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Abstract
As novel therapies for specific genetic mutations, chromosomal rearrangement profiles and check point inhibition in patients with NSCLC becomes more ubiquitous, 
adequate tissue acquisition and specimen processing has become crucial. Historically, tissue was obtained via invasive surgical resection or sampling. New tissue 
acquisition techniques have become increasingly commonplace in the diagnosis of NSCLC; these techniques are less invasive and at least equally reliable, if not 
superior, at obtaining tissue for diagnosis and molecular profiling. The preparation of tissue specimens has also been the subject of study as different methods have 
shown to increase cellular yield. This is of particular importance as the number of clinically significant targetable mutations and chromosomal rearrangements 
continues to grow, next generation sequencing becomes increasingly commonplace, and the need for more tissue increases.
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Introduction
Lung cancer remains the most common cause of cancer death in 

the United States and will likely account for more than 150,000 deaths 
in 2016. This is more than breast, colon, and prostate cancer combined. 
Additionally, it is projected that more than 220,000 new cases of lung 
cancer will be diagnosed in 2016. The incidence and overall mortality 
from lung cancer is noted to be increasingly borne by women [1]. 

There have been several significant advances in the treatment of 
non-small cell lung cancer (NSCLC) in the last several years, advances 
which require careful biopsy sample acquisition and processing. 
Specifically, specimens must be adequate to permit molecular profiling 
to search for driver mutations and determine if targeted therapies, 
rather than standard cytotoxic chemotherapy alone, are indicated 
[2]. KRAS, EGRF and AML4-ALK are the most common molecular 
markers for which testing is recommended [3]. In addition to targetable 
mutations, immune checkpoint inhibitors (PD-L and PD-L1) have the 
potential to revolutionize the treatment of lung cancer [4,5].

Given the importance of tissue analysis and processing, safe 
and efficient tissue acquisition has been recommended by the Study 
of Lung Cancer/American Thoracic Society/European Respiratory 
Society International Multidisciplinary Classification of Lung 
Adenocarcinoma guideline [6]. Tissue samples should be sufficient to 
identify targetable mutations and immune checkpoint inhibitors, so as 
to direct therapy for patients with advanced lung adenocarcinoma. This 
review will focus on squamous cell cancer (SCC), adenocarcinoma, 
and NSCLC not otherwise specified (NSCLC-NOS), with emphasis on 
relevant molecular markers and immune checkpoint inhibitors, their 
acquisition, and processing. 

Tissue acquisition
Surgical methods

Historically, tissue acquisition for the diagnosis and staging of 
NSCLC was accomplished via surgical means, namely mediastinoscopy 

and video assisted thoracoscopic surgery (VATS) [7-10]. While these 
techniques have an excellent track record and allow for large sample 
sizes, they are invasive procedures with non-negligible associated 
morbidity and mortality and are often performed on patients with 
advanced NSCLC who are ultimately not candidates for definitive 
surgical resection. 

Mediastinoscopy: Mediastinoscopy requires general anesthesia, 
with the patient prepped for an emergent sternotomy in the event 
of vascular complications. The surgeon begins the procedure by 
making a small incision just superior to the sternal notch; this is 
followed by blunt dissection of the tissue planes into the mediastinum. 
Once the mediastinum has been accessed, lymph node stations, 2 
(upper paratracheal), 3a (pre-vascular), 4 (lower paratracheal) and 7 
(subcarinal), as well as medial portions of station 1 (high mediastinum) 
can be sampled. This allows acquisition and assessment of tissue at the 
N2 and N3 levels. While mediastinoscopy is considered an outpatient 
procedure, it does carry a real risk of morbidity and mortality (2% 
and 0.8%, respectively). Complications of mediastinoscopy include 
recurrent laryngeal nerve injury, hemorrhage, tracheal injury, and 
pneumothorax [11]. Another drawback to the procedure is that N1 
and parenchymal tissue cannot be assessed. Additionally, initial staging 
with mediastinoscopy for likely N2 disease may make a re-staging 
mediastinoscopy following neo-adjuvant chemotherapy and radiation 
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technically challenging [12].

