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Simple Summary: There is no broad consensus concerning the management of recurrent glioblas-
toma (rGB). Within the French GB biobank (FGB), systemic treatment is the principal second-line
treatment. None of the systemic treatment regimens was unequivocally better than the others for
rGB patients. An analysis of survival outcomes based on time to first recurrence (TFR) showed
that survival was best in patients with a long TFR, but that these patients constituted only a small
proportion of rGB patients (13.0%). This better survival appears to be more strongly associated with
response to first-line treatment than with response to second-line treatment, indicating that recurring
tumors are more aggressive and/or resistant than the initial tumors in these patients. In the face of
high rates of treatment failure for GB, the establishment of well-designed large cohorts of primary
and rGB samples, with the help of biobanks, such as the FGB, is urgently required for the performance
of solid comparative biological analyses to drive the development of new therapies for GB.

Abstract: Safe maximal resection followed by radiotherapy plus concomitant and adjuvant temozolo-
mide (TMZ) is universally accepted as the first-line treatment for glioblastoma (GB), but no standard
of care has yet been defined for managing recurrent GB (rGB). We used the French GB biobank (FGB)
to evaluate the second-line options currently used, with a view to defining the optimal approach
and future directions in GB research. We retrospectively analyzed data for 338 patients with de
novo isocitrate dehydrogenase (IDH)-wildtype GB recurring after TMZ chemoradiotherapy. Cox
proportional hazards models and Kaplan-Meier analyses were used to investigate survival outcomes.
Median overall survival after first surgery (OS1) was 19.8 months (95% CI: 18.5-22.0) and median
OS after first progression (OS2) was 9.9 months (95% CI: 8.8-10.8). Two second-line options were
noted for rGB patients in the FGB: supportive care and treatments, with systemic treatment being
the treatment most frequently used. The supportive care option was independently associated with
a shorter OS2 (p < 0.001). None of the systemic treatment regimens was unequivocally better than
the others for rGB patients. An analysis of survival outcomes based on time to first recurrence (TFR)
after chemoradiotherapy indicated that survival was best for patients with a long TFR (>18 months;
median OS1: 44.3 months (95% CI: 41.7-56.4) and median OS2: 13.0 months (95% CI: 11.2-17.7), but
that such patients constituted only a small proportion of the total patient population (13.0%). This
better survival appeared to be more strongly associated with response to first-line treatment than
with response to second-line treatment, indicating that the recurring tumors were more aggressive
and/or resistant than the initial tumors in these patients. In the face of high rates of treatment failure
for GB, the establishment of well-designed large cohorts of primary and rGB samples, with the help
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of biobanks, such as the FGB, taking into account the TFR and survival outcomes of GB patients, is
urgently required for solid comparative biological analyses to drive the discovery of novel prognostic
and/or therapeutic clinical markers for GB.

Keywords: IDH wild-type; prognosis; recurrent glioblastoma; reoperation; survival; systemic treatment

1. Introduction

Glioblastoma (GB) is the most common primary intracranial malignancy, accounting for
30% of all central nervous system tumors, with an incidence of 3.22 per 100,000 individuals [1].
The standard of care for patients with primary isocitrate dehydrogenase (IDH)-wildtype GB
is maximal safe surgical resection, when feasible, followed by concomitant chemoradiother-
apy and six cycles of temozolomide (TMZ) treatment (EORTC 26981-NCIC CE.3) [2,3]. The
prognosis remains poor, even with treatment, with a median survival of about 15 months
and a 5-year survival rate of 4% [4,5]. Tumor relapse almost invariably occurs at or close to
the initial site of disease [6-8].

There is universal agreement about the first-line treatment for primary GB, but the
best way to manage recurrent GB (rGB) is less clear, given that none of the treatments used
for recurrences has ever been shown to be more beneficial than the others [3,9-15]. The
management of rGB is based on expert guidelines, such as those of the European Society for
Medical Oncology (ESMO) [16], the European Association of Neuro-Oncology (EANO) [3],
the National Comprehensive Cancer Network (NCCN, https://www.nccn.org (accessed
on 1 February 2022)) and “Association des Neuro-Oncologues d’Expression Francaise”
(ANOCEE https:/ /www.anocef.org (accessed on 1 January 2018)). Treatment decisions of-
ten require multi-disciplinary discussions on a case-by-case basis, to determine the optimal
second-line options for improving survival and health-related quality of life (HRQoL).

