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Online Supplementary Figure S1. MTS cell proliferation assays corresponding to four different transfections for CBLC mutants. Two
negative controls (cells mock-transfected and cells transfected with GFP control vector) were included. (A) Assay corresponding to the
CBLC mutation p.Q419PfsX81 compared to wild-type (t-test, P>0.05). (B) Assay corresponding to CBLC p.P435S mutation (t-test,

P>0.05). (C) Assay corresponding to CBLC p.E392K mutation (t-test, P>0.05).




Online Supplementary Table S1. dHPLC primers and conditions used for the mutational screening of CBL genes. Two
primers were used to amplify each exon (Fw and Rv). Another primer with a base change was used for every exon
(Fwm or Rvm) to amplify a mutated fragment, which was used as a mutant control to validate the dHPLC analyses.

dHPLC conditions
Exon Size (b Primers Y% %
CBL (bp) | ’ Temp. (*C)
Buffer A Buffer B
5 Fw:GCCCTTCTTTTTCATTTGTTG 39.0 61.1 567
319 Rv:GGCAGTCACAGACCTGCATA 390 61.1 580
(N-adaptor)
Fwm GCCCTTCTTCTTCATTTGTTG 46.5 3.6 807
5 » Fw:ATGGTGAATTTGGTGCATTT A o g
(EF-hand like) REIITICICAGAGTICOCAAATTTIA 139 6.2 58,7
Fwm ATGGTGAATGTGGTGCATTT
Fw:GCTCTCCTTCCTTTCCTTGA
s - s 39.9 6022 s7.1
(EF-hand like) 2 Rv:TCACCGAAGTAGCAGTAACCAG i o €07
Fwm GCTCTCCTTCCTGTCCTTGA
» FwiTGCCCTCTGAGTTGGTTGTA
> 291 Rv:AACCTTGGCTATTGCGAAAC 39.8 60.3 50.8
(SH2 adaptor)
Fwm TGCCCTCTGAATTGGTTGTA
p FwiTATCTTGCCTTGCCTTCCAC

265 Rv:AGGTTGGACAGCCCCTAAGT 40.7 594 575
Rvm:AGGTTGGAAAGCCCCTAAGT
Fw:ACACCACGTTGCCCTTTTAG

(SH2 adaptor)

7

(SH2 adaptor) 243 Ry:AAGCTTGTGTCCAGTGATATGG 415 S8.6 585
Rvm:AAGCTTGTGTACAGTGATATGG

5 Fw:GGACCCAGACTAGATGCTTTCT 375 62.6 532

(Ring finger) 386 Rv:GGCCACCCCTTGTATCAGTA 40.0 60.1 :g-f_»

Rvm:GGCCACCCCTCGTATCAGTA 450 3.1 =

p Fw:.CTGGCTTTTGGGGTTAGGTT 105 596 585

e 364 RVAATGGATTTTGCCAGTCTCC 40.5 596 59.5
(Ring finger) 61.5

RVM:AATGGATTCTGCCAGTCTCC 43.0 57.1 3

" Fw:CCATTTCCCCAAACGAAAGT 40.9 59.2 S8.0

Gl 260 Ryv:GCAGGGTGAAAGCAAATCAG 434 56.7 61.0

proline-rich) 5 63,8
Ryvm:GCAGGGTGAGAGCAAATCAG 459 54.2 ?

i Fw:CTTTCACCCTGCTTCCACAG 364 63.7 595

Gl 452 Rv:CCTGGCCCACACATATITCTT 364 63.7 60.6

proline-rich) 2 624
Fwm CTTTCACCCGGCTTCCACAG 389 61.2 !

