/2 knockout 

PyMT mice (Fig. 25C).  Finally, we also found that pathways related to inflammation and 

immune regulation were also affected by Pim1/2 knockout in PyMT tumors (Fig. 25C).   

PIM1 deletion or inhibition significantly decreased breast cancer cell growth, invasion and 

metastasis.  PIM1 deletion or inhibition in MMTV-PyMT mice significantly decreased tumor 

growth and metastasis in these mice.  RNA-seq and immunoblot analysis revealed several EMT 

markers were also decreased with PIM1 deletion or inhibition.  These results suggest that PIM1 

plays an important role in breast cancer growth, EMT, and metastasis.   
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Chapter 4  

Discussion 

Breast cancer remains one of the most frequently diagnosed cancer in women.  Despite recent 

advances in imaging, early detection, and new treatments, approximately 42,000 women die each 

year in the United States (1).  Breast cancers are a very heterogenous disease, with a wide array 

of mutations and genetic alterations driving the underlying disease progression.  Several genes 

have been identified as frequently altered including overexpression of estrogen receptor, 

progesterone receptor, or HER2 (2).  While inhibition of these receptors coupled with surgery 

and radiation has improved patient responses, there is still a great need to identify new targets in 

order to produce more effective treatments.   

We found that PIM1 and PIM2 kinases are frequently amplified and overexpressed in breast 

cancers.  We also found that TNBC patients had significantly higher expression of PIM1 and 

PIM2.  PIM kinases have been linked to cell growth, survival, and drug-resistance in various 

hematologic and solid tumors.   So, we assessed the role of PIM1/PIM2 in breast cancer growth, 

progression, and metastasis.   

To evaluate our hypothesis, we started by knocking down PIM1 and PIM2 in a panel of breast 

cancer cell lines.  We found that PIM1 knockdown significantly inhibited growth of the breast 

cancer cell lines MDA-231, MDA-468, BT-20, HCC-1806, HS578T, MCF-7, and BT474.  

MDA-231, MDA-468, BT-20, HCC-1806, and HS578T cells are all TNBC cell lines.  Of the cell 

lines we tested, PIM1 knockdown was most effective in TNBC.  This is possible due to the 

higher levels of PIM1 expression in TNBC cell lines.  However, we did observe a significant 

decrease of proliferation by PIM1 depletion in HR+ cell line MCF-7 and HER2+ cell line 
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BT474.  This suggests that PIM1 may also play a significant role in HR+ and HER2+ breast 

cancer, however due to a lack of directed therapies, we focused on TNBC.  

We additionally knocked down PIM2 in a panel of breast cancer cell lines and found that PIM2 

knockdown only significantly reduced proliferation of MDA-468 and HS578T cells.  This could 

be due to redundancy in PIM signaling, and in most of the cell lines we examined, PIM1 

expression is higher than PIM2.  Because we observed greater effect on cells with PIM1 

knockdown compared to PIM2 knockdown, our follow up experiments focused mostly on PIM1.   

There are several different mechanisms that could explain why PIM1/2 are upregulated in breast 

cancers.  PIM kinases are induced by several different cytokines (3).  In breast cancer, several 

different cytokines have been fond to be misregulated in the local tumor environment including 

IL-1, IL-6, IL-11, and TGF-β (4).  IL-6 has been shown to induce PIM1 expression in MCF-7 

cells, so it is possible that this is one mechanism to explain the overexpression of PIM1 in breast 

cancers (5).  We also found that PIM1 and PIM2 expression was significantly higher in TNBCs 

than the other receptor types.  PIM expression can also be induced by aberrant JAK/STAT 

signaling (6).  In TNBCs, amplifications of 9p24, the region containing JAK2 are common (7).  

Patients with this amplification were found to have significantly shorter survival than those 

without and it is possible that these genetic alterations can lead to the increased expression of 

PIM1/2 in TNBCs (7).  PIM expression can also be induced under hypoxic conditions, which are 

commonly present in breast tumors due to their rapid growth (8).   

Breast cancers are often inherently non-lethal, but associated mortalities with breast cancers 

occur when the primary tumor metastasizes to vital organs (9).  So, we assessed the effects of 

PIM1 depletion on cell migration, invasion, and tumor sphere formation in TNBC cells.  We 

showed that deletion of PIM1 diminishes MDA-231 and HCC-1806 cells’ ability to migrate and 
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invade.  We also showed that deletion of PIM1 significantly reduced anchorage independent 

growth and colony forming ability in these TNBC cells.  These results indicate that PIM1 plays 

an important role in breast cancer metastasis.   

One of the major questions we were investigating was what step of metastasis does PIM1 play an 

important role in.  Metastasis requires cells to first locally invade into surround tissues.  We 

found that several EMT markers were downregulated following PIM1 deletion or inhibition.  We 

also found that in Matrigel invasion assays that MDA-231 cells were less invasive following 

PIM1 deletion.  This suggests PIM1 plays an important role in the initial steps of metastasis.   

During metastasis, after invading into local tissues, cancer cells then enter the bloodstream and 

must survive in circulation.  EMT also plays a role in this process, and we evaluated cancer cell’s 

ability to survive and proliferate in suspension, using tumorsphere formation assays, where cells 

were grown on ultra-low attachment plates.  We found that deletion or inhibition of PIM1 

significantly decreased tumorsphere formation ability.  These results suggest that PIM1 may also 

promote anchorage independent growth in breast cancer, which is also contributing to the overall 

decrease in metastasis we saw in our MMTV-PyMT mouse experiments.   

Data from our PIM1 knockdown/deletion studies prompted us to investigate the effects of PIM1 

inhibition on breast cancer cells.  We found that inhibition of PIM kinase by TP-3654 

significantly reduced proliferation in several different breast cancer cell lines.  Similar to our 

knockdown experiments TNBC cell lines tended to be the most sensitive to TP3654.  However, 

we did also observe a significant reduction of proliferation in HR+ MCF-7 cells and HER2+ 

BT474 cells.  Additionally, we showed that treatment of TP-3654 significantly reduced cell 

migration, anchorage independent growth, and colony forming ability.   



129 
 

 

We also provided some mechanistic insights into inhibition of breast cancer cells by PIM1 

deletion or inhibition.  We found that knockdown or inhibition of PIM1 resulted in a decrease in 

phosphorylation of p70S6K and 4E-BP1 and an increase in p21 expression.  Phosphorylation of 

p70S6K and 4E-BP1 results in increased protein synthesis and cellular growth (10-11).  p21 is a 

negative regulator of cell cycle, and its increase could also explain some of the decreased cell 

proliferation observed in breast cancer cells upon PIM1 deletion or inhibition (12). 