The aim of this retrospective study was to use French GB biobank (FGB) data to
evaluate, retrospectively, the second-line options currently used, with a view to defining
the optimal approach and future directions in GB research. The FGB is an academic biobank
developed in 2012, following a call for tenders from the “Institut National du Cancer”
(INCa) [17]. This biobank holds biological materials and clinical data for adult patients
with GB, and it is managed with the support of neurosurgeons, neuropathologists, neuro-
oncologists and biologists from 25 centers throughout France. Clinical data from about
1400 GB patients, including epidemiological, imaging, tumor characteristics and follow-up
data, have been included in the FGB to date, together with a collection of biological samples,
including frozen and formalin-fixed paraffin-embedded tumor tissues and blood samples.
We selected the patients with de novo IDH-wildtype GB recurring after surgical resection
and TMZ chemoradiotherapy for this retrospective analysis.

2. Patients and Methods
2.1. Patients

This retrospective study focused on patients included in the FGB biobank after the
diagnosis of IDH-wildtype GB between January 2012 and December 2020. The following
inclusion criteria were used: (1) patient aged >18 years, (2) newly diagnosed unilateral
supratentorial GB, (3) GB with negative immunohistochemical staining for IDH1-R132H,
(4) tumor resected, (5) no intraoperative chemotherapy, (6) first-line treatment according to
the Stupp protocol (this protocol consists of focal irradiation fractionated into daily doses of
2 Gy administered five days/week for six weeks, for a total of 60 Gy, plus concomitant daily
TMZ (75 mg/m? /day, 7 days/week from the first to the last day of radiotherapy), followed
by six cycles of adjuvant TMZ (150-200 mg/m?/day for 5 days during each 28-day cycle))
and (7) clinical or radiological evidence of progression after concurrent chemoradiotherapy,
according to the RANO criteria [18]. Patients with a history of tumors preceding the tumor
for which they were included in the database were excluded. Patients who underwent
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biopsies were also excluded, because such patients constitute only a small percentage of
the patients included in the FGB due to insufficient amounts of tumor tissue for storage.
Based on these criteria, we included a total of 338 patients.

2.2. Eligibility and Informed Consent

The FGB network was declared to the French Ministry of Health and Research (declara-
tion number: DC-2011-1467, cession authorization number: AC-2017-2993). The protocols
and regulations of the FGB network were approved by the CPP OUEST II ethics com-
mittee (CB 2012/02, date of approval: 20 December 2011) and the CNIL (“Commission
Nationale de I'Informatique et des Libertés”, the French national data protection authority,
no. 1476342, date of approval: 10 October 2011). All adult patients from this retrospective
analysis signed an informed consent form for the inclusion of their data and samples in
the biobank.

2.3. Data Collection

Baseline characteristics, such as age, sex, preoperative Karnofsky performance score
(KPS), tumor laterality, tumor extent, extent of resection (EOR), O(6)-methylguanine methyl-
transferase (MGMT) methylation status, Stupp protocol regimen, recurrence location and
follow-up, were collected from eCRFs built with Ennov Clinical software (Ennov, Paris,
France). This software is ISO9001:2015-certified for all products and activities and meets
the recommendations of the FDA 21CRF Part11 and the EMA for the IT security of clinical
data. The methylation status of the MGMT promoter was assessed, according to local stan-
dards, by methylation-specific PCR or pyrosequencing. EOR was recorded by the surgeon
performing the operation or was determined from a postoperative MRI scan performed
within 48 h of surgery by a neuroradiologist. EOR was classified as gross total resection
(GTR; 100%), subtotal resection (STR; >90%) or partial resection (PR; <90%). EOR1 was the
extent of the initial tumor resection and EOR2, the extent of the second tumor resection.
The recurrence was considered local if it occurred at the same site as the initial tumor and
distant if it had spread to another site. Time to first recurrence (TFR) was defined as the
time between the date on which chemoradiotherapy ended and the date of first progression.
TFR was classified as follows: short TFR (<6 months), intermediate TFR (7 to 17 months)
and long TFR (>18 months). Progression-free survival (PFS1) was measured from the date
of initial surgery to the date of first progression. PFS2 was defined as the time between
the first and second progression. Overall survival (OS1) was calculated from the date of
initial surgery to the date of last follow-up or death. OS2 was measured from the date
of first progression to the date of last follow-up or death. Patients alive at last follow-up
were censored.