i " F w_:(..d‘\(:.d.\.{;(:{ T{ f"‘f‘_( .| (lT{J(:Y 1 ”f’“ 1 54 e

(proline-rich) 2 Ry:ACACTTTTCTGGGTTTTCTCAA 467 514 505

Fwm CAGAGGCTCCGCTGTGGTAA
Fw:GGTGACATGTATTTTGCTCTGTTC

433 56.8 60.5
2 O o —
13 263 Rv:CCCAAAAAGGGTTGTTGTGA 458 543 615
Rvm:CCCAAAAAGGGCTGTTGTGA
Fw: TGGCAAAACGAGAAGATGAA
14 267 RV:CAAGCTATCTCAATTGCCAAATA poue o 329
3 . 456 545 60.0
Rvm:CAAGCTATCTCGATTGUCAAATA
Fw:GATGAAGTGCGTCAGAAGAAGA 40.5 59.6 60.0
15 72 Rv:CACACTGCCATTCAGGACAA 40.5 59.6 61.8
Rvm:CACACTGCCAGTCAGGACAA 480 521 660
Fw:AAATGAGGATTTCCCCAGATTT 413 588 8.1
16 0 - I 438 56.3 62.0
(UBA) 249 RV:AAGCTTTCTGGATGTCCTGGT Fio i Py
Rvm:AAGCTTTCTGIATGTCCTGGT 463 5.8 64.5
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dHPLC conditions
CBLB Exon Size (pb) Primers % % Temp.
Buffer A Buffer B (°C)
) Fw:CCCOGCCCCATGGAGGAAGATGCAGTGGT 39.1 61.0 56.0
Recionsy 316 Rv:CAGGCAACGTCAGACAGAAC 416 8.5 59.0
Rvm:CAGGCAACGGCAGACAGAAC 44.1 56.0 aia
3 55 Fw:‘T:GG;’.\AA!\ATG)\AGAAAT:I\GGACA 175 62.6 550
leadspeen) Rv:TGACCTTTACACCAAAACATCTG i o e
Rvm:TGACCTTTACGCCAAAACATCTG
= N FwI:"[“T"T“I'Tj(‘CCT"‘!‘GTGCC"Jjﬂ‘K‘_‘M"i . ™ = s
adignciy Rv:CCTTGAAAGATAGATCCACAGC ek e 53
Fwm TTTTTCCCTCGTGCCTACAG
s Fw: TGCTGCTTCAAAGGGAGGTA 103 598 p—
{6 ani k) 277 Rv:GGGAGAGAGAAGAAGGGAATG 08 573 58.0
Rvm:GGGAGAGAGACGAAGGGAATG 453 54.8 59.5
5 Fw:TGACCTAAACCACATAAGGTCAGA
(B ani ) 353 Rv:ATCAGCGGGTATTGCTGACT 407 594 572
Rvm:ATCAGCGGGTCTTGCTGACT
7 Fw:CCGOCGCATGGAGAAGTACATTGTTGCTAAA 0 = o
(SH2 adapton) 3 Rv:GCACTCCAACTTCCATTTCTC P4 35 o0
Rvm:GCACTCCAACCTCCATTTCTC
Fw:TGAAAAGGAAACATCCAAATGTA
" 296 " B, - 397 60.4 537
(SH2 adapton) 2 RvATTTATTTCAAGGGCATTATGG a pd il
Ry ATTTATITCAAIGGCATTATGG
Fw: TCTGACAAGGTCAATTGTGAGAT
3 348 RV:CGGCGGCCAGCATTACTTCCTAAACCAT 204 524 363
(Ring finger) = ! ) == 433 56.8 584
FWM TCTGACAAGGTIAATTGTGAGAT
T e
(Ring finge) 2 Rv:GCCGCCGCATCATTTCCTTTTCATATGGT 453 Sih b
Fwm TCCATGCATTTTATATTTGTTTAG
) Fw:CAGCGGCATCTTTCTCTTTT i - -
1 375 Rv:CCGCCCGAATGTGGGCTCACCATAAA s s b
Fwm CAGCGGCATATTTCTCTTTT
Fw: TGTCAGTGCATGGTACAACCT
12A 256 Rv:GGGCACCATGCTTCAAGA i 3 S74
* sl 435 56.6 612
Rvm:GGGCACCATACTTCAAGA
Fw:CACCAATCCCACCAGACAAT
b fraata) 395 60.6 603
12B 302 Rv:GCCGCCGCTTCTGCTTTGCGTATITCTT 55's g i
