Loss of 5-hydroxymethylcytosine is a frequent event in peripheral T-cell lymphomas
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Supplemental methods

PTCL samples

Seventy one PTCL samples with formalin fixed paraffin embedded and/or frozen tissues representative
of various histology and mutational status, as well as 2 reactive lymph nodes and 4 reactive tonsils
were selected within the framework of a multicenter T-cell lymphoma consortium (TENOMIC) and
included in this study. The study was approved by the local ethics committee (CPP lle de France IX 08-
009).

Immunohistochemistry

5hmC and 5mC level was evaluated by IHC using rabbit anti 5hmC (Active motif 39770) and mouse anti
5mC (Active motif, clone 33D3) antibodies on deparrafinized tissue sections. Double
immunoenzymatic methods were used, as previously described! to evaluate 5hmC levels in PD1

positive TFH cells (ABCAM, clone NAT105), or IDH2R172K (EwEast, 26163) mutated cells.
Genotyping.

TET2, DNMT3A and IDH2 was genotyped by Sanger sequencing after DNA extraction from frozen

tissue. Methods and results of the TET2 and IDH2 sequence analysis have been previously reported?3,

Five samples have been studied by target deep sequencing using the PGM technology. We sequenced
all exons of TET2 gene (excepted codons 1-25, 95-119, 401-420, 720-748, 1373-1394, 1560-1589, 1783-1806),
exon 4 of IDH2 and exons 3, 7, 9, 10, 11, 13, 15 to 23 of DNMT3A, among a wider panel.

Briefly 20 ng DNA was extracted from FFPE samples and amplified using an Ampliseq custom panel.
Amplicons were then digested, barcoded, and amplified using the lon Ampliseq Library kit 2.0 and lon
Xpress barcode adapter kit (ThermoFisher), according to the manufacturer’s instructions. After
guantification of DNA, 8 pM of each library was multiplexed and clonally amplified on lon sphere
particles (ISP) by emulsion PCR performed on an lon One Touch 2 instrument with the lon PGM
template OT2 200 kit (ThermoFisher), according to the manufacturer’s instructions. After quality
control, the ISP templates were enriched, loaded on an lon 316 chip, and sequenced on a PGM
sequencer with the lon PGM Hi-Q Sequencing Kit, according to the manufacturer’s instructions. The
raw data were analyzed using torrent suite software v5.0. A mean coverage depth of 1277X was

obtained. Mutations were detected using the Variant Caller plug-in v 5.0.0.7. Each mutation in the



resulting variant list was verified using the Integrative genome viewer (IGV) from the Broad Institute

(http://www.broadinstitute.org/igv/).

SETD2 sequencing methods and results were previously published*
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Supplemental Table 1: Description of mutational status and 5hmC and 5mC results of patients
included in the study (MIETL cases are described in Table 3)

sample  diagnosis TFH TET2 IDH2 mut DNMT3A 5hmCin 5mCin

derivation tumor cells
tumor cells

215 AITL TFH mut R172K mut negative positive

414 AITL TFH WT R172K WT negative positive

397 AITL TFH mut R172K mut negative positive

391 AITL TFH mut R172G mut negative positive

288 AITL TFH WT R172S WT negative positive

568 AITL TFH mut R140Q WT negative positive

39 AITL TFH mut R172K WT negative positive

8 AITL TFH WT WT WT negative positive

50 AITL TFH WT WT WT negative positive

483 AITL TFH WT WT WT negative positive

252 AITL TFH WT WT WT negative positive

| |



59 AITL TFH WT WT WT negative positive

12774 AITL TFH WT WT WT negative positive

13637 AITL TFH WT WT WT negative positive

12512 AITL TFH WT WT WT negative positive

23 PTCL, NOS TFH mut WT WT negative positive

234 PTCL, NOS TFH mut WT WT negative Positive

19 PTCL, NOS non TFH WT WT WT negative Positive

303 PTCL, NOS non TFH WT WT WT negative Positive

103 PTCL, NOS non TFH WT WT WT negative Positive

12 NKTCL non TFH WT WT WT negative Positive

454 NKTCL non TFH WT WT WT negative Positive

141 EATL non TFH WT WT WT negative Positive

179 HSTL non TFH WT WT WT positive Positive

238 ALK-ALCL non TFH mut WT WT negative Positive




217 ALK-ALCL non TFH WT WT WT negative Positive

ALK2 ALK+ ALCL non TFH WT WT WT negative Positive



Supplemental Table 2: Description of TET2, IDH2, and DNMT3A mutations in patients included in this study