PIM1 signaling overlaps significantly with PI3K/Akt/mTOR.  The PI3K/Akt/mTOR pathway 

has been found to be altered in more than 70% of all breast tumors (53). This pathway has also 

been shown to have a significant role in breast cancer cell survival, proliferation, migration, and 

apoptosis (53).  Because of these frequent alterations and their role in cancer, several clinical 

trials have focused on inhibitors of this pathway.  Despite showing promise and being approved 

for treatment of HR+ breast cancers, a high number of adverse events during trials with 

everolimus have led limited success of targeting this pathway (54).  It is important to note, while 

there is significant overlap between the pathways, it has also been reported that while treating 

cells with rapamycin, PIM kinase signaling was still able to activate downstream target 4EBP1, 

indicating an independent mechanism that is not dependent on mTOR (55).  Additionally, it has 

also been reported that Akt and PIM kinases regulate eIF-4B through phosphorylation of 

separate sites; PIM1 phosphorylated eIF-4B at Ser406, where Akt phosphorylates eIF-4B at 

Ser422 (56).  These independent mechanisms indicate that while there is significant overlap with 

Akt signaling, PIM signaling not only activates downstream mTOR signaling, but it does so 

independently of Akt.  This may explain why targeting PIM kinases alone may be sufficient to 

affect these signaling pathways without targeting Akt.  Further, the high number of adverse 
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events may from drugs targeting the PI3K/Akt/mTOR pathway may be circumvented by 

targeting PIM kinase to affect the same pathway.  In addition, PIM kinase inhibition may also 

work synergistically with mTOR inhibitors such as everolimus.   

EMT has been found to promote the metastatic propensity of several different cancers including 

breast cancer. Vimentin and SLUG have been implicated in cancer metastasis (13-14).  We 

found that knockdown or inhibition of PIM1 resulted in decreased expression of EMT markers 

SLUG and Vimentin.   Taken together, these results suggest that PIM1 plays an important role in 

promoting EMT and targeting PIM kinase may reduce breast cancer metastasis due to impaired 

migratory and invasive ability acquired through EMT. 

We then went on to examine the in vivo effects of Pim1/2 deletion on tumor growth and 

metastasis using the MMTV-PyMT mouse model of breast cancer.  We chose this model for 

multiple different reasons.  This model most closely follows the normal progression of breast 

cancer development, where primary tumors first form, before becoming invasive and 

metastasizing to the lungs (15).  In addition, the immune system is intact in this mouse model 

(15).   

We found that deletion of Pim1 or Pim2 alone significantly decreased both tumor growth and 

metastasis in PyMT mice.  Pim1 and Pim2 double deletion in MMTV-PyMT mice also resulted 

in a significant decrease in tumor growth that was significantly less than both control PyMT 

tumors and Pim2 KO PyMT tumors, however, was not significantly different from Pim1 deletion 

alone.  We did, however, find that deletion of both Pim1 and Pim2 in PyMT mice resulted in the 

greatest decrease in metastasis to the lungs.   
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We also tested the in vivo efficacy of PIM kinase inhibitor TP-3654 in MMTV-PyMT mice.  

Similar to genetic deletion of Pim1in MMTV-PyMT mice, PIM kinase inhibition resulted in a 

significant decrease in tumor growth and lung metastasis.  We also found that the mice tolerated 

the TP-3654 treatment very well as we did not see any significant changes in mouse weight 

throughout the course of the treatment, and endpoint analysis of organs showed no gross changes 

in organ function.  

A major question is which step of metastasis does PIM1 play a role in.  PIM1 knockdown 

resulted in decreases in EMT, which may explain some of the decreases in cellular migration and 

invasion, but we also saw anchorage independent growth, and colony formation ability impaired.  

This suggests that PIM1 may play an important role in several stages of metastasis, from the 

tumors initial invasive capabilities that are gained during EMT, to cell stemness that is needed to 

support anchorage independent growth and colony formation at distant sites.  It has been 

reported that PIM1 promotes expression of c-Met through phosphorylation of eIF4B (16).  We 

found that total c-Met expression was decreased with PIM1 deletion or inhibition but were 

unable to consistently show a decrease in eIF4B phosphorylation.  This mechanism needs to be 

investigated further, but a decrease in c-Met also suggests a possible mechanism for the decrease 

in cell invasion/migration and metastasis.    

We would also like to further evaluate how PIM1 is inhibiting EMT.  Our study identified that 

we see a significant decrease in EMT marker expression upon knockdown or inhibition of PIM1, 

however we have not yet fully worked out how this is happening.  We did find that PIM1 

deletion or inhibition significantly reduced expression of c-Met both in vitro and in vivo.  c-Met 

has been shown to promote EMT, however we expect there are additional signaling pathways 

related to EMT that are affected by PIM1/2.  Previous studies have identified multiple different 
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pathways including TGF-β signaling, MAPK signaling, and NF-KB signaling contribute to EMT 

(17-20).   

TGF-β activates phosphorylation of SMAD2 and SMAD3 (21).  It has also been reported that 

PIM1 can phosphorylate these proteins (22).  In addition, our RNA-seq analysis revealed a 

significant increase in SMAD7 expression.  SMAD7 negatively regulates SMAD2/3 signaling, 

and an increase may result in impaired TGF-β/SMAD induced EMT (23).  In preliminary 

experiments we have seen that SMAD2 phosphorylation is reduced with treatment of TP3654 

(data not shown), but we were not able to show this result consistently with PIM1 or PIM2 

knockdown.   

Breast cancers are very heterogeneous diseases, and no single drug is sufficient to completely 

cure the disease.  We saw the greatest effectiveness of PIM kinase inhibition with TP3654 in 

TNBC cells.  TNBCs are treated with a combination of chemotherapy drugs including a taxane, 

an anthracycline, and a platinum salt.  We showed that combined treatment of TP-3654 with 

doxorubicin or cisplatin resulted in greater inhibition of TNBC cells.  Furthermore, combined 

treatment of TP-3654 and doxorubicin resulted in significantly greater reduction of tumor growth 

compared with vehicle or doxorubicin treatment in MDA-231-2B xenograft NSG mouse 

experiments.  These results are still preliminary.  We need to repeat these experiments to ensure 

reproducibility.  In future experiments, we would also like to evaluate the combination of 

additional drugs used to treat breast cancer, including docetaxel and cisplatin. 

