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Abstract

Introduction: The World Health Organization’s (WHO) update of 2017 defines the cut-off for BCL2 in
immunohistochemistry (IHC) in 50% of stained cells in diffuse large B-cell lymphomas (DLBCL). The WHO's 2017
classification, however, has no standardized value. This study analyzes associations between immunohistochemistry
results for BCL2 in relation to the detection of translocations of MYC, BCL2, and BCL6 in DLBCL.

Method: Sixty-seven patients with DLBCL were evaluated using IHC, with CD20, CD10, BCL6, BCL2, MUM1, TDT and
MYC, and fluorescence in situ hybridization (FISH) for translocations involving the BCL2, BCL6, and MYC. Two cut-offs
for BCL2 in IHC were used (50 and 70%), with the calculation of sensitivity (S), specificity (E), positive predictive
value (PPV), negative predictive value (NPV), accuracy and concordance test, with a significance level of 5%.

Results: Using a 70% cut-off, there is a good relationship between S (88.9%, 1C95% = 68.4-109.4) and E (67.2, 95%
Cl=55.2-79.3), with a high NPV (97.5, 95% Cl =92.7-102.3) and statistically significant agreement (K=0.30, p =0.02).
Using a 50% cut-off, S and NPV increase to 100%, with a specificity of 39.7% (95% Cl=27.1-52.2) and a statistically
significant concordance (K=0.15, p =0.017).

Conclusion: Reduction in the percentage of immunostaining increases the detection of DLBCL with a “double-
expressor” immunophenotype. The lower criterion amplifies the S and the NPV of IHC to detect translocations
involving the BCL2 gene, with an impact on the diagnosis of DLBCL “double expressor”, an unfavorable prognostic
group.
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Highlights

— The association between the results of
immunohistochemistry and the results of molecular
tests represents a challenge for pathologists. Cut-offs
or scores of immunohistochemistry are resources for
pathologists during their diagnostic routines.

— MYC and BCL2 are important genes in high-grade
lymphomas. Pathologists must report their status
with their prognosis impact. For these genes, the
literature shows there are differences concerning the
cut-off point for use in immunohistochemistry.

— The fluorescent in situ hybridization (FISH)
molecular test was used in this study. Finding the
correct cut-off points for patients with lymphoma is
very important because FISH is a special technique
with a high cost and low availability. When
confident immunohistochemistry results are
obtained, an algorithm for the selection of patients
to undergo molecular tests may be proposed.

— The WHO’s 2017 classification discussed this
question, but it does not conclude a standardized
value. The WHO recommends that all patients with
DLBCL must be submitted to the FISH test.

— Reduction in the percentage of immunostaining
increases the detection of DLBCL with “double-
expressor” immunophenotype. The lower criteria
amplify the S and the NPV of IHC to detect
translocations involving the BCL2 gene, with an
impact on the diagnosis of DLBCL “double
expressor”, an unfavorable prognostic group.

Introduction

In 2016, Swerdlow et al. (2016) published a review of
the classification of the World Health Organization
(WHO) for hematopoietic tumors. One of the most
important focuses of this review concerns high-grade
B lymphomas (HGBL). The authors proposed modifi-
cations to replace the terminology suggested in the
2008 edition, which defined the provisional entity of
unclassifiable B-cell lymphomas with intermediate
characteristics between diffuse large B-cell lymphoma
and Burkitt’s lymphoma (UBL/DLBCL/BL). Due to
the updated classification, the name UBL/DLBCL/BL
was extinguished, favoring the use of the term HGBL,
without other specifications, or double-hit lymphoma
(DHL) or triple-hit lymphoma (THL) (Swerdlow et al.
2016; Swerdlow et al. 2008).

For this correct diagnostic classification, it is funda-
mental to use molecular cytogenetic techniques to
search for translocations involving MYC, BCL2, and/or
BCL6 genes. One point that is regularly discussed by
pathologists is the associations between molecular and
immunohistochemistry (IHC) findings. The definition of
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the best criteria of positivity in the IHC with the best
correlations with molecular results (Oliveira et al. 2017)
is important.

In this context, there are variabilities in the sensitivity
and specificity of the immunohistochemistry to detect
the MYC, BCL2, and BCL6 rearrangements, reflecting
the different immunostaining cut-offs.