Video-Assisted Thoracoscopic Surgery (VATS): VATS require 
general anesthesia, but unlike mediastinoscopy, the procedure requires 
single lung ventilation for the majority of the procedure. Some patients 
are unable to tolerate single lung ventilation precluding the use of 
VATS. Access to the pleural space is obtained through three to four 
surgical ports placed via small incisions. One port is dedicated to the 
camera and allows the surgeons to direct their surgical tools, which 
are placed through the other ports in a triangular configuration. VATs 
be used to determine T stage, limited N staging and may identify 
occult pleural disease (M1a staging) through direct visualization and 
biopsy of the thoracic cavity. The risk of morbidity is similar to that 
of mediastinoscopy, though the procedure does require chest tube 
placement post-procedure and admission to the hospital [8] One of the 
major limitations of VATS is its unilateral nature. Should disease be 
suspected on the contralateral side, a second invasive procedure may 
be required. 

Bronchoscopic techniques
Endobronchial Ultrasound Guided Transbronchial Needle 
Aspiration (EBUS-TBNA)

EBUS-TBNA has revolutionized the diagnosis of staging of 
since its introduction in the early 1990s. [13] When compared to 
other procedures such as mediastinoscopy, conventional TBNA, and 
transesophageal endoscopic ultrasound-guided fine-needle aspiration 
(EUS-FNA), EBUS has been shown to improve the diagnostic yield for 
sampling mediastinal and hilar lymph nodes in multiple studies [14-
16]. Notably, the addition of mediastinoscopy to EBUS has not been 
shown to be better than EBUS alone, however the two technologies 
have been shown to be complementary to each other [16,17]. 

EBUS-TBNA is an outpatient procedure that can be done safely 
using moderate sedation; the use of general anesthesia may improve 
diagnostic yield [18]. To obtain tissue specimens for cytology, a convex 
probe endobronchial ultrasound bronchoscope is introduced into the 
airway. The mediastinum and hilum are then systematically scanned 
with the ultrasound probe following standard lung cancer staging 
guidelines [19].  Once identified, the lymph node is sampled with a 
19-, 21- or 22-gauge needle using real-time visualization via ultrasound 
image. A stylet is often left in place during puncture of the airway wall 
into the desired lymph node to minimize sample contamination. The 
stylet is then briskly agitated in an up and down motion to remove 
debris and expel additional bronchial wall contamination of the TBNA 
sample. A recent study suggests that the stylet may be unnecessary 
given that its absence did not reduce diagnostic yield [20]. Suction 
may be applied while sampling the target lymph node with the needle. 
Suction does not increase diagnostic yield, but has been shown to 
improve cellularity. Its use can be a disadvantage due to the potential 
to increase blood contamination of the sample [21]. Multiple passes 
are performed while the needle is within the lymph node. If suction is 
utilized, it should be removed prior to retraction of the needle to avoid 
contamination or loss of sample. The specimen can then be given to 
a cytopathologist/technologist for rapid on-site evaluation (ROSE) or 
prepared by the bronchoscopy team for subsequent analysis. 

Despite studies showing EBUS-TBNA equivalence and even 
potential superiority to more invasive surgical techniques, questions 
remained until recently as to whether EBUS-TBNA sampling was a 
sufficient means of tissue acquisition for molecular analysis. Multiple 
publications have since shown EBUS-TBNA to be more than adequate 

in acquisition of tissue for molecular analysis [22-28]. Billah, et al. 
analyzed 99 NSCLC positive EBUS TBNA samples for EGFR and KRAS 
molecular testing. Samples were considered appropriate for molecular 
analysis when at least forty percent of tissue samples contained tumor 
cells. Only four of the 99 samples (4%) were deemed insufficient for 
EGRF or KRAS molecular testing [26]. Nakajima, et al. performed 
EGFR analysis on tissue samples from 156 patients with NSCLC. 
EGFR gene status was determined in 154 of the 156 patients (98.7%) 
[28]. Finally, a recent study by Sakarakibara, et al. evaluated PD-L1 
expression in six EBUS TBNA lymph node samples from NSCLC 
patients and the corresponding primary tumor. There was a positive 
correlation between these samples with a correlation coefficient of 0.75 
[29].