Our studies also found that PIM1 and PIM2 play an important role in regulation of immune 

evasion of tumors.  We found that deletion of Pim1 and deletion of both Pim1 and Pim2 resulted 

in a significant decrease in tumor associated macrophages (TAMs).  Macrophages have been 

shown to release pro-inflammatory cytokines which promote EMT and metastasis in breast 
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cancer (24).  In TNBC, TAMs are also a negative prognostic marker (25).  We also found that 

PIM1 and PIM2 double knockout resulted in a significant increase in number of both CD4+ 

helper T cells and CD8+ cytotoxic t cells when compared to PyMT control tumors.  T cell 

infiltration is associated with better patient survival and considered a positive prognostic marker 

(26-27).  Our RNA-seq analysis found that PD-L1 was significantly decreased with PIM1 

deletion or inhibition.  PD-L1 promotes tumor immune evasion, and this decrease may explain 

why we see more T-cells in tumors where PIM1 or PIM2 is deleted.  At this time, we do not 

know the exact mechanism of how PIM1/2 deletion leads to a decrease in PD-L1 but our RNA-

seq analysis revealed some possible pathways.  Overall, we see a decrease in multiple different 

EMT markers, and EMT has been found to play an important role in regulation of PD-L1 (44).    

The PD-1/PDL1 interaction has been a major target identified in immunotherapy drugs (28).  

Pembrolizumab, an antibody that blocks PD-1 on lymphocytes has shown great promise as a new 

treatment option for cancer patients (29-31).  It has shown great promise as a drug in melanoma, 

lung cancer, head and neck cancer, stomach and cervical cancers (29-30).  Recent clinical trials 

(KEYNOTE-522) of pembrolizumab have examined it's potential as a neoadjuvant treatment for 

patients with stage III or higher TNBC.   This study found a 7.5% improvement in pathologic 

complete response (pCR) in patients receiving pembrolizumab in combination to traditional 

chemotherapy treatment compared to those receiving chemotherapy alone.  This clinical trial 

also reveled a significant improvement in patient event-free survival in patients receiving 

Keytruda.  Despite these promising results, approximately 45% of TNBC patients in the study 

still did not respond to treatment with pembrolizumab. This suggests that additional drugs may 

be necessary to further improve patient responses.  Because we see PD-L1 decreased by PIM1 
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deletion or inhibition, we hypothesize that combining TP-3654 with currently immunotherapy 

drugs targeting PD-1/PD-L1 may work synergistically together.  

 

Our RNA-seq analysis revealed several pathways are altered by PIM1 deletion or inhibition.  We 

observed significant enrichment of genes related to translation elongation, mammary stemness, 

proliferation, metastasis and EMT in control MDA-231 cells compared with PIM1 deleted or 

TP3654-treated MDA-231 cells. We observed that PIM1 deletion or inhibition significantly 

reduced expression of FOS, DUSP1, FOXC1, CXCR4, and IL18. RT-qPCR further validated the 

expression of these target genes are affected by PIM1 deletion or inhibition. 

Our RNA-seq results revealed that c-FOS was significantly reduced in all 3 groups of samples 

we examined.  c-FOS has previously been shown to induce PD-1 (32).  Additionally, we found 

that IL-18 was significantly decreased with PIM1 deletion and PIM kinase inhibition. Tumor 

derived IL-18 has also been reported to induce PD-1 expression (33).  In addition, our GSEA 

analysis revealed Notch signaling was significantly negatively enriched in PIM1 PIM2 double 

knockout tumors.  Notch signaling has also been shown to increase PDL1 expression (34).  

Furthermore, in non-small cell lung cancer, notch mutations have been found to be a prognostic 

marker for response to immunotherapy, suggesting it plays an important role in patient response 

to immunotherapy (35).  Combined treatment with TP-3654 and pembrolizumab should also be 

examined in future experiments.   

PIM kinase deficient mice are viable, develop normally, and reproduce indicating that PIM 

kinase is an excellent drug target with minimal side effects (36).  Several different PIM kinase 

inhibitors have been developed including SGI-1776, AZD-1208, and TP3654.  In previous 



135 
 

clinical trials SGI-1776 failed due to cardiotoxicity and AZD-1208 also exhibited high rates of 

adverse events (37-38). TP-3654 is a novel second-generation PIM kinase inhibitor, which has 

already entered phase I/II clinical trials and shown great promise as a potential therapeutic for 

multiple different cancers including myelofibrosis and various solid tumors (NCT03715504, 

NCT04176198). 
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Future Directions 

We have shown that PIM1 plays a key role in breast cancer growth, EMT, and metastasis.  In 

future experiments we would like to further investigate the mechanisms by which PIM1 is 

contributing to these processes.  We performed RNA-seq analysis on MDA-231 cells that had 

PIM1 deletion or were treated with the PIM inhibitor TP-3654.  This analysis revealed several 

pathways related to breast cancer progression and metastasis that require additional validation.  

Our pathway analysis revealed significant enrichment in genes related to translation, 

proliferation, EMT, and metastasis.  In future experiments we would like to further understand 

exactly how PIM1 is impacting these different targets, to do this we plan on first identifying 

which proteins are direct targets of PIM1 and which effects are downstream of those targets. 

First, we would like to perform a non-biased screen of the phospho-proteome in MDA-231 cells.  

We plan on deleting PIM1 in these cells and comparing the protein phosphorylation to control 

cells.  This will allow us to identify potential targets that are phosphorylated by PIM1.  It is 

important to note these targets will then need to be narrowed down further to direct effects vs 

indirect effects of PIM1.  A phospho-proteome experiment will however allow us to identify 

targets that are no longer phosphorylated when PIM1 is deleted, these targets can then be 

validated in future experiments.   

To evaluate which proteins are direct targets of PIM1 we plan on overexpressing FLAG-tagged 

PIM1 in MDA-231 cells followed by immunoprecipitation experiments.  We will use a flag 

specific antibody to pulldown PIM1, along with any interacting proteins.  Several targets of 

PIM1 have already been identified in other settings, but our non-biased screen followed by 

immunoprecipitation will allow us to assess what additional targets may be having a significant 
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impact on our observed phenotype.  This will also allow us to identify which interactions are 

directly the result of PIM1, rather than an indirect downstream effect. 

Our results showed a reduction in phosphorylation of both p70-s6K and 4EBP1 when PIM1 was 

deleted or inhibited.  These have previously been identified as targets of PIM1, and help explain 

some of the phenotype we observed, but further validation is needed to show that the changes in 

phosphorylation are what is driving our observed phenotype.  To further evaluate these targets, 

we plan on deleting PIM1 and overexpressing these proteins.  PIM1 mediated phosphorylation of 

4EBP1 and p70-S6K may be due to downstream activation of mTORC1.  PIM1 has been found 

to directly phosphorylate PRAS40 at Thr246 (45-46).  PRAS40 is normally a negative regulator 

of mTORC1, and phosphorylation at Thr246 prevents this negative regulation, resulting in 

downstream phosphorylation of 4EBP1 and p70-S6K (45-46).  It has also been shown that PIM1 

overexpression in the presence of mTOR inhibitors is sufficient to increase the phosphorylation 

of 4EBP1, indicating a direct interaction exists (47).  We plan on evaluating this interaction first 

with our immunoprecipitation experiments to show if a direct interaction exists, followed by 

downstream rescue experiments to determine its effects on our observed phenotype.    

