Detection of known and novel ALK fusion transcripts in lung cancer patients using next-generation sequencing approaches 
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Supplementary Table 1. 3'/5' imbalance values obtained for negative and uncertain cases using the AmpliSeq panel
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Sample ID ALK RET ROS

S01 -0.0012 0.0037 -0.1621 No evidence of a fusion

S02 -0.0097 0.0002 -0.062 No evidence of a fusion

S03 0 0.0203 -0.0792 No evidence of a fusion

S04 0 -0.0769 0 No evidence of a fusion

S05 -0.0097 0.0137 -0.0224 No evidence of a fusion

S06 -0.0221 0.006 0.0076 No evidence of a fusion

S07 0.0002 0.0084 0.0132 No evidence of a fusion

S08

-0.0172 -0.0044 -0.0414 No evidence of a fusion

S09

0.0008 0.0019 -0.0739 No evidence of a fusion

S10

0 0.0028 -0.0821 No evidence of a fusion

S11

0.0007 -0.056 0.0084 No evidence of a fusion

S12

0.0002 0 -0.1962 No evidence of a fusion

S13

0.0003 0.0001 -0.0455 No evidence of a fusion

S26

0.008 0.021 -0.014 Uncertain ALK fusion

S27

0.004 0.015 -0.0001 Uncertain ALK fusion

S28

0.008 0.028 0.028 Uncertain ALK fusion

S29

0.0012 0.011 -0.071 Uncertain ALK fusion

S30

0.002 0.016 -0.097 Uncertain ALK fusion

S31

0.007 0 -0.065 Uncertain ALK fusion

S32

0.004 0.008 0.0004 Uncertain ALK fusion

S33

0.005 0.002 -0.397 Uncertain ALK fusion

S34

-0.014 0.043 -0.005 Uncertain RET fusion

S35

0.016 0.008 0.017 Uncertain ALK fusion

S36

0.008 -0.011 -1.097 Uncertain ALK fusion

S37

0.0008 0.0019 -0.0739 No evidence of a fusion

3'/5' imbalance values


aFor samples where the Ion Reporter™ 4.4 Software (Thermo Fisher Scientific) did not detect a known fusion transcript, the 3’/5’ imbalance values given by the software were interpreted according to the following thresholds determined by the supplier. 

[image: image2.png]Rules of thumb

The following general guidelines to interpret the 375" Imbalance values for each gene are reliable only
under the conditions described in the sections Miimum number of reads, Sensitivity, and High 5
expression. The majority of samples tested for the 35" Imbalance assay have been lung cancer clinical
specimens. Threshold settings for other cancer types may be sensitive to varying expression of fusion
gene and expression control genes

Gene | No Evidence of a Fusion | Uncert Strong Evidence of a Fusion

ALK <0001 0.001-0.025 20025
RET <0.03 0.03.0.045 20045
ROS1 02 0205 205

We currently do not have enough data to deterrine if the 375" Imbalance value is a predictor for the
NTRKI gene




Supplementary Table 2. Unique fusion breakpoint spanning alignments
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Total number of unique reads 

supporting the fusion 

breakpoint

S01 Negative 0

S02 Negative 0

S03 Negative 0

S04 Negative 0

S05 Negative 0

S06 Negative 0

S07 Negative 0

S08 Negative 0

S09 Negative 0

S10 Negative 0

S11 Negative 0

S12 Negative 0

S13 Negative 0

S14 EML4-ALK (E6:A20) 10

S15 EML4-ALK (E6:A20) 33

S16 EML4-ALK (E6:A20) 3

S17 EML4-ALK (E6:A20) 24

S18 EML4-ALK (E6:A20) 14

S19 EML4-ALK (E13:A20) 95

S20 EML4-ALK (E13:A20) 14

S21 EML4-ALK (E13:A20) 21

S22 EML4-ALK (E13:A20) 45

S23 EML4-ALK (E13:A20) 112

S24 EML4-ALK (E13:A20) 2

S25 EML4-ALK (E13:A20) 165

S26 Negative 0

S27 Negative 0

S28 Negative 0

S29 Negative 0

S30 Negative 0

S31 Negative 0

S32 Negative 0

S33 Negative 0

S34 Negative 0

S35 GCC2-ALK (G19:A20) 66

S36 DCTN1-ALK (D26:A20) 6

S37 CLIP1-ALK (C22:A20) 21


Supplementary Table 3. Primers used for RT-PCR validation
[image: image4.emf]Target gene (exon) Accession number Primer direction Primer sequence

CLIP1 (22) NM_002956 Forward 5'-TGTAAAACGACGGCCAGTAACAAGAGGCAGCTCAGCA-3'

DCTN1 (26) NM_004082 Forward 5'-TGTAAAACGACGGCCAGTCTCTGGTCTCTGGCATTGCT-3'

GCC2 (19) NM_181453 Forward 5'-TGTAAAACGACGGCCAGTTCTTCCAGCTTAAGAATGAACC-3'

ALK (20) NM_004304 Reverse 5'-CAGGAAACAGCTATGACCGTTGGGGTTGTAGTCGGTCA-3'