2.4. Statistical Analysis

Differences between groups were assessed with Chi-squared tests, Fisher’s exact tests,
ANOVA or Kruskal-Wallis tests, as appropriate. p-values were adjusted by the Benjamini—
Hochberg (BH) method for multiple testing. Spearman’s rank correlation analyses were
performed to evaluate the relationship between two variables. Univariate Cox regression
analysis was performed with the covariates of all patients to screen for factors associated
with OS1 and OS2. Variables with raw p-values < 0.25 in univariate analysis were included
in multivariate Cox regression analysis, unless they were correlated with each other. The
global statistical significance of the Cox model was checked in three alternative tests
(likelihood ratio, Wald and log-rank tests). The Cox model was also tested by two types
of diagnostics: Schoenfeld residuals, to check the assumption of proportional hazards,
and the determination of dfbeta values to investigate influential outliers. Survival curves
were plotted according to the Kaplan-Meier method and were compared in log-rank tests.
Statistical analyses were performed with R software (version 4.1.0; https:/ /cran.r-project.
org (accessed on 18 May 2021)). Values of p < 0.05 were considered statistically significant.
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3. Results
3.1. General Characteristics of rGB Patients and Second-Line Treatment Options

The baseline characteristics of the 338 selected IDH-wildtype GB patients are shown in
Table 1. Median age at diagnosis was 61 years, and 223 patients (66.0%) were male. In total,
223 patients (66.0%) had a KPS score > 70% before surgery. The GB was in the left hemi-
sphere in 151 patients (44.7%) and the right hemisphere in 187 patients (55.3%). GB was
unilobar in 211 patients (62.4%) and multilobar in 127 patients (37.6%). EOR1 was complete
in 172 patients (50.9%). MGMT promoter status was available for 168 patients (49.7%), and
72 GB (42.9%) displayed MGMT methylation. All patients received concurrent chemoradio-
therapy according to the Stupp protocol after initial surgery. However, 206 patients (60.9%)
underwent fewer than six cycles of adjuvant TMZ and 132 patients (39.1%) underwent
six or more cycles. Relapses were recorded in all patients, and the recurrence was local
in 299 patients (88.5%). TFR was short (<6 months) in 210 patients (62.0%), intermediate
(7 to 17 months) in 84 patients (25.0%) and long (>18 months) in 44 patients (13.0%). In
pairwise comparisons with BH correction for multiple testing, the intermediate TFR group
was found to include more patients with GB in the right hemisphere than the short TFR
and long TFR groups (post hoc p = 0.048 and post hoc p = 0.018, respectively). The short
TER group contained more patients with multilobar GB and incomplete first resection than
the long TFR group (post hoc p = 0.003 and post hoc p = 0.049, respectively). The short
TFR group contained more patients with short courses of adjuvant TMZ treatment than
the intermediate TFR and long TFR groups (post hoc p < 0.001, for the two). GB with
methylated MGMT promoters were more frequent in the long TFR group than in the short
TFR and intermediate TFR groups (post hoc p < 0.001 and post hoc p = 0.018, respectively).

Table 1. Demographic and clinical characteristics of IDH-wildtype GB patients with a first relapse af-
ter TMZ-based chemoradiotherapy. Patients were stratified according to TFR: short TFR (<6 months),
intermediate TFR (7 to 17 months) and long TFR (>18 months).