Phosphorylation of 4EBP1 at Thr37/46 prevents its association and subsequent inhibition of 

eIF4E (48).  To study the effects of phosphorylation on cell growth, invasion, and EMT, we plan 

on deleting PIM1, while overexpressing 4EBP1 that has been mutated to prevent 

phosphorylation, or simply deleting the protein itself.  It has previously been reported that cap-

dependent translation is important for the regulation of EMT marker Snail as well as pro-

metastatic c-Met (49).  In cells that have both PIM1 and 4EPB1 deleted we will assess the effects 

on cell proliferation, invasion/migration, and EMT marker expression.  We expect that deletion 

of PIM1 and 4EBP1 will result in little to no change in expression of downstream proteins c-Met 
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and Snail, suggesting that 4EBP1’s negative regulation of cap-dependent translation is vital for 

the regulation of these proteins.    

Conversely, several different activating mutations in p70-S6K have been identified, which can be 

overexpressed in rescue experiments to see if the changes in proliferation, migration/invasion, 

EMT, and metastasis are due to changes in the phosphorylation of these proteins. Thr412 

mutations resulting in a single amino acid substitution to Glu in p70-s6K have been found to 

increase its activity 20-30-fold (50). So, to evaluate the role of p70-S6K, we plan on deleting 

PIM1 while overexpressing p70-S6K-T412G to see if activated p70-s6K is sufficient to rescue 

cells.  We plan on first evaluating any effects on proliferation and migration/invasion in cells.  

We would additionally like to assess any changes in gene expression.  We think that over-

expression of p70-S6K-T412G will result in reactivation of protein synthesis, and we will not 

only see an effect on cell growth, but also on expression of EMT markers such as Snail/Slug.  

These experiments will allow us to further elucidate the mechanisms by which PIM1 is 

contributing to these processes. 

Our RNA-Seq data revealed that FOS and DUSP1 were both significantly decreased with PIM1 

deletion or inhibition.    We started with these genes in common to validate by RT-qPCR.  We 

selected these genes for their known roles in cancer, however we still need to determine how 

exactly PIM kinases are regulating these several different downstream targets.  In future 

experiments, we plan on examining these targets further.  Our current model suggests that 

deletion or inhibition of PIM1 results in decreased phosphorylation of 4EBP1, resulting in 

decreased cap-dependent translation, which ultimately results in a decrease of c-Met.  C-Met is a 

receptor for hepatic growth factor (HGF) (51).  HGF binding has been shown to activate the 

MAPK signaling cascade.  This signaling has been shown to activate transcription of the c-Fos 
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gene as well as activate a negative feedback loop by increasing transcription of DUSP1.  To 

evaluate if the changes we see in c-Fos and DUSP1 result from decreased expression of c-Met 

we first plan on knocking down c-Met in MDA-231 cells to see if this also results in decreased c-

Fos and DUSP1 expression.  In follow up experiments we also plan on deleting PIM1 while 

overexpressing c-Met to ensure the changes in FOS and DUSP1 are due to changes in c-Met 

expression, and not a different PIM1 dependent mechanism.   

Several previous studies have found that PIM signaling from the different family members is 

redundant; however, we see very different results on tumor growth and metastasis in our PyMT 

mice when PIM1 or PIM2 is deleted.  Additionally, we also expected that if this is true to see 

more of an effect on tumor growth and metastasis when we deleted both PIM1 and PIM2 in these 

mice.  Instead, we found that there were no significant changes in tumor growth between Pim1 

KO PyMT mice and Pim1 Pim2 KO PyMT mice.  We also found that deletion of PIM1 in MDA-

231 cells resulted in a compensatory effect, where PIM2 expression is upregulated, however 

despite this upregulation, we still see significant effects on cell proliferation, migration/invasion, 

and metastasis.  We think that this may be because Pim1 is expressed at a higher level in PyMT 

tumors, so deletion of Pim1 has more of an effect, but this needs to be examined further. In 

future experiments we plan to further evaluate any differences between Pim1 and Pim2 by 

performing additional RNA-seq analysis on PyMT tumors.  We plan to evaluate the effects of the 

single deletions on tumor signaling individually, as well as the double deletion together.  This 

will allow us to assess if the same genes are being affected by deletion, or if there are different 

genes affected by Pim1 and Pim2.  If PIM signaling is truly redundant, we expect that similar 

genes/pathways will be significantly altered by deletion of Pim1 or Pim2.  If deletion of Pim1 or 
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Pim2 however results in several different genes and pathways being affected, this would suggest 

that different roles for Pim1 and Pim2 may exist that need to be evaluated further.   

This project has focused on PIM1; We chose to focus on PIM1 and PIM2 initially because they 

were misregulated in breast cancer at higher rates than PIM3.  While performing our initial 

knockdowns on a panel of breast cancer cells we found that PIM1 had a larger effect than PIM2, 

so we subsequent work focused on PIM1.  PIM3 however, is highly expressed in the mammary 

tissue of both mice and humans, so we hypothesize that PIM3 may also play an important role in 

breast cancer growth and metastasis.  In future experiments we would also like to delete PIM3 in 

a panel of breast cancer cell lines and perform similar experiments to evaluate the effects on cell 

growth, migration/invasion, and cell signaling.  It has been reported that PIM signaling is largely 

redundant, so we expect that deletion of PIM3 may also produce similar effects.  It may also be 

that PIM1 and PIM2 are induced in a cancer setting, and PIM3 is not, so deletion of PIM3 may 

also have less of an effect on these processes, but that must first be determined experimentally.   

Another major question we would like to answer is what about breast cancer is leading to an 

increase in PIM1/2.  We found that PIM1 and PIM2 were overexpressed or amplified in a large 

percentage of breast cancers, and that TNBCs had significantly higher PIM1 and PIM2 

expression than the other subtypes of breast cancer.  In the future, we would like to further 

analyze patient data to try and provide possible mechanisms of how PIM1 and PIM2 are being 

induced in breast cancer.  To do this we plan on examining TCGA data to look for any possible 

mutations or other genetic changes that may explain why PIM kinases are being upregulated.  

There are several different ways PIM kinases are regulated, and we predict that it may not just be 

one thing.  One possible explanation for TNBCs having higher PIM1/2 expression is that JAK2 

amplifications are common in TNBCs, and the JAK/STAT pathway can induce PIM expression 
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(52).  In future experiments we would like to evaluate the patient data, to provide possible 

explanations which could later be verified experimentally.  For example, if we find that patients 

with amplification of PIM1 also have amplification of EGFR, we could overexpress EGFR in 

cells and see if it affects PIM expression.  Additionally, we would also like to verify our results 

by performing immunohistochemistry staining of patient samples.   