Fwm CACCAATCCTACCAGACAAT
N ol lez":‘"rciqccjz\cg‘q(‘] TGAATCAT 195 o0 s
(proline-rich) Rv:CAAGTGATCTCCAAATTCAACAA s b 57
Rvm:CAAGTGATCTCCAGATTCAACAA
iy Fw:TGICACATCAGACTIGCCTGT
G 242 Rv:GTGGCAAAAATCTGCCCATA 416 585 582
Rvm:GTGGCAAAAATITGCCCATA
s Fw:TTGTGGCCCTTGTAATTCTTG T s
s e ) ; : 540
Geoloich) 400 RvTGCCTTTAAATTCTGACCATTAAG it s e
Rvm:TGCCTTTAAAGTCTGACCATTAAG
Fw:TGGTCAGAATTTAAAGGCAAAA
15 28 Rv:GCCGCCAGGGGTGGGTTGTTCAAAA 3 84 37,6
(proline-rich ) e ! g g 438 56.3 61.0
Rvm:GGCGGCAGGGGTGGGCTGTTCAAAA
. " lezc‘ TGCTGATATCGACCTTICTTT o S50 s
clinsich) Rv:CACCCAGGGATTTTTCTGTT i i 51
Fwm CTGCTGATATCAACCTTTCTTT
Fw:TCAGCCAATCAACAGAGATCA
18 287 RVTCTTGGGTGGACAACATTCA 00 2 2375
2 e 45.0 55.1 585
Fwm:TCAGCCAATIAACAGAGATCA
o Fw:TTGCCTTCATTTTTATTICACTG 3.1 62.0 505
(B 357 Rv:GGCGGCTTGCTITCCATTTTGGTGTCT 38.1 62.0 60.0
]
Rvm:GGCGGCTTGCTTTCCATCTTGGTGTCT 406 393 20
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dHPLC conditions
Exon Size (pb) Primers % Y%
T L ("C
CBLC Buffer A Buffer B emp )
A Fw:GAGGCTCCCATGGCTCTG 373 62.8 65.0
397 Rv:ACCCCAGAGGACTTTGTTCTG 373 62.8 66.8
(N-adaptor) vl 69.0
Fwm GAGGCTCCIATGGCTCTG 313 62.8 :
5 Fw:CCCAAGGATAGCCAGAGTCC
(N-adapton) 294 Rv:AGCCTATGATGGGAGGGTCT 39.8 60.3 64.2
Fwm CCCAAGGATCGCCAGAGTCC
5 - Fw:ACCCTCCCATCATAGGCTCT S5 5 &
(EF-hand like) Rv:TCCTCCTGGACCCAAGTCTA 432 569 651
Fwm ACCCTCCCAGCATAGGCTCT
4 Fw:AAGGAGGTGGTTGGATCCTC
(EF-hand like) 250 Rv:GCAGCCTTGTTCTGCTGAG 413 58.8 63.5
Rvin:GCAGCCTTGTCCTGCTGAG
& Fw:ACAAAAGGGATGGCAGTGAC i e
= o B : : : 62.0
(SH2 adapton) 300 Rv:GAATGGTTGCACCCTCAAAC 306 €05 633
Fwm ACAAAAGGGCTGGCAGTGAC
é Fw:. TGGATTTGGGACAGATCCTC - &6 G
(SH2 adapton) 315 Rv:AGAGCCACCAAGCCAACAT “s 559 6.0
Rvm:AGAGCCACCGAGCCAACAT
Fw:CCGAGGTTTGGGATTTTCTT
7 i Fey ey iy 39.7 60.4 63.0
(Ring finger) Rv:GAGATCCTTTTGGGGCTTTC 447 554 65.5
Rvm:GAGATCCTTCTGGGGCTTTC
; Fw:CGTCTCCCTTCCTCTGTCTG i .
: 2 e 39, y 64.0
(Ring finger) 307 Rv:AGGAATTTGGATTCCAGCTC 3o pee s s
Rvm:AGGAATTTGIATTCCAGCTC
4 Fw:CGAGAAGAAAATGGCAGCTC
2 o
(proline-rich) 245 Rv:ATGGGTGCCAAGGATGAGT 415 58.6 64.5
Rvm:ATGGGTGCCCAGGATGAGT
Fw:ACAAAGGGGACAGGGAAGAG
10 243 ) ) 415 58.6 61.5
(prolin-rich) Rv:GGAGAGAGGGGTGGGTTAGA 465 516 65.0
Rvm:GGAGAGAGGAGTGGGTTAGA




