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METHODOLOGY

One-step immortalization of primary 
human airway epithelial cells capable 
of oncogenic transformation
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Abstract 

Background: The ability to transform normal human cells into cancer cells with the introduction of defined genetic 
alterations is a valuable method for understanding the mechanisms of oncogenesis. Easy establishment of immortal‑
ized but non‑transformed human cells from various tissues would facilitate these genetic analyses.

Results: We report here a simple, one‑step immortalization method that involves retroviral vector mediated co‑
expression of the human telomerase protein and a shRNA targeting the CDKN2A gene locus. We demonstrate that 
this method could successfully immortalize human small airway epithelial cells while maintaining their chromosomal 
stability. We further showed that these cells retain p53 activity and can be transformed by the KRAS oncogene. 

Conclusions: Our method simplifies the immortalization process and is broadly applicable for establishing immortal‑
ized epithelial cell lines from primary human tissues for cancer research.
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and indicate if changes were made. The Creative Commons Public Domain Dedication waiver (http://creativecommons.org/
publicdomain/zero/1.0/) applies to the data made available in this article, unless otherwise stated.

Background
The evolution of cancer cells involves the acquisition of 
mutations that often fall within a set of defined genetic 
pathways. Experimental transformation of normal human 
cells into cancer cells through the introduction of defined 
oncogenic lesions represents a major breakthrough in 
cancer research, as this approach enables the step-by-
step re-construction of the oncogenic process. It has 
been established that multiple alterations are required to 
transition primary human epithelial cells to a neoplastic/
cancerous state in  vitro. Primary human cells cultured 
in  vitro experience two proliferation blockades, senes-
cence and crisis [1]. When grown in chemically defined 
media without feeder cells, primary human epithelial 
cells undergo rapid senescence that is likely a result of 
cell culture stress [2]. Cell culture senescence is associ-
ated with the up-regulation of the tumor suppressor 
p16INK4A and the subsequent activation of the Rb protein. 

Senescence can be bypassed with expression of viral 
oncoproteins that neutralize Rb and p53 activity [3–5]. 
These include the SV40 polyomavirus Large T (LgT) anti-
gen [6, 7], the adenovirus E1A protein [1, 3, 5, 8], and the 
papillomavirus E6 and E7 proteins [2, 6, 9–11]. Human 
cells that have by-passed senescence still have limited 
replicative potential due to insufficient telomerase activ-
ity, and they eventually encounter crisis due to progres-
sively shortening telomeres [1, 12, 13]. Re-expression of 
the catalytic subunit of telomerase, hTERT, which is suf-
ficient to restore telomerase activity in many cell types 
[2, 14], can prevent telomere erosion, maintain genomic 
stability and immortalize cells [3–5, 15–18]. Historically, 
primary human cells have been immortalized through a 
two-step process: the first step involves the introduction 
of the aforementioned viral oncoproteins to neutralize Rb 
and p53 activity to bypass cell culture senescence [4, 6, 
7]. The second step involves the introduction of hTERT, 
which serves to maintain telomere stability and prevent 
crisis [13]. Primary human epithelial cells immortalized 
this way can be successfully transformed by oncogenes 
such as Ras [19, 20]. This step-wise approach provides 
a valuable means to model malignant transformation 
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under genetically defined conditions. Since most human 
cancer cells do not harbor viral oncoprotein expression, 
recent studies have sought to obviate the need for viral 
oncoproteins. It has been shown that the over-expression 
of the G1 cell cycle kinase CDK4 [21, 22] or shRNA-
mediated knockdown of p16INK4A [23, 24] can immortal-
ize cells in the presence of hTERT.

Lung cancer is a leading cause of cancer-related mor-
tality in the United States and worldwide. Approxi-
mately  ~80% of lung cancer are non-small cell lung 
cancer (NSCLC) that is thought to originate from epi-
thelial cells of the small airway or the alveolus [25–27]. 
Sequencing studies and copy number variation analyses 
have revealed that human lung adenocarcinomas fre-
quently harbor mutations in KRAS, TP53 and CDKN2A 
[28, 29]. Previously, several studies have showed that 
NSCLC can be modeled in vitro with human airway and 
bronchial epithelial cells [20, 30, 31]. In these studies, pri-
mary airway and bronchial epithelial cells were immortal-
ized using hTERT together with either viral oncoproteins 
[30] or CDK4 overexpression [21]. Subsequent introduc-
tion of oncogenes such as KRAS could transform these 
cells and enable tumor growth in vivo [20, 30, 31].

Here we developed a simplified, one-step immortali-
zation method for primary human cells and we demon-
strated its utility in immortalizing human small airway 
epithelial cells (SAECs). We showed that immortalized 
SAECs are chromosomally stable and can be transformed 
by the KRAS oncogene in  vitro. This approach should 
facilitate the establishment of isogenic panels of normal 
and transformed human cell lines for the study of malig-
nant transformation.