It is also worth noting that our PIM knockout mice are whole body knockouts, that are not 

inducible.  In early studies we ensured that deletion of PIM1 or PIM2 did not significantly 

impact mammary gland development by performing whole mount analysis and found no 

significant impairments on mammary gland development (data not shown).  This suggests that 

any changes we see in tumor growth and metastasis we see are not due to impaired mammary 

gland development in these mice.  This, however, does not allow us to assess if the changes we 

see in tumor growth and metastasis are tumor intrinsic, or a result of additional changes outside 

the tumor itself.  To assess if the effects we see resulting from PIM deletion are due to intrinsic 

changes in the tumor itself, we plan on performing allograft experiments where we transplant 

tumor cells from control or Pim1 deleted PyMT tumors into wild-type control mice.  We plan on 

evaluating any changes in tumor growth as well as any changes in metastasis that may occur.    

In preliminary studies, we found that tumor growth was still significantly reduced with PIM1/2 

deletion however, we did not see significant changes in metastasis.  This indicates that the effects 

on tumor growth are intrinsic to the tumors themselves, however, metastasis may require PIM 

signaling outside of the tumor, but this needs to be evaluated further in future experiments.   

One potential reason we see differences in our whole-body knockouts compared to transplanted 

tumors are in differences in immune cell function.  Our data suggests that deletion of PIM1 has a 

significant impact on the immune milieu present in the tumor.  We found that deletion of PIM1 
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resulted in a significant decrease in the number of tumor associated macrophages found in the 

tumor.  TAMs are associated with a worse prognosis in breast cancer due to their release of pro-

inflammatory cytokines which drive growth and metastasis.  In future studies we would like to 

evaluate the effects of PIM1/2 deletion on macrophage growth and invasion.  To do this, we plan 

on culturing macrophages from both control FVB mice as well as PIM1/2 deleted mice to first 

evaluate any changes in growth.  After establishing the role PIM1/2 play in the growth of 

macrophages, we would also like to evaluate how deletion of PIM1/2 affects cell invasion.    

We also found that PIM1 and PIM2 double knockout resulted in a significant increase in number 

of both CD4+ helper T cells and CD8+ cytotoxic t cells when compared to PyMT control 

tumors.  T cell infiltration is associated with better patient survival and considered a positive 

prognostic marker (26-27).  In future studies we would also like to further increase the number of 

animals for each these experiments.  We also found no significant differences in the CD45+ 

CD3+ T-cells overall, so we would also like to examine Treg cells to see if any significant 

differences exist there.  Treg cells play an important role in immune evasion in tumor 

progression, and because we see differences in CD4+ and CD8+ T cells in our PIM1/2 knockout 

mice we hypothesize there may also be differences in Treg cells as well. 

We found significant differences between T cells and macrophages at the tumors after PIM1/2 

knockout.  We started looking at these cells because of previous reports suggesting that PIM1/2 

play important roles in these cells.  In future experiments we would like to examine any other 

changes that may be occurring in the regulation of any other immune cells such as natural killer 

cells or neutrophils.  Our RNA-seq data showed that inflammation was significantly affected by 

PIM deletion, so we think these other cells may be affected as well.  Along these lines we would 

also like to evaluate serum cytokine levels to see if PIM1/2 deletion affect these as well.  We 
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have already collected serum from previously analyzed mice and plan to check cytokines such as 

TGF-β by ELISA.     

Breast cancers are very heterogeneous diseases, and no single drug is sufficient to completely 

cure the disease.  We saw the greatest effectiveness of PIM kinase inhibition with TP3654 in 

TNBC cells.  TNBCs are treated with a combination of chemotherapy drugs including a taxane, 

an anthracycline, and a platinum salt.  We showed that combined treatment of TP-3654 with 

doxorubicin or cisplatin resulted in greater inhibition of TNBC cells.  Furthermore, combined 

treatment of TP-3654 and doxorubicin resulted in significantly greater reduction of tumor growth 

compared with vehicle or doxorubicin treatment in MDA-231-2B xenograft NSG mouse 

experiments.  These results are still preliminary, and we need to repeat these experiments to 

ensure reproducibility.  In future experiments, we would also like to evaluate the combination of 

additional drugs used to treat breast cancer, including docetaxel and cisplatin.  In addition to 

evaluating the combination, we would also like to test if treatment with chemotherapy drugs 

induces PIM expression.  DNA damage has been reported to induce PIM expression, and both 

cisplatin and doxorubicin cause DNA damage, so we hypothesize that treatment with these 

chemotherapies may induce PIM expression, so the combination may provide synergistic effects. 

One of the issues we have had with combination treatments is trying to figure out the correct 

concentrations of each drug to use in order to achieve a synergistic effect.  In future experiments, 

we would like to screen cells in a 96 well plate with varying concentrations of TP-3654 and the 

other drug.  For TP-3654 we plan on screening 0.125 μM, 0.25 μM, 0.5 μM, 1.0 μM, and 2.0 

μM.  For the additional drug being screen we will set the concentrations used based on single 

treatments.  Previously, we have been picking one concentration of TP-3654 and combining with 

multiple concentrations of additional drug.  In future experiments, we plan on testing all of the 
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different concentrations for each drug in combination, using presto-blue HS to measure cell 

viability.  This high throughput approach will allow us to test several different combinations at 

one time, without having to predict what concentration of drugs are needed.  Based on this screen 

we can then perform additional drug treatments as needed.   

In addition to chemotherapies in future experiments we would also like to evaluate the 

combination of directed therapies that are available for HR+ and HER2+ breast cancers.  In 

preliminary experiments we have started testing tamoxifen in combination with TP-3654 in 

MCF-7 cells.  We have seen at least an additive effect when combining TP-3654 with tamoxifen 

but would like to test additional concentrations of these drugs to further evaluate if the drugs can 

be combined to achieve a synergistic effect.  If a synergistic effect is achieved, in future 

experiments we would also like to test the combination in animal models.  The PyMT model of 

breast cancer has amplified estrogen receptor signaling, so we think this would be a good model 

to start evaluating this combination but would also like to test in NSG xenograft experiments as 

well.   

In addition to tamoxifen, HR+ breast cancer patients can also receive a CDK4/6 inhibitor such as 

palbociclib.  In preliminary experiments we have tested this combination in MDA-231 cells but 

would like to further evaluate the effect on HR+ breast cancer cell lines.  Our studies have shown 

that p21/p27 expression is increased with TP-3654 treatment.  Both p21 and p27 are potent cell 

cycle inhibitors, so we hypothesize that targeting the cell cycle at multiple points may produce a 

synergistic effect.  We plan on testing this combination in MCF-7 cells to start, and also would 

like to evaluate the effects of combined treatments in animal models of HR+ breast cancer as 

well.   
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In addition to directed therapies for HR+ breast cancers, we would also like to assess the 

combination of TP-3654 with lapatinib.  Our results showed that HER2+ breast cancer cells were 

less sensitive to PIM kinase inhibition, however we did see a significant reduction in cell growth.  