All Short TFR Intermediate TFR  Long TFR p-Value
Number 338 (100.0%) 210 (62.0%) 84 (25.0%) 44 (13.0%)
Age (years) 0.188
Median (range) 61 (18-81) 62 (28-81) 62 (18-79) 59 (36-79)
<61 172 (50.9%) 102 (48.6%) 42 (50.0%) 28 (63.6%)
>61 166 (49.1%) 108 (51.4%) 42 (50.0%) 16 (36.4%)
Sex 0.563
Male 223 (66.0%) 143 (68.1%) 53 (63.1%) 27 (61.4%)
Female 115 (34.0%) 67 (31.9%) 31 (36.9%) 17 (38.6%)
Preoperative KPS (%) 0.599
<70 43 (12.7%) 29 (13.8%) 10 (11.9%) 4(9.1%)
>70 223 (66.0%) 151 (71.9%) 41 (48.8%) 31 (70.5%)
Unknown 72 (21.3%) 30 (14.3%) 33 (39.3%) 9 (20.5%)
Tumor laterality 0.009 *
Right 187 (55.3%) 112 (53.3%) 57 (67.9%) 18 (40.9%)
Left 151 (44.7%) 98 (46.7%) 27 (32.1%) 26 (59.1%)
Extent of tumor 0.002 *
Unilobar 211 (62.4%) 118 (56.2%) 56 (66.7%) 37 (84.1%)
Multilobar 127 (37.6%) 92 (43.8%) 28 (33.3%) 7 (15.9%)
EOR1 0.027 *
PR/STR 160 (47.3%) 110 (52.4%) 36 (42.9%) 14 (31.8%)
GTR 172 (50.9%) 97 (46.2%) 45 (53.6%) 30 (68.2%)
Unknown 6 (1.8%) 3 (1.4%) 3 (3.6%) 0 (0.0%)
MGMT methylation status <0.001 *
Without methylation 96 (28.4%) 67 (31.9%) 21 (25.0%) 8 (18.2%)
With methylation 72 (21.3%) 31 (14.8%) 16 (19.0%) 25 (56.8%)