Molecular analysis requires a sufficient number and concentration 
of tumor cells. The number of cells needed for molecular testing 
depends on the mutation being tested, with Epidermal Growth Factor 
Receptor (EGFR) requiring a minimum of 500 tumor cells and KRAS 
requiring 200 [30-32].  It is generally accepted that three passes per 
lymph node station is sufficient for optimal diagnostic yield with 
EBUS-TBNA [33]. The number of needle passes needed required to 
provide adequate tissue for molecular analysis remains unknown. 
Indirectly, this number has been estimated using data demonstrating 
that three passes was sufficient for molecular analysis in over 95% of 
patients [26-28,34].

The utility of ROSE in the yield of EBUS-TBNA remains a 
controversial topic. Two prospective randomized trials failed to show 
a diagnostic benefit with the use of ROSE during conventional TBNA, 
but did show a decrease in procedure related complications due to a 
decreased need to sample the parenchymal lesion [35,36]. For EBUS-
TBNA, a recent retrospective study demonstrated that the use of ROSE 
did improve diagnostic yield [37]. In evaluating EBUS-TBNA, ROSE 
has been shown to help provide accurate and sensitive methodologies 
for the diagnosis and staging of lung cancer [38]. There is a paucity of 
data on the effect of ROSE on tissue acquisition using EBUS-TBNA for 
molecular analysis. 

Finally, the question of needle size and diagnostic yield has also 
been evaluated with a recent large multi-centered retrospective study 
finding no significant difference in diagnostic yield between the 21 and 
22 gauge needles for EBUS [39]. While the current literature does not 
provide evidence of difference in diagnostic yield between available 
EBUS-TBNA needle sizes, a recent retrospective study did note 
superior cellular quality of specimens harvested using the 21-gauge 
needle [40].

Electromagnetic Navigational Bronchoscopy (ENB)

Following adequate mediastinal LN sampling and staging, ENB 
can be utilized to sample a peripheral nodule or mass. As with EBUS-
TBNA, ENB has been shown to provide sufficient tissue sample for 
molecular analysis [41,42].

ENB requires dedicated thin-section, high resolution computed 
tomography (CT) scans to create a three-dimensional airway map. 
Depending on the manufacturer, an electromagnetic field is either 
placed above or below the supine patient. This field, in conjunction 
with the manufacturer specific tools, allows for real-time, virtual 
guidance of the bronchoscope through the patient’s airways. After 
navigating to the target, biopsies of the lesions can be using several 
different instrument techniques (forceps biopsies, fine needle aspirates, 
brushes, etc.). ENB can be performed using moderate to deep sedation 
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with similar diagnostic yield [43]. 

A recent meta-analysis reported that ENB performance with regards 
to diagnostic accuracy is approximately 74%. ENB had a pneumothorax 
rate of 3.1%, with approximately half of those patients requiring chest 
tube placement. Additionally, 0.9% of patients experienced minor to 
moderate bleeding, with no severe bleeding noted [44].

Transthoracic approaches
Peripheral nodules or masses not adjacent to an airway may 

be difficult to access using a bronchoscopic approach. CT-guided 
transthoracic needle aspiration (CT-TNA) and electromagnetic 
navigational transthoracic needle aspiration (EMTTNA) approaches 
are two techniques available to assist in peripheral tissue acquisition. 

CT-Guided lung biopsy

CT-guided lung biopsy is an outpatient procedure that is performed 
using light conscious sedation and local anesthesia. The procedure 
begins with the patient positioned on the CT gantry such that the lung 
lesion is most easily accessed by the radiologist. Using CT-guidance, 
the lesion is identified and a large bore needle is inserted through the 
skin into the thoracic cavity using sterile technique. Biopsy of the lesion 
in question is then performed using a core biopsy needle, fine needle 
aspirate or both and sent for pathologic evaluation [45]. 

The diagnostic yield of CT guided lung biopsy is approximately 
95% [46-48]. Compared to bronchoscopic techniques, the risk of 
pneumothorax and subsequent chest tube placement is much higher, at 
15-28% and 2.5-6.6% respectively [49-52]. Additionally, this approach 
is not ideal if the patient needs complete lung cancer staging of the 
hilum and mediastinum. As for molecular testing, image-guided lung 
biopsies have been shown to have a higher tumor genotyping failure 
rate of 32% compared to transbronchial approaches with a failure rate 
of 11% [53].