Results
One‑step immortalization of small airway epithelial cells
In the absence of feeder cells, the standard immortaliza-
tion protocols for human epithelial cells typically involve 
a two-step process. First viral oncoproteins are intro-
duced to bypass p16INK4A and p53 dependent prolif-
eration blockade induced by cell culture stress. Second, 
hTERT is re-expressed to prevent crisis and maintain 
genomic stability. To simplify the immortalization pro-
tocol and to avoid the use of viral oncoproteins, we 
designed a retroviral vector, MSCV-pic2, that is capa-
ble of co-expressing a shRNA and a cDNA on the same 
selectable marker (Fig. 1a). Using this vector, we simulta-
neously introduced into primary human SAECs a hTERT 
cDNA and a shRNA against the human CDKN2A locus 
that targets both the p16INK4A and p14ARF proteins (here-
after referred to as sh_p16). We reasoned that this should 
allow cells to proliferate both continuously while main-
taining genomic stability in chemically defined media 
without feeder cells.

To validate our one-step immortalization approach, we 
engineered additional constructs that expressed a nega-
tive control shRNA targeting firefly luciferase (sh_ctrl) 
instead of sh_p16, and constructs that expressed the 
enhanced green fluorescent protein (EGFP) instead of 
hTERT. We transduced primary SAECs with these con-
structs and generated stable, polyclonal cell lines follow-
ing drug selection. In the untransduced cells, p16INK4A 
protein was expressed at moderate levels, whereas p14ARF 
protein was expressed at very low levels (Fig. 1b, lane 1). 
Since our sh_p16 targets a common exon shared by both 
p16INK4A and p14ARF, it knocked down both proteins by 
western blot (Fig. 1b, lanes 4, 5). To verify the activity of 
the hTERT cDNA, we used a PCR-based telomeric repeat 
amplification protocol (TRAP) assay to confirm that tel-
omerase activity was indeed elevated in cells expressing 
hTERT but not in cell expressing EGFP (Fig. 1c).

Next, we evaluated the proliferation capacity of SAECs 
stably expressing various combinations of hTERT and 

Fig. 1 Characterization of retroviral vector for one‑step immortaliza‑
tion. a Schematics of the MSCV‑pic2 vector design. For one‑step 
immortalization, a hTERT cDNA and a shRNA targeting p16INK4A and 
p14ARF were introduced into this vector. b Western blot verifying the 
knockdown of p16INK4A and p14ARF in stably transduced SAECs. c Tel‑
omerase activities in SAECs stably transduced with hTERT cDNA (error 
bars represent SD for all bar charts unless otherwise stated)
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sh_p16. Similar to previous studies on airway epithe-
lial cells [21], untransduced primary SAECs, as well as 
SAECs transduced with EGFP plus sh_ctrl only prolifer-
ated for a short period before senescing. SAECs express-
ing EGFP plus sh_p16, on the other hand, were able to 
bypass cell culture senescence and continue to prolifer-
ate for ~45 population doublings (PDs) before arresting, 
presumably as a result of reaching the Hayflick limit [12]. 
SAECs expressing hTERT plus sh_p16 were able to prolif-
erate pass the Hayflick limit and maintain log phase pro-
liferation beyond 70 PDs (Fig. 2a). Together, these results 
indicate that primary human epithelial cells can be suc-
cessfully immortalized in a one-step process using our 
single vector system that that co-expresses hTERT and 
sh_p16. We thus referred to these immortalized SAECs 
as iSAECs.

iSAEC morphology and genomic stability
Morphologically, iSAECs at early passage 19 (P19) 
and late passage (P71) exhibit similar features under 
phase-contrast microscopy (Fig.  2b). In contrast to BJ 
fibroblasts, iSAECs expressed the epithelial marker kera-
tin-19, similar to the NSCLC cell line HCC4006 (Fig. 2c). 
Western blots showed that iSAECs expressed the epithe-
lial marker E-cadherin, although they also expressed the 
mesenchymal marker vimentin at a low level (Fig.  2d). 
Thus we concluded that iSAECs have largely retained 
their epithelial characteristics throughout the immortali-
zation process.