The literature defines the BCL2 marker as positive
when the percentages of immunostaining range from 40
to 70%. In the 2016 update, Swerdlow et al. (2016)
propose a cut-off point of at least 50% of the cells evalu-
ated with positivity in the immunohistochemical study.
However, in the new WHO edition (Oliveira and
Domingues 2017), officially published in 2017, there is
no specific cut-off. Thus, this study analyzes the
diagnostic power of IHC for BCL2 in the detection of
molecular rearrangements in DLBCL samples, compar-
ing the use of two different cut-offs.

Method

Patients with DLBCL who were diagnosed between 1998
and 2013 made up the samples of this study. There were
67 patients in the Department of Pathology, Botucatu
School of Medicine, Sdo Paulo State University (FMB
UNESP). These patients were reviewed for morpho-
logical and immunohistochemistry revaluation and diag-
nostic confirmation. The project was approved by the
research ethics committee of the institution where it was
carried out. Informed consent was obtained from all
individual participants included in the study as the rules
and recommendations of the Research Ethics Committee
of FMB UNESP.

Central nervous system (CNS) and/or bone marrow
(BM) infiltration, Ann-Arbor staging, therapeutic man-
agement, and outcome (remission or death) were the
clinical aspects reviewed in this study. The death rate
was defined considering the 5 years after diagnosis.

IHC and fluorescence in situ hybridization (FISH)
studies were performed on tissue microarray (TMA).

CD10 (clone 56C6, ready for use, Dako), BCL6 (clone
PGB6-P, ready for use, Dako), BCL2 (clone 124, ready
for use, Dako), CD20 (clone L26, dilution 1: 250, Cell
Marque), CD10 Dako), MUM1 (clone MUMI1P, ready
for use, Dako), TDT (polyclonal, ready for use, Dako)
and C-MYC (clone EP121 ready for use, Biocare) were
the antibodies used for IHC evaluation.

For MYC and BCL6, samples were considered positive
when marker expression was greater than 40 and 50% of
tumor cells, respectively. For BCL2, two criteria were
adopted: 70% or more of immunostaining and 50% or
more of immunostaining.

The FISH analysis was performed using specific probes
to detect translocations involving the loci of the MYC
(Vysis LSI, MYC dual color, break apart rearrangement
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probe, Abbott Molecular Des Plaines, IL, USA), BCL2
(Dako, BCL2 FISH DNA probe split signal) and BCL6
(Vysis LSI, BCL6 dual color, break apart rearrangement
probe; Abbott Molecular Des Plaines, IL, USA). The
cases were considered positive when, in one sample,
5.0% of the cells (at least 40 neoplastic cells were
counted) showed the orange and green signs apart.

The concordances between the immunohistochemi-
cal and cytogenetic tests for the MYC, BCL2 and
BCL6 markers were evaluated with sensitivity (S),
specificity (E), positive predictive value (PPV) and
negative predictive value (NPV), accuracy (A) and
Kappa coefficient of agreement (K), presented with
their respective 95% confidence intervals. The
strength of the agreement determined by the Kappa
coefficient was thus analyzed: poor (<0.20), regular
(0.21-0.40), moderate (0.41-0.60), good (0.61-0.0,
80), very good (0.81 to 1.00). The level of significance
(p-value) tested was 0.05.

Results

Among 67 patients with DLBCL, 40 (59.7%) were
women, and the median age was 56.5 years old (ranging
from 25 to 88). The majority of patients (34/65; 52.3%)
were classified as non-germinal center-like (NGC). The
high level of Ann-Arbor staging (IIl and IV) was
detected in 25/65 (38.5%) patients. BM was infiltrated by
the neoplasm in 11/64 (17.2%) patients, and CNS was
positive for lymphoma cells in 4/64 (6.2%) patients. After
5 years of the diagnosis, 26/54 (44.1%) patients’ condi-
tions had resulted in death.

For the MYC gene, the association between the
IHC and FISH findings had a regular agreement
(Kappa = 0.23). It was not statistically significant (p =
0.070). For the BCL6 gene, this association was poor
(K=0.01, p =0.583).

The use of the 70% cut-off value for BCL2 in IHC
leads to a good relationship with BCL2 FISH results in
relation to S and E, with high NPV, regular agreement
(K =0.30) and statistically significant (p =0.02). The use
of the 50% cut-off value for BCL2 in IHC increases S
and VPN to 100% for the detection of BCL2 FISH (p =
0.017). However, the use of a lower cut-off value had a
poor agreement (K =0.15, Tables 1 and 2).

The DLBCL double-expressor immunophenotype is
the group of patients with positivity for MYC and BCL2
in IHC. Reduction in the cut-off value of immunostain-
ing for BCL2 also increases the detection of DLBCL with
double-expressor immunophenotype from 22 to 27
patients.