Electromagnetic Navigation Transthoracic Needle Aspiration 
(EMTTNA)

EMTTNA is an emerging technique for peripheral lung nodule 
biopsy [54]. Should the lesion not be accessible via bronchoscopy, 
a manufacturer-specific needle with an electromagnetic tip is then 
advanced from the chest wall into the thoracic cavity to the desired 
location using the virtual image generated by the ENB software as a 
guide. Biopsy of the lesion is then performed in same manner as CT-
guided biopsy.

Limited data exists regarding its safety and efficacy. Early data 
indicates a diagnostic yield of 82% with EMTTNA alone, and 87% 
when combining EMTTNA with ENB. The advantage of EMTTNA 
over CT guided lung biopsy is that it can be performed during the 
same procedure as EBUS and ENB, which allows for full staging of the 
mediastinum and hilum with minimal increase in anesthetic time. As 
for complications, pneumothorax and subsequent chest tube placement 
rates seem to be comparable to CT guided lung biopsy. Twenty-four 
percent of patients undergoing EMTTNA had a pneumothorax with 
8% requiring a chest tube [54,55].

Specimen preparation
Fine needle aspiration preparation is essentially the same regardless 

of the method through which the biopsy is obtained. FNA material is 
extruded through the needle and a small amount of material is placed 
on a glass slide. This is followed by either repeatedly flushing the needle 

into saline or an alcohol based preservative for later centrifugation and/
or creation of a cell block using the tissue coagulum clot method (TCC-
CB) [56,57]. It is important to note that if lymphoma is suspected, the 
material should not be placed in alcohol as flow cytometry will not be 
able to be performed. The slides may be further processed by either an 
air-drying method or a wet-prep method. Air-dried slides are stained 
using the Diff-Quik method while wet-fixed slides are immersed in 95% 
alcohol and stained by Papanicolaou method in a cytology laboratory. 

When ROSE is employed an immediate assessment is given to the 
bronchoscopist after each needle puncture into the lymph node. If 
on-site evaluation reveals diagnostic material, the remaining material 
from additional aspirations is processed for cell block.  Once diagnostic 
material is seen, additional passes are performed, processed and 
reviewed until the cytotechnologist reports that the material present in 
the coagulum contains an estimated tumor burden of over 25% [31,58]. 
If the evaluation does not reveal tumor, a minimum of three needle 
passes into the lymph node at each station is recommended [33]. 

Preparation of the TCC-CB is performed by gently extruding the 
material within the cytology needle using the wire stylet onto a precut 
filter paper with the needle tip rotated in a tight circular motion to build 
up a coagulum of tissue and blood mixture [57]. The TCC-CB is then 
fixed in formalin and processed in a histology laboratory to prepare 
the cell block. Paraffin sections of tumor in 4-5 micron sections are 
then mounted on glass slides and reviewed by a pathologist to confirm 
a diagnosis of NSCLC, once confirmed the specimens can be sent for 
molecular testing.

Mutation and gene fusion analysis
It is currently recommended that all lung adenocarcinomas be 

tested for EGFR and ALK mutations, regardless of age, gender or 
ethnicity, given the emergence of targeted therapy against these 
driver mutations [2,59]. Several large studies have shown this to be an 
achievable expectation [60,61]. Over the course of one year, Barlesi, 
et al. evaluated the time from initiation of molecular analysis to final 
report in 18, 679 samples from 17,664 patients. They found the mean 
time to be 11 days, and demonstrated that 51% of those with a targetable 
mutation had their treatment course altered due to the result [60]. Kris, 
et al. demonstrated that routine testing of actionable mutations, which 
included EGFR and KRAS, was achievable, with 733 patients tested in 
a three-year period. This study also suggested a survival benefit in those 
with actionable mutations who were given targeted therapy versus 
those not given targeted therapy [61]. Concurrent testing for KRAS 
mutations is also recommended, given that a positive result portends 
a worse prognosis and resistance to EGFR specific therapies [62,63]. 
Extended panels of gene mutations can be performed to include 
such potential targets as ROS-1, BRAF, HER2, MET and MEK1. The 
recommended turn-around time from sampling to molecular results 
is 5-10 working days. Most importantly, current recommendations 
strongly advise that a multidisciplinary team define appropriate patient 
criteria for molecular testing at the institutional level [59].