Next, we wanted to confirm that our genetic manipula-
tion did not affect genomic stability in iSAECs. Cell cycle 
profiles of early passage (P19) and late passage (P71) 
SAECs showed that late passage cells have reduced G1 

Fig. 2 Characterization of the proliferation and morphology of iSAECs. a Population doubling (PD) curves for SAECs transduced with indicated 
cDNA and shRNA pairs. Only SAECs transduced with hTERT cDNA and sh_p16 were able to proliferate indefinitely. b Morphology of early and late 
passages (P19 and P71, respectively) iSAEC cells. c Expression of the epithelial marker keratin 19 (KRT19) in iSAECs. BJ fibroblasts and the NSCLC 
cell line HCC4006 were used as negative and positive controls, respectively. KRT19 mRNA levels were normalized to beta‑actin. d Expression of 
E‑cadherin and vimentin in iSAECs. BJ fibroblasts and the NSCLC cell line HCC4006 were used as controls
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population and increased S phase population, although 
G2/M population remained similar (Fig.  3a). We evalu-
ated the ploidy of iSAECs at early and late passages 
against early passage (P18) BJ fibroblasts using meta-
phase spreads. The majority of the iSAECs retained 
euploidy at both early and late passages (Fig.  3b), indi-
cating that they were chromosomally stable. We noted 
that the early iSAECs tended to have higher fraction of 
hypo-diploid cells with 45 chromosomes, which might 
be a result of chromosome loss during sample prepara-
tion. Lastly, we stained late passage iSAECs for telomeres 
using PNA-Cy3 telomere probes. All chromosome ends 
stained positive for telomere and no chromosome fusions 
were observed (Fig.  3c). Together, these results indicate 
that iSAECs are chromosomally stable.

Oncogenic transformation of iSAECs by mutant KRAS
We designed our immortalization system with the goal 
of keeping some degree of intact p53 response. Because 
the sh_p16 shRNA targets both the p16INK4 and p14ARF 
proteins, we recognize that the p14ARF-mediated regu-
lation of p53 function is likely to be affected. However, 
because in SAECs p14ARF level was very low to begin with 
(Fig. 1b), we reason that p53 response should at least be 
partially preserved in iSAECs. Indeed, p53 protein was 
readily detectable in iSAECs when compared to the osteo-
sarcoma cell line U2OS which retains WT p53 expression 
(Fig.  4a). Furthermore, when iSAECs were treated with 
the DNA damage agent doxorubicin, both p53 phospho-
rylation and the induction of the p53 target protein p21 
were robustly induced in iSAECs (Fig.  4a). Of note and 
different from U2Os cells, doxorubicin treatment did not 
substantially increase total p53 protein level in iSAECs. In 
addition, when we introduced a p53 shRNA (sh_p53) into 
iSAECs, we were able to deplete p53 and ablate doxoru-
bicin-induced p21 induction (Fig. 4a). Thus, we concluded 
that iSAECs retain p53 function and this allows the inde-
pendent manipulation of p53 activities in these cells.

Lastly, we wished to determine how iSAECs would 
respond to oncogenic transformation by the KRAS onco-
gene. We generated iSAECs stably expressing HA-tagged 
WT KRAS protein (KRASWT) or the constitutively active 
mutant KRAS-G12V protein (KRASV12) under the con-
trol of a tetracycline (tet)-inducible promoter. In these 
cells, doxycycline treatment leads to a dose-dependent 
induction of HA-KRAS (Fig.  4b). Unexpectedly, induc-
tion of KRASV12 did not dramatically activate the MAPK 
pathway as measured by ERK kinase phosphorylation 
(Fig.  4b). Neither was this level of KRASV12 expression 
able to confer anchorage-independent grow in soft aga-
rose. We next used a tet-inducible EGFP-KRASV12 fusion 
construct which can be expressed at a higher level to ele-
vate phospho-ERK level (Fig. 4c). Under these conditions 

the mutant EGFP-KRASV12 protein enabled AI colony 
formation (Fig.  4d). However, the clonogenic efficiency 
was low and only ~0.5% of cells formed soft agarose colo-
nies. Thus, iSAECs are capable of being transformed by 
the KRAS oncogene at a low efficiency, and it is likely that 
additional genetic perturbations are required for their 
full transformation [31].

Fig. 3 iSAECs are genomically stable. a Cell cycle distribution of 
early and late passage iSAECs in log phase culture (p values were 
determined using Student’s t test for all bar charts). b Chromosomal 
count of early and late passages (P14 and P79, respectively) iSAECs 
using metaphase spread of colcemid arrested mitotic cells. Early 
passage (P18) BJ fibroblasts were used as control. Numbers in each 
column indicates the number of metaphase spreads analyzed. c 
Telomere fluorescence in situ hybridization of late passage iSAECs. A 
representative metaphase spread image was shown
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Discussion
In this study, we developed a method that enables the 
one-step immortalization of human primary epithelial 
cells through the simultaneous introduction of hTERT 
cDNA and a shRNA against the CDKN2A locus. We 
demonstrate that this approach led to the establish-
ment of immortalized cells capable of replication beyond 
the Hayflick limit [12] while maintaining telomeres and 
genomic stability.