To further evaluate the potential of PIM kinase inhibition in HER2+ breast cancers we would 

also like to test the combination of lapatinib with TP-3654.  We plan on first testing TP-3654 

alone on a larger panel of HER2+ breast cancer cell lines, as well as the combination of TP-3654 

and lapatinib in these cells.  If the treatment proves effective in cells, we would also like to then 

test the combination in mouse models of breast cancer.   

Our RNA-seq analysis revealed several pathways are altered by PIM1 deletion or inhibition.  We 

observed significant enrichment of genes related to translation elongation, mammary stemness, 

proliferation, metastasis and EMT in control MDA-231 cells compared with PIM1 deleted or 

TP3654-treated MDA-231 cells. We observed that PIM1 deletion or inhibition significantly 

reduced expression of FOS, DUSP1, FOXC1, CXCR4, and IL18. RT-qPCR further validated the 

expression of these target genes are affected by PIM1 deletion or inhibition. 

Our RNA-seq results revealed that c-FOS was significantly reduced in all 3 groups of samples 

we examined.  c-FOS has previously been shown to induce PD-1 (32).  Additionally, we found 

that IL-18 was significantly decreased with PIM1 deletion and PIM kinase inhibition. Tumor 

derived IL-18 has also been reported to induce PD-1 expression (33).  In addition, our GSEA 

analysis revealed Notch signaling was significantly negatively enriched in PIM1 PIM2 double 

knockout tumors.  Notch signaling has also been shown to increase PDL1 expression (34).  

Furthermore, in non-small cell lung cancer, notch mutations have been found to be a prognostic 

marker for response to immunotherapy, suggesting it plays an important role in patient response 
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to immunotherapy (35).  Combined treatment with TP-3654 and pembrolizumab should also be 

examined in future experiments. 

In addition to combining with current chemotherapy drugs, in future experiments we would also 

like to evaluate the combination of PIM kinase inhibition with radiation treatment.  Radiation is 

commonly used to treat breast cancers of all receptor types prior to surgery to shrink tumors (39-

40).  Radiation causes damage to DNA, which could lead to an increase in PIM kinases (41).    

PIM1 has been identified as a biomarker for radiation response in other cancers including head 

and neck cancer and non-small cell lung cancer cells, and we hypothesize that PIM1/2 may also 

play an important role in radiosensitization of breast cancer cells (42-43).    We first want to 

study if PIM kinases are induced in breast cancer cells in response to radiation.  Next, we would 

like to pre-treat cells prior to irradiation with varying concentrations of TP-3654 to evaluate if 

the combination may be beneficial.  We plan to use both cell lines and PyMT mice for these 

experiments. 

Lastly, we would also like to test TP-3654 treatment in patient derived xenograft (PDX) models 

of breast cancer.  We have tested TP-3654 in NSG xenograft experiments using MDA-231-2B 

cells and PyMT mice.  MDA-231-2B xenograft experiments showed that TP-3654 was effective, 

but we would like to test TP-3654 in additional TNBC models.  PyMT mice are not a true triple-

negative model and there is no genetic TNBC model.  PDX mice containing TNBC tumors are 

commercially available, and we would like to perform TP-3654 in these mice.  This will allow us 

to further assess the effectiveness of TP-3654 in vivo, and in a patient derived TNBC setting.  In 

future experiments we would like to treat mice with TP-3654 and assess the effect on tumor 

growth as well as metastasis.  These experiments will provide additional evidence that TP-3654 

may be a good candidate drug for clinical trials.   



147 
 

 

In conclusion, we demonstrate that PIM1 knockdown or inhibition significantly reduces both 

breast cancer cell growth, migration, invasion, and tumor sphere formation.  Genetic deletion of 

Pim1 or pharmacologic inhibition resulted in significantly impaired breast tumor growth and 

lung metastasis. We also identified several downstream targets of PIM1 that are affected by 

PIM1 deletion or inhibition in breast cancer cell lines and MMTV-PyMT mice. In addition, we 

showed that PIM1 contributes to EMT and metastasis by regulating the expression of Vimentin, 

Slug and c-Met in breast cancer cells. Lastly, we show that combined treatment of TP-3654 and 

doxorubicin may result in greater inhibition of breast cancer cell growth.  Taken together, these 

results suggest that PIM1, and to a lesser extent PIM2 play important roles in breast cancer 

growth and metastasis.   Results from our study support the clinical investigation of PIM kinase 

inhibitor TP-3654 alone or in combination with chemotherapies in patients with TNBC. 

 

 

 

 

 

 

 

 

 



148 
 

References 

1. National Program of Cancer Registries and Surveillance, Epidemiology, and End Results 

Program SEER*Stat Database: NPCR and SEER Incidence – U.S. Cancer Statistics Public Use 

Research Database with Puerto Rico, 2021 submission (2005–2019), United States Department 

of Health and Human Services, Centers for Disease Control and Prevention and National Cancer 

Institute. Released June 2022. Available at www.cdc.gov/cancer/uscs/public-use 

2.  Dunnwald, L. K., Rossing, M. A., & Li, C. I. (2007). Hormone receptor status, tumor 

characteristics, and prognosis: a prospective cohort of breast cancer patients. Breast cancer 

research, 9(1), 1-10. 

3.  Lilly, M., Holland, P., & Hendrickson, S. L. (1992). Sustained expression of the pim-1 kinase 

is specifically induced in myeloid cells by cytokines whose receptors are structurally 

related. Oncogene, 7(4), 727-732. 

4.  Wang, L., Simons, D. L., Lu, X., Tu, T. Y., Avalos, C., Chang, A. Y., ... & Lee, P. P. (2020). 

Breast cancer induces systemic immune changes on cytokine signaling in peripheral blood 

monocytes and lymphocytes. EBioMedicine, 52, 102631. 

5.  Gao, X., Liu, X., Lu, Y., Wang, Y., Cao, W., Liu, X., ... & Wang, H. (2019). PIM1 is 

responsible for IL-6-induced breast cancer cell EMT and stemness via c-myc activation. Breast 

Cancer, 26(5), 663-671. 

6.  Čokić, V. P., Mitrović-Ajtić, O., Beleslin-Čokić, B. B., Marković, D., Buač, M., Diklić, M., ... 

& Raj, P. K. (2015). Proinflammatory cytokine IL-6 and JAK-STAT signaling pathway in 

myeloproliferative neoplasms. Mediators of inflammation, 2015. 