Next-generation sequencing (NGS), which is also known as 
“high-throughput sequencing”, has allowed for more efficient and 
cost-effective detection of these targetable lung cancer mutations [64]. 
Compared to standard Sanger sequencing or PCR, NGS sequences 
multiple DNA fragments in parallel, which offers more comprehensive 
data of the desired gene with comparable accuracy [65]. With respect to 
tissue acquisition for NGS in NSCLC, FNA samples have been shown 
to be equal to formalin fixed paraffin-embedded (FFPE) samples [66].
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EGFR

EGFR is a membrane bound tyrosine kinase which is an upstream 
modulator of a complex array of cell proliferation signals [67]. The 
specific EGFR mutations driving much of the sensitivity to tyrosine 
kinase inhibition (TKI) were first identified in 2004 following a 
subgroup analysis of patients who showed tumor responsiveness 
during treatment with a TKI [30,31]. The EGFR mutation is most 
common in non-smoking Asian females with adenocarcinoma, though 
it is frequently found outside of this demographic [31,68,69]. While the 
EGFR mutation has also been found in other types of NSCLC, it is most 
frequently associated with adenocarcinoma [70]. 

There are currently 3 EGFR-targeted TKIs: gefitinib, erlotinib and 
afatinib. Numerous randomized controlled trials have been conducted 
using these drugs as first line, second line, and maintenance agents. In 
2009, a seminal study randomizing never or light smoking patients with 
newly diagnosed stage IIIB or IV lung adenocarcinoma to receive either 
gefitinib or carboplatin and paclitaxel was performed. Patients receiving 
gefitinib had superior progression free survival compared to patients 
receiving carboplatin and paxlitaxel of 24.9% and 6.7%, respectively. 
Patients with the EGFR mutation had an even more dramatic response 
while those without the mutation had better progression free survival 
with standard carboplatin and paclitaxel treatment [71]. Another early 
EGFR TKI trial randomized patients with EGFR mutation positive 
stage IIIb or IV adenocarcinoma to treatment with afatinib – an 
irreversible oral EGFR TKI – or gemcitabine and cisplatin. Treatment 
with afatinib prolonged progression free survival to 11.0 months as 
opposed to 5.6 months with gemcitabine and cisplatin [72]. Several 
meta-analyses have been conducted thus far on the overall effect of 
EFGR TKIs vs. conventional cytotoxic chemotherapy including up to 
13 individual trials. The aggregate data indicates that EGFR-targeted 
drugs improve progression free survival but have no impact on overall 
mortality [73,74]. 

Once a patient with an EGFR mutation containing NSCLC is 
initiated on EGFR-targeted therapy, they often acquire resistance 
to the inhibitor, often within a year of starting treatment [75]. In up 
to half of patients who develop resistance, the mutation T790M has 
been found. This involves a substitution of methionine for threonine 
at position 790 [76]. Third generation TKIs developed to target the 
T790M mutation are emerging as therapeutic treatments [75,77,78]. 
Recently, the third generation TKI osimertinib was approved by the 
FDA for patients with metastatic, T790M mutation positive NSCLC. 
This irreversible oral agent has activity for both EGFR and T790M 
mutations [79]. In the phase III trial of osimertinib vs platinum based 
therapy plus pemetrexed, 419 patients with advanced T790M positive 
NCSCL that had progressed while on first generation TKI therapy 
were selected. These patients were randomly assigned to osimertinib 
or either cisplatin or carboplatin with pemetrexed with progression 
free survival as the primary endpoint. Progression free survival in the 
osimertinib group was 8.5 months, compared to the platinum-based 
therapy group at 4.2 months. Furthermore, the frequency of severe 
side effects was lower in the osimertinib group (23%) compared to the 
platinum-based therapy (47%) [80].

ELM4-ALK

The ALK fusion gene was first detected in NSCLC in 2007. The 
fusion gene involves a rearrangement of the echinoderm microtubule-
associated protein-like 4 (EML4) gene and the anaplastic lymphoma 
kinase (ALK) [81]. The ELM4-ALK fusion gene is the dominant ALK-

gene rearrangement in adenocarcinoma but others have been described 
[82]. 