We avoided using viral oncoproteins such as LgT, E6 
and E7 in our approach as these proteins inactivate both 
the Rb and p53 pathway. We demonstrate that p16INK4A 
knockdown in combination with hTERT was sufficient 
for cell immortalization, similar to a previous report 
[24]. Due to the shared exon usage between p16INK4A 
and p14ARF proteins, we were unable to identify a potent 
shRNA that selectively knockdown p16INK4A but not 
p14ARF. However, in the case of SAECs, p14ARF expres-
sion level was very low and its depletion did not lead to 
loss of p53 proteins. Indeed, we found that in proliferating 
iSAECs p53 was expressed and could be readily activated 
by DNA damage. Thus, p53 function is at least partially 
preserved in iSAECs and full p53 inactivation may not 
be an obligatory requirement for the immortalization of 
these cells [21, 24]. Interestingly, in iSAECs, total p53 pro-
tein level was not substantially elevated by DNA damage. 
This was unexpected as phosphorylation typically stabi-
lizes p53 by interfering with its binding to the E3 ligase 
MDM2 [32]. Whether this phenomenon is specific to 
SAECs or is associated with our particular method of cell 
immortalization require further investigation. Neverthe-
less, our approach allows p53 activity to be manipulated 
separately, as we demonstrated with shRNA mediated p53 

knockdown. This is a useful feature as it enables the study 
of genetic interaction between p53 and other oncogene 
and tumor suppressors in this model system.

In iSAECs, the introduction of the KRAS oncogene 
could drive soft-agarose colony growth. However, the 

Fig. 4 Response of iSAECs to p53 activation and KRAS oncogene 
transformation. a Induction of p53 by DNA damage in iSAECs. iSAECs 
with or without stable expression of a p53 shRNA (sh_p53) were 
treated for 24 h with 200 nM doxorubicin and phospho‑p53 (Ser15) 
and p21 levels were measured by western blot. The p53 WT U2OS 
cells were included as a positive control. b Expression of tetracyclin 
(tet)‑inducible HA‑tagged KRASWT and KRASV12 proteins in iSAECs. 
iSAECs stably expressing KRAS cDNA were treated with 100 ng/ml 
doxycycline for various periods of time and the level of KRAS and 
phospho‑ERK (Thr202/T204) protein were measured. c Expression of 
tetracyclin (tet)‑inducible EGFP‑tagged KRASWT and KRASV12 proteins 
in iSAECs. iSAECs stably expressing inducible KRAS cDNA were 
treated with 100 ng/ml doxycycline for 2 days and the level of KRAS 
and phospho‑ERK protein were measured. d Soft agarose anchorage‑
independent (AI) colony assay of iSAECs cells following induction of 
EGFP‑KRASWT and EGFP‑KRASV12 proteins. 5000 iSAECs were seeded 
in soft‑agarose media with or without 100 ng/ml doxycycline and the 
colony numbers were counted 16 days later. The percentage values 
above each bar graph indicate clonogenic efficiency as a % of the 
total number of cells seeded

▸
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transformation efficiency was low and it required rela-
tively high levels of KRAS expression. Our findings thus 
indicate that human airway epithelial cells are relatively 
resistant to malignant transformation elicited by a sin-
gle oncogene. This is in agreement with previous studies 
indicating that KRAS alone was unable to fully transform 
immortalized airway epithelial cells and cooperation 
from additional oncogenes including PIK3CA and MYC 
are necessary for their full transformation [20, 22, 31].

A convenient method to immortalize cells serves two 
valuable purposes. First, immortalized cells such as 
iSAECs provide a starting point for the evaluation of 
oncogene and tumor suppressor function in a prospective, 
isogenic setting. This enables step-wise reconstruction 
of the oncogenic process by the introduction of defined 
genetic changes [19, 20, 22, 30, 31]. Second, immortalized 
but non-transformed epithelial cells are valuable “normal” 
controls for tumor cell lines for evaluating drug target and 
drug candidate toxicity. Currently, many human cancer 
cell lines lack “normal” counterparts from the same tissue. 
Although we only tested SAECs in this study, it is likely 
that, with the appropriate media conditions, our approach 
should facilitate the creation of immortalized epithelial 
cell lines from various tissues for cancer research.