Unknown 170 (50.3%) 112 (53.3%) 47 (56.0%) 11 (25.0%)
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All Short TFR Intermediate TFR  Long TFR p-Value
Adjuvant TMZ <0.001 *
<6 cycles 206 (60.9%) 189 (90.0%) 15 (17.9%) 2 (4.5%)
=6 cycles 71 (21.0%) 19 (9.0%) 35 (41.7%) 17 (38.6%)
>6 cycles 48 (14.2%) 2 (1.0%) 30 (35.7%) 16 (36.4%)
>12 cycles 13 (3.8%) 0 (0.0%) 4 (4.8%) 9 (20.5%)
Min-Max 0-25 0-7 0-17 1-25
Recurrence location 0.021 *
Local 299 (88.5%) 186 (88.6%) 75 (89.3%) 38 (86.4%)
Distant 21 (6.2%) 7 (3.3%) 8 (9.5%) 6 (13.6%)
Unknown 18 (5.3%) 17 (8.1%) 1(1.2%) 0 (0.0%)
Second-line options 0.357
Supportive care 37 (10.9%) 30 (14.3%) 5 (6.0%) 2 (4.5%)
Treatment 301 (89.1%) 180 (85.7%) 79 (94.0%) 42 (95.5%)
Repeat radiotherapy 12 (3.6%) 3 (1.4%) 5 (6.0%) 4(9.1%)
Alone 3(0.9%) 1 (0.5%) 1(1.2%) 1(2.3%)
With reoperation +/— 4 (1.2%) 0 (0.0%) 2 (2.4%) 2 (4.5%)
systemic treatment
With systemic treatment 5 (1.5%) 2 (1.0%) 2 (2.4%) 1(2.3%)
Reoperation 65 (19.2%) 34 (16.2%) 23 (27.4%) 8 (18.2%)
Alone 4 (1.2%) 0 (0.0%) 2 (2.4%) 2 (4.5%)
With intratumoral treatment 26 (7.7%) 14 (6.7%) 8 (9.5%) 4 (9.1%)
+/— systemic treatment
With systemic treatment 35 (10.4%) 20 (9.5%) 13 (15.5%) 2 (4.5%)
Systemic treatment alone 206 (60.9%) 135 (64.3%) 43 (51.2%) 28 (63.6%)
Inclusion in a clinical trial 18 (5.3%) 8 (3.8%) 8 (9.5%) 2 (4.5%)
Systemic treatment 0.001 *
regimen
TMZ rechallenge 40 (11.8%) 18 (8.6%) 9 (10.7%) 13 (29.5%)
Nitrosourea 33 (9.8%) 22 (10.5%) 7 (8.3%) 4(9.1%)
Bevacizumab 38 (11.2%) 26 (12.4%) 8(9.5%) 4 (9.1%)
Bevacizumab + TMZ 15 (4.4%) 7 (3.3%) 2 (2.4%) 6 (13.6%)
Bevacizumab + nitrosourea 82 (24.3%) 59 (28.1%) 19 (22.6%) 4(9.1%)
Bevacizumab + irinotecan 35 (10.4%) 24 (11.4%) 8 (9.5%) 3 (6.8%)
Bevacizumab + other 6 (1.8%) 5 (2.4%) 1(1.2%) 0 (0%)
PCV 2 (0.6%) 1(0.5%) 1(1.2%) 0 (0.0%)
Carboplatin +/— etoposide 9 (2.7%) 3 (1.4%) 5 (6.0%) 1(2.3%)
Inclusion in a clinical trial 15 (4.4%) 7 (3.3%) 7 (8.3%) 1(2.3%)
Survival outcome
After first surgery
PFS1 <0.001 *
Median (months) (95% CI) 7.8 (6.8-8.6) 5.9 (5.4-6.3) 13.6 (12.2-14.9) 30.2 (27.4-37.1)
PFS1-12 rate (%) (95% CI) 28.4 (24.0-33.6) 0.0 (0.0-0.0) 6.2 (5.2-7.3) 100.0 (100.0-100.0)
0OSs1 <0.001 *
Median (months) (95% CI) 19.8 (18.5-22.0) 15.2 (14.4-17.1) 22.9(21.2-25.1) 443 (41.7-56.4)
OS1-36 rate (%) (95% CI) 18.2 (14.0-23.5) 5.6 (2.7-11.7) 6.8 (2.8-16.6) 78.9 (67.5-92.2)
After first progression
PFS2 <0.001 *
Median (months) (95% CI) 5.5 (4.8-6.0) 5.9 (5.1-6.9) 4.0(3.5-4.9) 7.0 (5.5-9.1)
PFS2-12 rate (%) (95% CI) 13.0 (9.7-17.5) 15.5 (11.0-21.8) 3.8 (1.3-11.5) 19.6 (10.6-36.4)
0Ss2 0.011*
Median (months) (95% CI) 9.9 (8.8-10.8) 9.5 (8.3-11.2) 8.5 (6.7-9.3) 13.0 (11.2-17.7)

0S2-18 rate (%) (95% CI)

21.4 (17.0-26.9)

22.0 (16.4-29.4)

16.3 (9.6-27.6)

29.6 (18.4-47.5)