7.  Balko, J. M., Schwarz, L. J., Luo, N., Estrada, M. V., Giltnane, J. M., Dávila-González, D., ... 

& Arteaga, C. L. (2016). Triple-negative breast cancers with amplification of JAK2 at the 9p24 

locus demonstrate JAK2-specific dependence. Science translational medicine, 8(334), 334ra53-

334ra53. 

8.  Chen, J., Kobayashi, M., Darmanin, S., Qiao, Y., Gully, C., Zhao, R., ... & Lee, M. H. (2009). 

Hypoxia-mediated up-regulation of Pim-1 contributes to solid tumor formation. The American 

journal of pathology, 175(1), 400-411. 

9.  Mettlin, C. (1999). Global breast cancer mortality statistics. CA: a cancer journal for 

clinicians, 49(3), 138-144. 

10.  Zhang, F., Beharry, Z. M., Harris, T. E., Lilly, M. B., Smith, C. D., Mahajan, S., & Kraft, A. 

S. (2009). PIM1 protein kinase regulates PRAS40 phosphorylation and mTOR activity in FDCP1 

cells. Cancer biology & therapy, 8(9), 846-853. 

11. Von Manteuffel, S. R., Gingras, A. C., Ming, X. F., Sonenberg, N., & Thomas, G. (1996). 

4E-BP1 phosphorylation is mediated by the FRAP-p70s6k pathway and is independent of 

http://www.cdc.gov/cancer/uscs/public-use


149 
 

mitogen-activated protein kinase. Proceedings of the National Academy of Sciences, 93(9), 4076-

4080. 

12.  Xiong, Y., Hannon, G. J., Zhang, H., Casso, D., Kobayashi, R., & Beach, D. (1993). p21 is a 

universal inhibitor of cyclin kinases. Nature, 366(6456), 701-704. 

13.  Satelli, A., & Li, S. (2011). Vimentin in cancer and its potential as a molecular target for 

cancer therapy. Cellular and molecular life sciences, 68(18), 3033-3046. 

14.  Ye, Y., Xiao, Y., Wang, W., Yearsley, K., Gao, J. X., Shetuni, B., & Barsky, S. H. (2010). 

ERα signaling through slug regulates E-cadherin and EMT. Oncogene, 29(10), 1451-1462. 

15.  Attalla, S., Taifour, T., Bui, T., & Muller, W. (2021). Insights from transgenic mouse 

models of PyMT-induced breast cancer: recapitulating human breast cancer progression in 

vivo. Oncogene, 40(3), 475-491. 

16.  Cao, L., Wang, F., Li, S., Wang, X., Huang, D., & Jiang, R. (2019). PIM1 kinase promotes 

cell proliferation, metastasis and tumor growth of lung adenocarcinoma by potentiating the c-

MET signaling pathway. Cancer letters, 444, 116-126. 

17.  Cho, E. S., Kang, H. E., Kim, N. H., & Yook, J. I. (2019). Therapeutic implications of 

cancer epithelial-mesenchymal transition (EMT). Archives of pharmacal research, 42(1), 14-24. 

18.  Kotiyal, S., & Bhattacharya, S. (2014). Breast cancer stem cells, EMT and therapeutic 

targets. Biochemical and biophysical research communications, 453(1), 112-116. 

19.  Antony, J., Thiery, J. P., & Huang, R. Y. J. (2019). Epithelial-to-mesenchymal transition: 

lessons from development, insights into cancer and the potential of EMT-subtype based 

therapeutic intervention. Physical biology, 16(4), 041004. 

20.  Asgarova, A., Asgarov, K., Godet, Y., Peixoto, P., Nadaradjane, A., Boyer-Guittaut, M., ... 

& Hervouet, E. (2018). PD-L1 expression is regulated by both DNA methylation and NF-kB 

during EMT signaling in non-small cell lung carcinoma. Oncoimmunology, 7(5), e1423170. 

21.  Weiss, A., & Attisano, L. (2013). The TGFbeta superfamily signaling pathway. Wiley 

Interdisciplinary Reviews: Developmental Biology, 2(1), 47-63. 

22.  Zhao, B., Liu, L., Mao, J., Zhang, Z., Wang, Q., & Li, Q. (2018). PIM1 mediates epithelial-

mesenchymal transition by targeting Smads and c-Myc in the nucleus and potentiates clear-cell 

renal-cell carcinoma oncogenesis. Cell death & disease, 9(3), 1-14. 

23.  Yan, X., Liu, Z., & Chen, Y. (2009). Regulation of TGF-β signaling by Smad7. Acta 

biochimica et biophysica Sinica, 41(4), 263-272. 

24.  Choi, J., Gyamfi, J., Jang, H., & Koo, J. S. (2018). The role of tumor-associated macrophage 

in breast cancer biology. 

25.  Yu, T., & Di, G. (2017). Role of tumor microenvironment in triple-negative breast cancer 

and its prognostic significance. Chinese Journal of Cancer Research, 29(3), 237. 



150 
 

26.  Oshi, M., Asaoka, M., Tokumaru, Y., Yan, L., Matsuyama, R., Ishikawa, T., ... & Takabe, 

K. (2020). CD8 T cell score as a prognostic biomarker for triple negative breast 

cancer. International journal of molecular sciences, 21(18), 6968. 

27.  Matsumoto, H., Thike, A. A., Li, H., Yeong, J., Koo, S. L., Dent, R. A., ... & Iqbal, J. 

(2016). Increased CD4 and CD8-positive T cell infiltrate signifies good prognosis in a subset of 

triple-negative breast cancer. Breast cancer research and treatment, 156(2), 237-247. 

28.  Meng, X., Huang, Z., Teng, F., Xing, L., & Yu, J. (2015). Predictive biomarkers in PD-

1/PD-L1 checkpoint blockade immunotherapy. Cancer treatment reviews, 41(10), 868-876. 

29.  Khoja, L., Butler, M. O., Kang, S. P., Ebbinghaus, S., & Joshua, A. M. (2015). 

Pembrolizumab. Journal for immunotherapy of cancer, 3(1), 1-13. 

30.  Garon, E. B., Rizvi, N. A., Hui, R., Leighl, N., Balmanoukian, A. S., Eder, J. P., ... & 

Gandhi, L. (2015). Pembrolizumab for the treatment of non–small-cell lung cancer. New 

England Journal of Medicine, 372(21), 2018-2028. 

31.  Schmid, P., Cortes, J., Pusztai, L., McArthur, H., Kümmel, S., Bergh, J., ... & 

O’Shaughnessy, J. (2020). Pembrolizumab for early triple-negative breast cancer. New England 

Journal of Medicine, 382(9), 810-821. 

32.  Guo, J., Xue, Z., & Wang, L. (2022). Transcriptional regulation of the immune checkpoints 

PD-1 and CTLA-4. Cellular & Molecular Immunology, 1-2. 