Methods
Cell culture and pharmacological agents
Primary human small airway epithelial cells were pur-
chased from Lonza. Cells were cultured in SAGM growth 
media (Lonza). BJ Fibroblasts (ATCC) were cultured 
in eagle’s minimum essential medium (ATCC) supple-
mented with 10% heat inactivated fetal bovine serum 
(Hi-FBS, Life Technologies) and 100 units/mL penicillin 
plus 100  µg/ml streptomycin (P/S, Lonza). U2OS cells 
were cultured in McCoy’s 5A Media (Lonza) supple-
mented with 10% Hi-FBS and P/S. Cells were maintained 
at 37 °C in 5% CO2. Doxorubicin was used at a concentra-
tion of 200  nM for cell culture treatment. KaryoMAX® 
Colcemid™ Solution in PBS (Life Technologies) was used 
at a concentration of 0.1 ug/mL for metaphase spreads. 
Doxycycline was from Sigma.

Plasmid construction and generation of stable cell lines
MSCV-pic2 is a retroviral vector that co-expresses a 
cDNA and a shRNA. For one-step immortalization, we 
introduced into this vector the cDNA of the catalytic 
subunit of hTERT and a shRNA for the CDKN2A gene 
locus that knocks down both p16INK4A and p14ARF. Plas-
mids generated using the MSCV-pic2 vectors include: 
MSCV-pic2-neo-hTERT-sh_p16, MSCV-pic2-neo-
EGFP-sh_p16, MSCV-pic2-neo-hTERT-sh_Ctrl, MSCV-
pic2-neo-EGFP-sh_Ctrl. The shRNA target sequences 
were: sh_p16 (ACTCGGGAAACTTAGATCATCA), 

sh_p53 (CCCGGCGCACAGAGGAAGAGAA), sh_Ctrl 
(firefly luciferase shRNA CCCGCCTGAAGTCTCT-
GATTAA). The lentiviral tet-inducible vectors express-
ing EGFP-KRAS V12 and WT proteins were described 
before [33]. Plasmids were packaged in 293T cells with 
Trans-IT-293 Transfection Reagent (Mirus Bio). SAECs 
were transduced by spin infection at 1800 RPM for 
45  min. Stable cell lines were generated using the drug 
selectable markers associated with each vector.

Western blots
Cells were lysed directly with Laemmli sample buffer. 
Whole cell lysates were boiled for 10  min at 95  °C and 
subsequently stored at −80  °C. Whole cell lysates were 
separated using BioRad Mini-Protean TGX 4–20% 
resolving gels. The protein was then transferred to a 
nitrocellulose membrane. The source of antibodies were: 
p16INK4A (BD Bioscience #551153), p14ARF (Bethyl, A300-
340A), p53 (Santa Cruz #DO-1 SC-126), p21 (Calbio-
chem #OP64) Vinculin (Sigma #V9131), GAPDH (Santa 
Cruz #SC-25778) and phospho-p53-S15 (Cell Signaling 
Technology #9284), KRAS (Sigma, clone 4F3), phospho-
ERK (Cell Signaling Technology, #4377), total ERK (Cell 
Signaling Technology, #9102), phospho-Akt (Cell Signal-
ing Technology, #4058), Akt (Cell Signaling Technology, 
#9272), E-Cadherin (Cell Signaling Technology, #24E10), 
N-Cadherin (Cell Signaling Technology, #13116), Vimen-
tin (Cell Signaling Technology, #5741). Blots were devel-
oped using conjugated anti-rabbit or anti-mouse and 
either Luminata Forte (Millipore) substrate or SuperSig-
nal West Femto (Pierce) substrate on an Alpha Innotech 
HD2 Western Blot Imaging Station (protein Simple). 
Images were quantified with Alpha Innotech Image Soft-
ware or Adobe Photoshop. Cropping and contrast adjust-
ment were applied to entire images consistently without 
local alterations.

Quantitative reverse transcription PCR
RNA was extracted from early and late passage iSAECs, 
BJ Fibroblasts, and HCC4006 NSCLC cell line using the 
RNA easy Kit and QiaShredder Columns (Qiagen). Col-
lected RNA was reverse transcribed to cDNA using Mul-
tiscribe Reverse Transcriptase (Applied Biosystems). 
Real-time PCR was performed on the ABI 79300HT Real-
Time Thermo Cycler with SYBR Green using the follow-
ing primers pairs: KRT19_F (ACCAAGTTTGAGACG 
GAACAG) and KRT19_R (CCCTCAGCGTACTGAT 
TTCC), B-Actin_F (AGAGCTACGAGCTGCCTGAC) 
and B-Actin_R (AGCACTGTGTTGGCGTACAG). All 
mRNA levels were normalized to B-Actin levels and 
KRT19 levels in BJ Foreskin Fibroblasts. mRNA levels are 
the average of three technical replicates, and error bars 
are standard deviation.
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Cell cycle analysis flow sorting
Log phase iSAEC passage 19 (P19) and iSAEC (P71) 
were collected, stained and fixed with propidium iodide 
(Sigma-Aldrich). Cells were scanned with a FACS Calibur 
analyzer (Beckson-Dickinson) and the data acquired with 
CellQuest Pro software. FACS profiles were analyzed 
using ModFit LT for all samples. The experiment was 
performed with three biological replicates of iSAECs.