The “double-expressor” group defined by a cut-off
of 50% in the IHC (DE50) included 27 patients, of
which 14 (51.8%, p =0.575) were consistent with
non-germinal center-like (NGC) through the Hans
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Table 1 Association between the positivity for BCL2 in the
immunohistochemistry (IHC) for BCL2 and detection of BCL2
rearrangement by FISH: comparison between 50% cut-off and
70% cut-off for BCL2

FISH BCL2
Positive  Negative Total  p-value*
IHC Above 50%  Positive 9 35 44 0.017
Negative 0 23 23
Total 9 58 67
BCL2 Above 70%  Positive 8 19 27 0.002
Negative 1 39 40
Total 9 58 67

*Chi-square and Fisher’s exact test; p < 0.05

algorithm, and 13 (48.1%, p =0.266) had Ann-Arbor
IIT or IV. BM and CNS infiltrations occurred in three
(11.1%, p =0.224) and in two (7.4%, p =0.566) indi-
viduals, respectively. In DE50, 28% (7/27, p =0.030)
of the deaths were patients from the double-expressor
group (Table 3 and Table 4).

The “double-expressor” group defined by 70% cutoff
in IHC (DE70) included 22 patients, ten (45.4%, p =
0.298) consistent with non-germinal center-like
(NGC) in the Hans algorithm. Advanced staging III
or IV was observed in 11 (50%, p =0.206) individuals.
BM and CNS were infiltrated in three (13.6%, p =
0.432) and two (9.0%, p =0.426) patients, respectively.
In DE70, 30% (6/20, p =0.099) of the deaths were
patients from the double-expressor group (Table 3
and Table 4).

Another important aspect is the evaluation of the
meaning of the BCL2 staining in IHC in relation to the
presence of MYC rearrangement using the FISH exam.
Using the 50% cut-off, there was only one patient
positive for BCL2 in the IHC and positive for MYC
rearrangement in the FISH test (p =0.190). In this
group, 47 patients were positive for BCL2 IHC and
negative for MYC FISH. Accuracy was 26.9%. The group
analyzed with 70% cut-off for BCL2 in IHC, showed no
patients with double-positive for BCL2 in IHC and for
MYC rearrangement.

Discussion

Variations in the S and E of IHC for detecting
molecular rearrangements involving MYC, BCL2, and
BCL6 genes reflect the percentages of immunostaining
considered by the different authors. For a BCL2 IHC
reaction, in the literature, the positivity ranges from
30 to 70% of cells stained (Perry et al. 2014;
Swerdlow et al. 2017; Swerdlow 2014). Swedlow et al.
(2016) define 50% as a cut-off. The WHO 2017
publication (Swerdlow et al. 2017), did not define
criteria for a cut-off and did not indicate criteria for
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Table 2 Concordance between the immunohistochemical test for translocation involving the BCL2 gene, with FISH as gold
standard: comparison between 50% cut-off and 70% cut-off for definition of immunopositivity for BCL2 in immunohistochemistry

5 EP PPVE NPVA A® Kappa p-value”
Cutoff above 50% 100% 39,7% 20,4% 100% 47% 0,15 0017
[27,1-52,2] (8,5-324] [35,8-59,7]
Cutoff above 70% 88,9% 67,2% 29,6% 97,5% 70% 030 0,002
[68,4-109,4] [55,2-79,3] [124-46,9] [92,7-102,3] [59,2-81,1]

@ = Sensitivity (5), b_ specificity (E), © = positive predictive value (PPV), d= negative predictive value (NPV), € =accuracy (A), * = Values presented with a 95%

confidence interval and a level of significance lower than 0.05

selecting patients for the FISH evaluation (Swerdlow
et al. 2016; Oliveira and Domingues 2017; Swerdlow
et al. 2017).

Initially, all cases of DLBCL should be submitted to
molecular evaluation to search for MYC, BCL2, and
BCL6 rearrangements (Swerdlow et al. 2016; Oliveira
and Domingues 2017). The idea to use IHC to screen
individuals at higher risk of the presence of transloca-
tions motivates studies like this one (Oliveira and
Domingues 2017). Moreover, considering that DLBCL
is the most common lymphoma in several countries,
the number of molecular tests that should be per-
formed is high and, consequently, costs are elevated.
Therefore, studies about the prognosis impact of
these translocations in DLBCL patients emphasizes
the importance of knowledge development regardless
of the possible criteria to select patients for expensive
molecular exams.