Abbreviations: EOR1, extent of first resection, GTR, gross total resection (100%); KPS, Karnofsky performance
score; MGMT, O(6)-methylguanine methyltransferase; OS1, overall survival after first surgery; OS1-36, survival
rate 36 months after first surgery; OS2, overall survival after first progression; OS2-18, survival rate 18 months
after first progression; PCV, procarbazine, 1-(2-chloroethyl)-3-cyclohexyl-1-nitrosourea (CCNU, lomustine) and
vincristine; PFS1, progression-free survival after first surgery; PFS1-12, progression-free survival 12 months after
first surgery; PFS2, progression-free survival after first progression; PFS2-12, progression-free survival 12 months
after first progression; PR, partial resection (<90%); STR, subtotal resection (>90%); TER, time to first recurrence;
TMZ, temozolomide. * p < 0.05.
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As second-line treatment options, 37 patients (10.9%) had supportive care and
301 patients (89.1%) received treatment after the first progression. Of the 301 patients
treated, 12 (3.6%) underwent repeat radiotherapy, 65 patients (19.2%) underwent reopera-
tion, including 26 (7.7%) who received intratumoral treatment consisting of carmustine-
releasing wafers (Gliadel®), 206 patients (60.9%) underwent systemic treatment alone and
18 patients (5.3%) were included in clinical trials. There were six principal systemic treat-
ment regimens: TMZ rechallenge, nitrosourea monotherapy and bevacizumab alone or
combined with TMZ, nitrosourea or irinotecan. Lomustine was the principal nitrosourea,
used in 81.7% of cases. There was no significant difference in second-line options between
the three TFR-based groups (p = 0.357), but systemic treatment regimens differed signifi-
cantly between the long TFR group and the short TFR and intermediate TFR groups (post
hoc p = 0.002 and post hoc p = 0.001, respectively) (Table 1 and Figure 1). TMZ or beva-
cizumab plus TMZ was administered more frequently than bevacizumab plus nitrosourea
in the long TFR group.

3.2. Survival Outcomes of rGB Patients

The 338 patients had a median PFS1 of 7.8 months (95% CI: 6.8-8.6) and a median OS1
of 19.8 months (95% CI: 18.5-22.0) (Table 1). After second-line treatment, the median PFS2
was 5.5 months (95% CI: 4.8-6.0) and the median OS2 was 9.9 months (95% CI: 8.8-10.8).

The short TFR, intermediate TFR and long TFR groups had significantly different
PFS1 (p < 0.001), OS1 (p < 0.001), PFS2 (p < 0.001) and OS2 (p = 0.011) values (Table 1
and Figure 2). Post-hoc tests with BH correction showed that PFS1 in the long TFR
group (30.2 months (95% CI: 27.4-37.1)) was significantly longer than that in the short TFR
(5.9 months (95% CI: 5.4-6.3); post hoc p < 0.001) and intermediate TFR groups (13.6 months
(95% CI: 12.2-14.9); post hoc p < 0.001) (Figure 2A). The PFS1 of the intermediate TFR group
was also significantly longer than that in the short TFR group (post hoc p < 0.001) (Figure 2A).
Similarly, OS1 in the long TFR group (44.3 months (95% CI: 41.7-56.4) was significantly
longer than that in the short TFR (15.2 months (95% CI: 14.4-17.1); post hoc p < 0.001) and in-
termediate TFR groups (22.9 months (95% CI: 21.2-25.1); post hoc p < 0.001) (Figure 2B). OS1
in the intermediate TFR group was also significantly longer than that in the short TFR group
(post hoc p < 0.001) (Figure 2B). PFS2 in the intermediate TFR group (4.0 months (95% CI:
3.5-4.9) was significantly shorter than that in the short TFR (5.9 months (95% CI: 5.1-6.9);
post hoc p < 0.001) and long TER groups (7.0 months (95% CI: 5.5-9.1); post hoc p < 0.001)
(Figure 2C). PFS2 did not differ significantly between the short TFR and long TFR groups
(post hoc p = 0.155). OS2 in the long TFR group (13.0 months (95% CI: 11.2-17.7)) was
significantly longer than that in the short TFR (9.5 months (95% CI: 8.3-11.2); post hoc
p = 0.027) and intermediate TFR groups (8.5 months (95% CI: 6.7-9.3); post hoc p = 0.005)
(Figure 2C). OS2 did not differ significantly between the short TFR and intermediate TFR
groups (post hoc p = 0.242).

Eight variables were associated with a shorter OS1 in univariate analysis: older age
(p = 0.001), multilobar tumor (p = 0.008), unmethylated MGMT (p < 0.001), short period of
TMZ consolidation treatment (p < 0.001), short PFS1 (p < 0.001), short or intermediate TFR
(vs. long TFR) (p < 0.001), short PFS2 (p < 0.001) and the supportive care option (p < 0.001)
(Table S1). Five variables were associated with a shorter OS2 in univariate analysis: older
age (p = 0.010), unmethylated MGMT (p < 0.001), short or intermediate TER (vs. long TFR)
(p = 0.018 and p = 0.003, respectively), short PFS2 (p < 0.001) and the supportive care option
(p < 0.001) (Table S1).