33.  Park, I. H., Yang, H. N., Lee, K. J., Kim, T. S., Lee, E. S., Jung, S. Y., ... & Kong, S. Y. 

(2017). Tumor-derived IL-18 induces PD-1 expression on immunosuppressive NK cells in triple-

negative breast cancer. Oncotarget, 8(20), 32722. 

34. Mansour, F. A., Al-Mazrou, A., Al-Mohanna, F., Al-Alwan, M., & Ghebeh, H. (2020). PD-

L1 is overexpressed on breast cancer stem cells through notch3/mTOR 

axis. Oncoimmunology, 9(1), 1729299. 

35.  Roper, N., Velez, M. J., Chiappori, A., Kim, Y. S., Wei, J. S., Sindiri, S., ... & Thomas, A. 

(2021). Notch signaling and efficacy of PD-1/PD-L1 blockade in relapsed small cell lung 

cancer. Nature Communications, 12(1), 1-13. 

36.  Mikkers, H., Nawijn, M., Allen, J., Brouwers, C., Verhoeven, E., Jonkers, J., & Berns, A. 

(2004). Mice deficient for all PIM kinases display reduced body size and impaired responses to 

hematopoietic growth factors. Molecular and cellular biology, 24(13), 6104-6115. 

37.  Batra, V., Maris, J. M., Kang, M. H., Reynolds, C. P., Houghton, P. J., Alexander, D., ... & 

Smith, M. A. (2012). Initial testing (stage 1) of SGI‐1776, a PIM1 kinase inhibitor, by the 

pediatric preclinical testing program. Pediatric blood & cancer, 59(4), 749-752. 

38.  Cortes, J., Tamura, K., DeAngelo, D. J., De Bono, J., Lorente, D., Minden, M., ... & Dean, 

E. (2018). Phase I studies of AZD1208, a proviral integration Moloney virus kinase inhibitor in 

solid and haematological cancers. British journal of cancer, 118(11), 1425-1433. 



151 
 

39.  Hortobagyi, G. N. (1998). Treatment of breast cancer. New England Journal of 

Medicine, 339(14), 974-984. 

40. Maughan, K. L., Lutterbie, M. A., & Ham, P. (2010). Treatment of breast cancer. American 

family physician, 81(11), 1339-1346. 

41.  Baskar, R., Lee, K. A., Yeo, R., & Yeoh, K. W. (2012). Cancer and radiation therapy: 

current advances and future directions. International journal of medical sciences, 9(3), 193. 

42.  Peltola, K., Hollmen, M., Maula, S. M., Rainio, E., Ristamäki, R., Luukkaa, M., ... & 

Jalkanen, S. (2009). Pim-1 kinase expression predicts radiation response in squamocellular 

carcinoma of head and neck and is under the control of epidermal growth factor 

receptor. Neoplasia, 11(7), 629-IN1. 

43.  Kim, W., Youn, H., Seong, K. M., Yang, H. J., Yun, Y. J., Kwon, T., ... & Youn, B. (2011). 

PIM1-activated PRAS40 regulates radioresistance in non-small cell lung cancer cells through 

interplay with FOXO3a, 14-3-3 and protein phosphatases. Radiation research, 176(5), 539-552. 

44. Noman MZ, Janji B, Abdou A, et al. The immune checkpoint ligand PD-L1 is upregulated in 

EMT-activated human breast cancer cells by a mechanism involving ZEB-1 and miR-200. 

Oncoimmunology. 2017;6(1):e1263412. Published 2017 Jan 23. 

doi:10.1080/2162402X.2016.1263412 

45. Subbannayya T, Leal-Rojas P, Zhavoronkov A, et al. PIM1 kinase promotes gallbladder 

cancer cell proliferation via inhibition of proline-rich Akt substrate of 40 kDa (PRAS40). J Cell 

Commun Signal. 2019;13(2):163-177. doi:10.1007/s12079-018-00503-5 

46. Zhang F, Beharry ZM, Harris TE, et al. PIM1 protein kinase regulates PRAS40 

phosphorylation and mTOR activity in FDCP1 cells. Cancer Biol Ther. 2009;8(9):846-853. 

doi:10.4161/cbt.8.9.8210 

47.  Hammerman PS, Fox CJ, Birnbaum MJ, Thompson CB. Pim and Akt oncogenes are 

independent regulators of hematopoietic cell growth and survival. Blood. 2005;105(11):4477-

4483. doi:10.1182/blood-2004-09-3706 

48. Müller D, Lasfargues C, El Khawand S, et al. 4E-BP restrains eIF4E phosphorylation. 

Translation (Austin). 2013;1(2):e25819. Published 2013 Jul 24. doi:10.4161/trla.25819 

49. Li Y, Fan S, Koo J, et al. Elevated expression of eukaryotic translation initiation factor 4E is 

associated with proliferation, invasion and acquired resistance to erlotinib in lung cancer. Cancer 

Biol Ther. 2012;13(5):272-280. doi:10.4161/cbt.18923 

50. Weng QP, Kozlowski M, Belham C, Zhang A, Comb MJ, Avruch J. Regulation of the p70 

S6 kinase by phosphorylation in vivo. Analysis using site-specific anti-phosphopeptide 

antibodies. J Biol Chem. 1998;273(26):16621-16629. doi:10.1074/jbc.273.26.16621 

51. Uchikawa E, Chen Z, Xiao GY, Zhang X, Bai XC. Structural basis of the activation of c-

MET receptor. Nat Commun. 2021;12(1):4074. Published 2021 Jul 1. doi:10.1038/s41467-021-

24367-3 



152 
 

52.  Balko JM, Schwarz LJ, Luo N, et al. Triple-negative breast cancers with amplification of 

JAK2 at the 9p24 locus demonstrate JAK2-specific dependence [published correction appears in 

Sci Transl Med. 2019 Jan 23;11(476):]. Sci Transl Med. 2016;8(334):334ra53. 

doi:10.1126/scitranslmed.aad3001 

53.  Castaneda CA, Cortes-Funes H, Gomez HL, Ciruelos EM. The phosphatidyl inositol 3-

kinase/AKT signaling pathway in breast cancer. Cancer Metastasis Rev. 2010;29(4):751-759. 

doi:10.1007/s10555-010-9261-0 

54. Peterson, M.E. Management of adverse events in patients with hormone receptor-positive 

breast cancer treated with everolimus: observations from a phase III clinical trial. Support Care 

Cancer 21, 2341–2349 (2013). https://doi.org/10.1007/s00520-013-1826-3 

55.  Cen B, Xiong Y, Song JH, et al. The Pim-1 protein kinase is an important regulator of MET 

receptor tyrosine kinase levels and signaling. Mol Cell Biol. 2014;34(13):2517-2532. 

doi:10.1128/MCB.00147-14 

 