Patients with the ALK fusion gene have unique clinical 
characteristics; they are overall younger and more likely to be light 
or never smokers [83-85]. At least one study suggests that the 
rearrangement may be more common in men [84]. The fusion gene 
is found in approximately 3.8% of NSCLCs, a vast majority of which 
are adenocarcinomas [85]. Tumor histology appears to offer little 
predictive value for ALK positivity as there a wide variation in of 
histological subtypes among positive tumors [83,86]. 

ALK positivity has significant therapeutic implications as patients 
with the chromosomal rearrangement show response to the TKI, 
Crizotinib. Crizotinib acts via inhibition of the c-Met/Hepatocyte 
growth factor receptor (HGFR) tyrosine kinase by competitively 
binding to the tyrosine kinase ATP binding pocket. One phase III has 
been conducted to evaluate the efficacy of crizotinib. ALK-positive 
patients with locally advanced or metastatic who had received at least 
one platinum-based therapy were randomized to treatment with 
crizotinib or conventional therapy with either pemetrexed or docetaxel. 
Treatment with crizotinib increased progression free survival to 7.7 
months vs. 3.0 months with conventional chemotherapy [87]. 

Just as with EGFR, most patients who are treated with a first 
generation ALK inhibitor eventually acquire resistance to the drug, 
usually within the first 10-12 months of treatment [88]. However, 
unlike EGFR, the mutations for ALK inhibitor resistance are much 
more heterogeneous [89]. Approximately 30 percent of acquired 
mutations is the L1196M mutation, which replaces leucine for 
methionine at position 1196. This, along with other mutations such 
as G1269A and S1206Y, affects the ATP-binding domain [88,90]. 
Additional mutations include ALK amplification, which allows the 
tumor cell to continue downstream signally despite presence of an ALK 
inhibitor [88]. Ceritinib is a second-generation ALK inhibitor, which is 
FDA approved for those ALK-positive NSCLC patients with metastatic 
disease who have had disease progression while on crizotinib. The phase 
II ASCEND-2 trial evaluated the efficacy of ceritinib in this patient 
population. A total of 140 patients who had all been previously treated 
with crizotinib were treated with ceritinib. Overall response rate to the 
drug was 38.6%, with a duration of response averaging 9.7 months. 
Serious drug-related adverse events occurred in approximately 17% of 
patients [91]. 

Recently, data from the phase III ASCEND-4 trial suggests that 
ceritinib improves progression free survival as first line therapy 
compared to platinum based therapy in patients with advanced NSCLC 
who harbor an ALK mutation. This randomized trial evaluated a total 
of 376 patients, and found that progression free survival averaged 
16.6 months in the ceritinib group compared to 8.1 months in the 
chemotherapy group. Additionally, the side effect profile for ceritinib 
was favorable compared to the platinum based therapy group [92].

KRAS

The RAS family of oncogenes were first discovered in the 1960’s 
through the study of oncoviruses [93]. KRAS, a subtype of RAS, was first 
discovered in NSCLC in 1984 and was later found to play a significant 
upstream role in cell proliferation signaling [94,95]. Traditionally, all 
KRAS mutations were thought to be associated with smoking, however 
a recent study failed to uphold this relationship, instead a specific type 
of KRAS mutation was identified that may be influenced by patient 
smoking status [96,97]. KRAS mutations are more common in western 
Europeans than in African Americans and Asians [98,99]. 
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In contrast to EGFR, targeted therapies against KRAS-mutation 
positive NSLCL have not been effective. However, recently there have 
been some Phase II trials that have shown promise against downstream 
targets of the KRAS signaling pathway. One such study randomized 
patients with advanced stage NSCLC to selumetinib with docetaxel 
or placebo with docetaxel. Selumetinib is a selective inhibitor of the 
MEK1/MEK2 kinases, which is part of the MAPK signaling pathway. 
The selumetinib group had statistically significant improvement 
in median survival and progression free survival compared to the 
placebo group (9.4 months versus 5.2 months and 5.3 versus 2.1 
months, respectively). However, the selumetinib group did experience 
significantly more adverse events [100]. 

Testing for KRAS is frequently conducted as KRAS mutations occur 
exclusively of ALK and EGFR and for the potential prognostic value of 
KRAS positivity [62]. The presence of KRAS indicates that a patient 
will likely be resistant to EGFR specific tyrosine kinase inhibitors [63]. 
Traditionally, KRAS positivity has been considered to portend a poor 
overall prognosis. A recent meta-analysis which included 28 distinct 
data sets found that the presence of the KRAS mutation was associated 
with a hazard ratio of 1.35. While this is consistent with an overall 
increase risk of morbidity and mortality in the presence of the KRAS 
mutation, the effect appears small [101].