TER was significantly positively correlated with PFS1, the number of cycles of adjuvant
TMZ and MGMT methylation status (Table S2). No correlation was found between TFR
and PFS2 (Table S2). The Cox model for OS1 was stratified for TFR and PFS2, whereas
that for OS2 was stratified for PFS2, to satisfy the assumption of proportional hazards. We
identified two variables as independently associated with shorter OS1: older age (p = 0.007)
and the supportive care option (p < 0.001) (Table 2). One variable was independently
associated with a shorter OS2: the supportive care option (p < 0.001) (Table 2). The OS2 of
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rGB patients receiving supportive care was 2.9 months (95% CI: 2.2—-4.1), whereas that of
patients receiving some kind of treatment was 10.6 months (95% CI: 9.5-11.9) (p < 0.001)
(Table 3). Older age, being male and a short TER (vs. long TFR) tended to be associated
with a poorer OS2 (p = 0.094, p = 0.097 and p = 0.089, respectively).
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X
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oy ORepeat radiotherapy
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Figure 1. Second-line options and systemic treatment regimens used, by TFR: short TFR (<6 months),
intermediate TFR (7 to 17 months) and long TFR (>18 months). (A) Frequency of five types of second-
line options (supportive care, repeat radiotherapy, reoperation, systemic treatment alone or inclusion
in a clinical trial) in the short TFR, intermediate TFR and long TFR groups. (B) Frequency of the six
main types of systemic treatment regimen used (TMZ, nitrosourea, bevacizumab, bevacizumab plus
TMZ, bevacizumab plus nitrosourea and bevacizumab plus irinotecan) in the short TFR, intermediate
TFR and long TFR groups. Abbreviations: TFR, time to first recurrence; TMZ, temozolomide.
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Figure 2. Kaplan-Meier curves for survival stratified for TFR: short TFR (<6 months, n = 210),
intermediate TFR (7 to 17 months, n = 84) and long TFR (>18 months, n = 44). (A) PFS1, (B) OS1,
(C) PFS2, and (D) OS2. Abbreviations: OS], overall survival after first surgery; OS2, overall survival

after first progression; PFS1, progression-free survival after first surgery; PFS2, progression-free
survival after first progression; TFR, time to first recurrence.

3.3. Analysis of the Efficacy of Second-Line Treatments

Given the diversity of second-line treatments, two main analyses were conducted: one
to compare systemic treatment with and without reoperation and the other to compare the
efficacy of repeat surgery with and without the intratumoral treatment with Gliadel®. Tt

was not possible to stratify these two analyses for TFR due to the small number of patients
with intermediate or long TFR.

3.3.1. Comparison of Systemic Treatment with and without Reoperation (n = 227)

We considered the six systemic treatments most frequently prescribed: TMZ rechal-
lenge, nitrosourea monotherapy and bevacizumab alone or combined with TMZ, ni-
trosourea or irinotecan. Patients who underwent repeat radiotherapy or reoperation with
intratumoral Gliadel® treatment were excluded from the analysis. The characteristics of the
patients retained for the analysis are shown in Table S3. In total, 227 patients received sys-
temic treatment: 32 (14.1%) were treated with TMZ, 32 (14.1%) with nitrosourea, 36 (15.9%)
with bevacizumab, 14 (6.2%) with bevacizumab plus TMZ, 80 (35.2%) with bevacizumab
plus nitrosourea and 33 (14.5%) with bevacizumab plus irinotecan. Pairwise comparisons
with BH correction for multiple testing showed that the proportion of distant rGB was
significantly higher in the bevacizumab plus TMZ group than in the TMZ, nitrosourea,

bevacizumab plus nitrosourea and bevacizumab plus irinotecan groups (post hoc p = 0.027
for all comparisons). Reoperation was more frequent in the nitrosourea group than in the
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bevacizumab and bevacizumab plus nitrosourea groups (post hoc p = 0.013 and post hoc
p = 0.022, respectively). Reoperation rates were also higher in the TMZ group than in the
bevacizumab group (post hoc p = 0.023). The TFR of the bevacizumab plus nitrosourea
group was significantly different from those of the TMZ (post hoc p = 0.004) and beva-
cizumab plus TMZ (post hoc p = 0.046) groups, the bevacizumab plus nitrosourea group
having fewer patients with a long TFR.