Metaphase spreads, FISH, and microscopy
Log-phase, iSAEC (P14), iSAEC (P79) and BJ Fibroblasts 
(P18) were treated with KaryoMAX® Colcemid™ Solu-
tion in PBS at 0.1 ug/mL for 6 h at 37  °C. Mitotic frac-
tions of cells were collected and pre-warmed 75  mM 
hypotonic solution was added to the mixture and incu-
bated at 37  °C for 25  min. Mitotic cells were fixed in a 
solution of 3:1 v/v Methanol to Acetic Acid. Slides were 
prepared and stained with SlowFade® Gold Antifade 
Mountant with DAPI (Life Technologies). Metaphase 
spreads were imaged with Zeiss Axio Microscope on a 
63× Oil Objective. Metaphase spreads were quantified 
manually using Adobe Photoshop for labeling and isola-
tion of chromosomes. Metaphase spreads of iSAEC (P61) 
were prepared as described above. Before the addition 
of DAPI, slides were stained with Telomere PNA Cy3 
probe (DAKO) according to the manufacturer’s instruc-
tions and then cross-stained with SlowFade® Gold Anti-
fade Mountant with DAPI. Telomere probe slides were 
imaged with Zeiss Axio Imager on a 63× Oil Objective.

Telomerase assay
Telomerase activity was quantified using the TRAPEZE 
RT Telomerase Detection Kit (Millipore) according to the 
manufacturer’s instructions.

Anchorage independent growth assays
Cells were plated at 5000 cells/well in 6-well plates in 
triplicates in soft-agarose. For tet-inducible EGFP-KRAS 
expression, doxycycline (100 ng/ml) was included in both 
the agarose-media mix. Cells were allowed to grow for 
16 days. Colonies were stained with 0.005% crystal violet 
in 5:4:1 methanol: water: acetic acid. Colonies were quan-
tified using the Alpha Innotech Imaging Station Colony 
Counter Software.

Population doubling
Stably transduced SAEC-hTERT-sh_p16, SAEC-GFP-
sh_p16, SAEC-GFP-FF2, and untransduced SAECs were 
seeded in a 6-well plate and continuously passaged in 
log-phase for approximately 90 days. Media was changed 
every other day, and population doubling was meas-
ured every three to four days when confluency reached 
80–90%.

Abbreviations
AI: anchorage‑independent; EGFP: enhanced green fluorescent protein; LgT: 
Large‑T; NSCLC: non‑small cell lung cancer; SAECs: small airway epithelial cells; 
tet: tetracycline; TRAP: telomeric repeat amplification protocol.

Authors’ contributions
JLS, LCL and JL conceived and designed the study; JLS, LCL, AR, QL, BY and CSL 
carried out experiments; JLS, LCL, AR and JL wrote the manuscript. All authors 
read and approved the final manuscript.

Author details
1 Laboratory of Cancer Biology and Genetics, Center for Cancer Research, 
National Cancer Institute, NIH., Bethesda, MD, USA. 2 Present Address: Univer‑
sity of Massachusetts Medical School and the Graduate School of Biomedical 
Sciences, Worcester, MA, USA. 3 Present Address: Graduate Program, Cam‑
bridge University, Cambridge, UK. 4 Present Address: ShanghaiTech University, 
Shanghai, China. 5 Present Address: Janssen R&D Shanghai Discovery Center, 
Shanghai, China. 

Acknowledgements
We thank Dr. J. Silvio Gutkind for technical suggestions and Dr. Anna V. 
Roschke for assistance with metaphase spread analysis.

Competing interests
The authors declare that they have no competing interests.

Data availability statement
Data sharing not applicable to this article as no datasets were generated or 
analysed during the current study.

Funding
This work was supported by a NCI Intramural Award ZIA BC 011304 to JL.

Received: 15 September 2016   Accepted: 3 November 2016

References
 1. Sedivy JM. Can ends justify the means?: telomeres and the mechanisms 

of replicative senescence and immortalization in mammalian cells. Proc 
Natl Acad Sci USA. 1998;95:9078–81.

 2. Ramirez RD, Morales CP, Herbert BS, Rohde JM, Passons C, Shay JW, Wright 
WE. Putative telomere‑independent mechanisms of replicative aging 
reflect inadequate growth conditions. Genes Dev. 2001;15:398–403.

 3. Vogelstein B, Papadopoulos N, Velculescu VE, Zhou S, Diaz LA, Kinzler KW. 
Cancer genome landscapes. Science. 2013;339:1546–58.