Sample

215

414

397

391

288

Diagnosis

AITL

AITL

AITL

AITL

AITL

c.1384delC,

WT

c.[3929G>A
(+)4730_4731delAG]

c.3851G>C

WT

TET2

p.GIn440fs

p.[Gly1288Asp(+)
Glu1555fs]

¢.3851G>C p.Arg1262Pro

c.601G>A

c.601G>A

c.601G>A

€.600A>G

c.601G>C

IDH2

p.Argl72Lys

pArgl72Lys

pArgl72Lys

p. Argl72Gly

pArgl72T

DNMT3A

Splice
€.2660+1G>A

WT

c.2181C>T

c.3049C>T

WT

p.GIn615X

p.Pro904Leu

568 AITL c.587delC p.Pro174fs c.505G>A  pArgl40Gin

39

AITL

C.[2116C>T(+)4020+1G>A]

p.GIn685X

c.601G>A

p.Argl72lys

WT




Sample Diagnosis TET2 IDH2 DNMT3A

23 PTCL, NOS C.[3831C>A(+)4205A>T]  p.[Tyr1255X(+)His1380Leu] WT WT
425 PTCL, NOS WT WT WT

238 ALK-ALCL c.1918 _1919insG p.Leu615fs WT WT




Supplemental Table 3: Description of MEITL cases used in this study. * indicate cases where <20%

tumor cells retain a decreased but detectable 5hmC staining.

5hmC MIB/Ki67 SETD2 SETD2 TCR af TCR y6
mutation | deletion

Case 1 Neg 85% WT Del Neg Pos
Case 9 Neg 30% Mut Del Neg NI
Case 10 Neg 40-50% Mut NC Pos Neg
Case 14 Neg * 80% Mut Not del Neg Pos
Case 17 Neg 80% Mut Not del Pos Neg
Case 20 Neg 85% Mut Not del NI Neg
Case 23 Neg 75% NA Not del Neg Neg
Case 24 Neg 50% Mut Del Neg NI
Case 26 Neg 20-30% Mut Not del Pos Neg
Case 28 Neg * 95% WT Del Neg Pos
Case 29 Neg 80% NA NA NA NA
Case 30 Neg * 80% Mut Del NA NA
Case 31 NE 90% NA NA Neg Pos
Case 33 Neg * NA NA NA NA NA
Case 34 Neg NA NA NA NA NA
Case 143 Neg NA NA NA NA NA
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Supplemental figure 1: Staining of PD1 (A and C) and ShmC in serial slides of reactive tonsils.

Original magnification X10 and X40
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Supplemental figure 2: Repartition of SmC in a reactive tonsil Original magnification objective: X10
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Supplemental Figure 3: Illustration of ShmC and 5mC level in various nodal and extranodal PTCL

entities.

A-C) TET2 mutated PTCL-NOS (sample 234), respectively HES, ShmC and SmC X 20.

D-F) TET2, IDH2 and DNMT3a PTCL-NOS (sample 303), respectively HES, ShmC and 5SmC X 20
G-I) TET2 mutated ALK-ALCL (sample 238) respectively HES, 5ShmC and SmC X 20

J-L) WT ALK+ALCL, respectively HES, ShmC and 5SmC X 20

M-0O) WT HSTL, (sample 37) respectively HES, ShmC and 5SmC X 20

P-R) WT EATL (sample 418) respectively HES, 5ShmC and 5SmC X 20

S-U) WT NKTCL (sample 12) respectively HES, ShmC and 5mC X 20
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Supplemental Figure 4: Absence of relationship between ShmC level and proliferation level in
MEITL. A) Ki67/MIB1 and B) ShmC staining of case MEITL 29 which have a MIB1/Ki67 estimated
at 80% show that contrary to endothelial cells, which are strongly positive for ShmC, tumor cells,
which are mainly proliferative are negative for ShmC. C) Ki67/MIB1 and D) ShmC staining of case
MEITL 9, which have a MIB1/Ki67 estimated at 30%, show that ShmC is negative in tumor cells,
even in lymphomas with low proliferation index estimated by MIB1/Ki67.
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