Green et al. (2012) worked with an MYC index
greater than 40% and BCL2 index higher than 70% at
IHC and found good associations. Oliveira et al.
(2017) showed that the best associations applied to
BCL2, MYC, and BCL6, in this order.The diagnosis of
DHL/THL depends on the molecular study (Swerdlow
et al. 2016; Oliveira and Domingues 2017). However,
those with double staining at IHC, for example,
patients positive for MYC and BCL2, called double-

Table 3 Association between the positivity for BCL2 in the
immunohistochemistry (IHC) and detection of MYC
rearrangement by FISH: comparison between 50% cut-off and
70% cut-off for BCL2

FISH MYC
Positive  Negative Total  p-value*
IHC Above 50%  Positive 1 47 48 0.190
Negative 2 17 19
Total 3 64 67
BCL2 Above 70%  Positive 0 37 37 0.080
Negative 3 27 30
Total 3 64 67

*Chi-square and Fisher’s exact test; p < 0.05

expressors, would have a nine times higher chance of
death, sharing the poor prognosis with DHL/THL
(Perry et al. 2014; Swerdlow et al. 2017).

The main point in this study is the reduction of false-
positive patients in two situations. The first one is the
comparison between BCL2 IHC and BCL2 FISH. The
second one is the comparison between BCL2 IHC and
MYC FISH. In these two situations, there is a reduction
in the number of false-positives patients (Table 3 and
Table 4). Thus, by using a 50% cut-off, more patients
would be submitted to molecular tests. However, many
of these exams may be unnecessary due to the index of
false-positive.

The results presented in this research pointed out
other aspects that deserve attention in future and
broader studies. First, is the question of the clone used
for BCL2 evaluation. In this study, we used clone 124,
widely used in diagnostic routines, which may present
false negatives compared to other clones (E17 and SP66)
(Kendrick et al. 2014). Another important point is re-
garding the evaluation of MYC gene alterations from the
FISH exam. A recent article by King et al. (2019) indi-
cated that false negative rates in the MYC gene evalu-
ation by break-apart probes and MYC/IGH fusion
probes are approximately 4 and 22%, respectively. The
combined use of the probes may represent an alternative
to minimize these values, or the use of other molecular
techniques to detect changes in this gene may be further
explored.

The IHC BCL2 cut-offs reduction expands the
detection of double-expressors and may select more
patients for the FISH exam. However, discrepant re-
sults can occur depending on the clones and probe
models used. There is still not an effective model for
selection patients for molecular tests, and the number
of HGBL cases does not seem high in the diagnostic
routine. Certainly, the main difficulty for a more
precise association between IHC and FISH results
involves other paths that justify the discrepancies
observed in diagnostic routines and in different arti-
cles. The results obtained through this study add to
other groups’ results to discuss a definition of IHC
interpretation cut-offs of these markers.
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Table 4 “Double- expressor” lymphomas and clinical evolution, according to the BCL2 cut-off adopted in the IHC (50% or 70%)

>50% (N=27) p-value* >70% (N=22) p-value*

Non-germinal center-like 14 (51.8%) 0.575 10 (45.4%) 0.298
Stage IIl/IV 13 (48.1%) 0.266 11 (50%) 0.206
BM® 3(11.1%) 0.224 3 (13.6%) 0432
CNSP 2 (7.4%) 0.566 2 (9.0%) 0426
Death® 7 (28%) 0.030 6/20 (30%) 0.099
*Chi-square and Fisher's exact test; p < 0.05
2BM Bone marrow infiltration
PCNS Central nervous system infiltration
“Considering a period of 5 years after the diagnosis

Our group is using a cut-off of 50% for BCL2 and a  Funding

cut-off of 40% form MYC in IHC, as Swerdlow et al.
(2016) because, at this moment, we understand that the
main objective is to select the largest number of patients
for molecular tests.

Conclusion

The use of the 50% immunostaining criterion instead of
70% amplifies the S and the immunohistochemical NPV
to detect translocations involving the BCL2 gene, with
an impact on the diagnosis of DLBCL double-expressor,
an unfavorable prognostic group. This study encourages
discussions about the utility of IHC for MYC and/or
BCL2 for screener evaluations of individuals using FISH.
No specific values have been classified, including the
classification provided by WHO 2017. IHC may be an
alternative for hospitals where this kind of service is not
offered to people. The limits of this study include
sampling and retrospective design. However, the data
reaffirm the recommendations of Swerdlow et al. (2016)
about the possibility of a 50% cut-off for BCL2 in IHC to
select patients for the molecular approach.
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