 4. Katakura Y, Alam S, Shirahata S. Immortalization by gene transfection. 
Methods Cell Biol. 1998;57:69–91.

 5. Hanahan D, Weinberg RA. The hallmarks of cancer. Cell. 2000;100:57–70.
 6. Hahn WC, Weinberg RA. Rules for making human tumor cells. N Engl J 

Med. 2002;347:1593–603.
 7. Neufeld DS, Ripley S, Henderson A, Ozer HL. Immortalization of human 

fibroblasts transformed by origin‑defective simian virus 40. Mol Cell Biol. 
1987;7:2794–802.

 8. Shay JW, Wright WE, Werbin H. Defining the molecular mechanisms of 
human cell immortalization. Biochim Biophys Acta. 1991;1072:1–7.

 9. Münger K, Phelps WC, Bubb V, Howley PM, Schlegel R. The E6 and E7 
genes of the human papillomavirus type 16 together are necessary and 
sufficient for transformation of primary human keratinocytes. J Virol. 
1989;63:4417–21.

 10. Hawley‑Nelson P, Vousden KH, Hubbert NL, Lowy DR, Schiller JT. HPV16 E6 
and E7 proteins cooperate to immortalize human foreskin keratinocytes. 
EMBO J. 1989;8:3905–10.

 11. Watanabe S, Kanda T, Yoshiike K. Human papillomavirus type 16 transfor‑
mation of primary human embryonic fibroblasts requires expression of 
open reading frames E6 and E7. J Virol. 1989;63:965–9.

 12. Hayflick L, Moorhead PS. The serial cultivation of human diploid cell 
strains. Exp Cell. 1961;25:585–621.



Page 8 of 8Smith et al. Cell Biosci  (2016) 6:57 

 13. Counter CM. The roles of telomeres and telomerase in cell life span. Mutat 
Res. 1996;366:45–63.

 14. Counter CM, Meyerson M, Eaton EN, Ellisen LW, Caddle SD, Haber DA, 
Weinberg RA. Telomerase activity is restored in human cells by ectopic 
expression of hTERT (hEST2), the catalytic subunit of telomerase. Onco‑
gene. 1998;16:1217–22.

 15. Bodnar AG, Ouellette M, Frolkis M, Holt SE, Chiu CP, Morin GB, Harley CB, 
Shay JW, Lichtsteiner S, Wright WE. Extension of life‑span by introduction 
of telomerase into normal human cells. Science. 1998;279:349–52.

 16. Vaziri H, Benchimol S. Reconstitution of telomerase activity in normal 
human cells leads to elongation of telomeres and extended replicative 
life span. Curr Biol. 1998;8:279–82.

 17. Counter CM, Hahn WC, Wei W, Caddle SD, Beijersbergen RL, Lansdorp PM, 
Sedivy JM, Weinberg RA. Dissociation among in vitro telomerase activity, 
telomere maintenance, and cellular immortalization. Proc Natl Acad Sci 
USA. 1998;95:14723–8.

 18. Wang J, Xie LY, Allan S, Beach D, Hannon GJ. Myc activates telomerase. 
Genes Dev. 1998;12:1769–74.

 19. Hahn WC, Counter CM, Lundberg AS, Beijersbergen RL, Brooks MW, Wein‑
berg RA. Creation of human tumour cells with defined genetic elements. 
Nature. 1999;400:464–8.

 20. Sato M, Larsen JE, Lee W, Sun H, Shames DS, Dalvi MP, Ramirez RD, Tang 
H, DiMaio JM, Gao B, Xie Y, Wistuba II, Gazdar AF, Shay JW, Minna JD. 
Human lung epithelial cells progressed to malignancy through specific 
oncogenic manipulations. Mol Cancer Res. 2013;11:638–50.

 21. Ramirez RD, Sheridan S, Girard L, Sato M, Kim Y, Pollack J, Peyton M, Zou 
Y, Kurie JM, Dimaio JM, Milchgrub S, Smith AL, Souza RF, Gilbey L, Zhang 
X, Gandia K, Vaughan MB, Wright WE, Gazdar AF, Shay JW, Minna JD. 
Immortalization of human bronchial epithelial cells in the absence of viral 
oncoproteins. Cancer Res. 2004;64:9027–34.

 22. Sasai K, Sukezane T, Yanagita E, Nakagawa H, Hotta A, Itoh T, Akagi T. 
Oncogene‑Mediated Human Lung Epithelial Cell Transformation Pro‑
duces Adenocarcinoma Phenotypes In Vivo. Cancer Res. 2011;71:2541–9.