Check point inhibition
PD-1/PD-L1

Recently, the importance of immune checkpoint molecules has 
emerged [102-106]. In particular, programmed death 1 (PD-1) and 
programmed death ligand 1 (PD-L1) have monoclonal antibodies 
directed towards them, which have shown promise with regards 
to overall survival in advanced NSCLC. These drugs bind to the 
inhibitory checkpoint molecules, blocking their ability to inactivate 
specific immune cells [107]. Currently, there are two FDA-approved 
monoclonal antibodies to PD-1, nivolumab and pembrolizumab. Both 
of these therapies have shown promise in patients with previously 
treated advanced NSCLC [108], with improvement in overall survival 
compared to platinum-based chemotherapy. Of note, there appears 
to be a clinical benefit regardless of PD-L1 expression in nivolumab 
therapy, while PD-L1 expression status is much more important in 
predicting response to pembrolizumab [4,102,104].

The CheckMate 057 trial was a phase III trial that evaluated 
nivolumab versus docetaxel in non-squamous NSCLC patients who had 
progressed after first-line chemotherapy. This study showed an overall 
survival of 9.2 months in the nivolumab arm compared to 0.9 months 
in the docetaxel arm in patients with previously treated non-squamous 
NSCLC. Additionally, the nivolumab group had a treatment-related 
adverse event rate of 10%, compared to 54% rate in the docetaxel arm 
[103]. Likewise, KEYNOTE-010 was a phase II/III trial which evaluated 
overall survival and progression free survival in previously treated, 
advanced NSCLC patients receiving pembrolizumab versus docetaxel. 
Patients had to have tumors with at least 50% PD-L1 expression. This 
study demonstrated an overall survival advantage of 14.9 and 17.3 
months versus 8.2 months in the pembrolizumab groups, which were 
stratified based on drug dosing, compared to docetaxel in previously 
treated PD-L1 positive NSCLC, respectively. As with nivolumab, 
pembrolizumab had a better safety profile compared to docetaxel, 
regardless of dose [104]. 

Recently, Reck, et al. evaluated the efficacy of pembrolizumab 
versus platinum-based chemotherapy in treatment naïve PD-L1 

positive NSCLC patients in a phase III trial. Patients with actionable 
mutations such as EGFR or ALK were excluded. The pembrolizumab 
group had a response rate of 44.8% compared to the platinum-based 
group response rate of 27.8%. Furthermore, the pembrolizumab group 
had a median progression-free survival duration of 10.3 months, 
compared to 6 months in the chemotherapy group. Again, serious 
adverse reactions were less in the immunotherapy group [105].  In 
the phase II KEYNOTE-21 study, treatment naïve advanced stage 
NSCLC patients without actionable mutations were treated with first-
line chemotherapy either alone or combined with pembrolizumab. 
One-hundred twenty-three patients were randomly assigned to either 
treatment group, and the primary endpoint was objective response 
rate. The pembrolizumab demonstrated a better objective response 
rate of 55%, compared to 29% in the other group. Progression free 
survival was 13 vs 6 months in the combined group compared to the 
chemotherapy only group, respectively. The pembrolizumab group did 
have a slightly higher incidence of grade 3 or higher adverse events 
when compared to the chemotherapy alone group, 39% versus 26%, 
respectively [106].  

Conclusion
The analysis of genetic mutations and chromosomal rearrangement 

has the potential to significantly impact both the treatment and 
prognosis of patients diagnosed with NSCLC. This makes the 
procurement of tissue of utmost importance. Given that many of these 
patients are diagnosed in the advanced stages of cancer, it behooves 
us to acquire this information in the least invasive manner. Flexible 
bronchoscopy and EBUS-TBNA have clearly placed themselves as 
the first line options for tissue acquisition from the lung parenchyma 
and well as hilum and mediastinum. In the event that EBUS-TBNA is 
unavailable or unable to access the lymph nodes or lesion then more 
invasive radiologic or surgical means should be undertaken.  
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