 23. Garbe JC, Vrba L, Sputova K, Fuchs L, Novak P, Brothman AR, Jackson M, 
Chin K, LaBarge MA, Watts G, Futscher BW, Stampfer MR. Immortalization 
of normal human mammary epithelial cells in two steps by direct target‑
ing of senescence barriers does not require gross genomic alterations. 
Cell Cycle. 2014;13:3423–35.

 24. Haga K, Ohno S‑I, Yugawa T, Narisawa‑Saito M, Fujita M, Sakamoto M, Gal‑
loway DA, Kiyono T. Efficient immortalization of primary human cells by 
p16INK4a‑specific short hairpin RNA or Bmi‑1, combined with introduc‑
tion of hTERT. Cancer Sci. 2007;98:147–54.

 25. Kim CFB, Jackson EL, Woolfenden AE, Lawrence S, Babar I, Vogel S, Crow‑
ley D, Bronson RT, Jacks T. Identification of bronchioalveolar stem cells in 
normal lung and lung cancer. Cell. 2005;121:823–35.

 26. Xu X, Rock JR, Lu Y, Futtner C, Schwab B, Guinney J, Hogan BLM, Onaitis 
MW. Evidence for type II cells as cells of origin of K‑Ras‑induced distal 
lung adenocarcinoma. Proc Natl Acad Sci USA. 2012;109:4910–5.

 27. Mainardi S, Mijimolle N, Francoz S, Vicente‑Dueñas C, Sánchez‑García I, 
Barbacid M. Identification of cancer initiating cells in K‑Ras driven lung 
adenocarcinoma. Proc Natl Acad Sci USA. 2013;111:255–60.

 28. Weir BA, Woo MS, Getz G, Perner S, Ding L, Beroukhim R, Lin WM, Province 
MA, Kraja A, Johnson LA, Shah K, Sato M, Thomas RK, Barletta JA, Borecki 
IB, Broderick S, Chang AC, Chiang DY, Chirieac LR, Cho J, Fujii Y, Gazdar 
AF, Giordano T, Greulich H, Hanna M, Johnson BE, Kris MG, Lash A, Lin L, 
Lindeman N, et al. Characterizing the cancer genome in lung adenocarci‑
noma. Nature. 2007;450:893–8.

 29. Ding L, Getz G, Wheeler DA, Mardis ER, Mclellan MD, Cibulskis K, Sougnez 
C, Greulich H, Muzny DM, Morgan MB, Fulton L, Fulton RS, Zhang Q, 
Wendl MC, Lawrence MS, Larson DE, Chen K, Dooling DJ, Sabo A, Hawes 
AC, Shen H, Jhangiani SN, Lewis LR, Hall O, Zhu Y, Mathew T, Ren Y, Yao J, 
Scherer SE, Clerc K, et al. Somatic mutations affect key pathways in lung 
adenocarcinoma. Nature. 2008;455:1069–75.

 30. Lundberg AS, Randell SH, Stewart SA, Elenbaas B, Hartwell KA, Brooks 
MW, Fleming MD, Olsen JC, Miller SW, Weinberg RA, Hahn WC. Immor‑
talization and transformation of primary human airway epithelial cells by 
gene transfer. Oncogene. 2002;21:4577–86.

 31. Sato M, Vaughan MB, Girard L, Peyton M, Lee W, Shames DS, Ramirez RD, 
Sunaga N, Gazdar AF, Shay JW, Minna JD. Multiple oncogenic changes 
(K‑RAS(V12), p53 knockdown, mutant EGFRs, p16 bypass, telomerase) are 
not sufficient to confer a full malignant phenotype on human bronchial 
epithelial cells. Cancer Res. 2006;66:2116–28.

 32. Ashcroft M, Vousden KH. Regulation of p53 stability. Oncogene. 
1999;18:7637–43.

 33. Carver J, Dexheimer TS, Hsu D, Weng MT, Smith JL, Guha R, Jadhav A, 
Simeonov A, Luo J. A high‑throughput assay for small molecule destabi‑
lizers of the KRAS oncoprotein. PLoS ONE. 2014;9:e103836.


	One-step immortalization of primary human airway epithelial cells capable of oncogenic transformation
	Abstract 
	Background: 
	Results: 
	Conclusions: 

	Background
	Results
	One-step immortalization of small airway epithelial cells
	iSAEC morphology and genomic stability
	Oncogenic transformation of iSAECs by mutant KRAS

	Discussion
	Methods
	Cell culture and pharmacological agents
	Plasmid construction and generation of stable cell lines
	Western blots
	Quantitative reverse transcription PCR
	Cell cycle analysis flow sorting
	Metaphase spreads, FISH, and microscopy
	Telomerase assay
	Anchorage independent growth assays
	Population doubling

	Authors’ contributions
	References