Table 2. Multivariate Cox regression analysis of factors associated with OS1 and OS2 in IDH-wildtype
GB patients treated with the Stupp’s regimen in the first line of treatment and subsequently receiving
supportive care or treatment after progression. The Cox model for OS1 was stratified for TFR and PFS2
and the Cox model for OS2 was stratified for PFS2, to satisfy the assumption of proportional hazards.

0OSs1 0S2

Variable

OR 95% CI p-Value OR 95% CI p-Value
Age (>61 years) 1.42 (1.10-1.84) 0.007 * 1.28 (0.96-1.70) 0.094
Sex (female) 0.81 (0.62-1.07) 0.136 0.77 (0.56-1.05) 0.097
KPS (>70%) 0.87 (0.57-1.34) 0.527
Tumor laterality (left) 0.96 (0.74-1.24) 0.746 0.83 (0.62-1.11) 0.205
Tumor extent
(multilobar) 1.12 (0.86-1.47) 0.407
EOR1 (GTR) 0.98 (0.76-1.27) 0.879
TFR
Long 1
Short 1.44 (0.95-2.20) 0.089
Intermediate 1.41 (0.86-2.31) 0.172
Recurrence location
(distant) 1.50 (0.86-2.62) 0.153
Second-line treatment , 5 (0.19-0.42) <0.001 * 0.18 (0.11-0.29) <0.001 *

(treatment)

Abbreviations: CI, confidence interval; EOR1, extent of the first resection; GTR, gross total resection (100%);
KPS, Karnofsky performance score; OR, odds ratio; OS1, overall survival after first surgery; OS2, overall survival
after first progression; PFS2, progression-free survival after first progression; TFR, time to first recurrence; TMZ,
temozolomide. * p < 0.05

Table 3. Survival outcomes of IDH-wildtype GB patients as a function of second-line option.

Survival Outcome

PFS1 PFS1-12 0Os1 0S1-36 PFS2 PFS2-12 0S2 0S2-18
Median Rate Median Rate Median Rate Median Rate
(months) (%) (months) (%) (months) (%) (months) (%)
(95% CI) (95% CI) (95% CI) (95% CI) (95% CI) (95% CI) (95% CI) (95% CI)
Supportive Care (1 = 37)

6.6 16.2 11.0 3.3 NA NA 2.9 3.5
(5.2-8.6) (7.8-33.7) (9.4-13.2) (0.5-22.5) NA NA (2.2-41) (0.5-23.5)
Treatment (n = 301)

8.0 29.9 21.2 19.9 5.7 13.7 10.6 23.5
(7.0-8.8) (25.2-35.6) (19.4-23.3) (15.4-25.8) (5.2-6.2) (10.2-18.6) (9.5-11.9) (18.7-29.5)
Systemic Treatment Alone (n = 195)

6.7 28.2 20.5 219 6.0 12.8 10.8 20.1
(6.5-7.9) (22.6-35.3) (18.5-23.0) (16.1-29.8) (5.4-6.9) (8.6-19.0) (9.4-12.0) (14.6-27.7)
Reoperation + Systemic Treatment (1 = 32)

8.0 28.1 21.9 15.5 54 13.4 104 27.8
(6.8-10.2) (16.2-48.9) (18.0-29.8) (6.3-37.9) (4.4-7.2) (5.4-33.3) (8.8-18.0) (15.0-51.4)
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Table 3. Cont.
Survival Outcome

PFS1 PFS1-12 0OS1 0S1-36 PFS2 PFS2-12 0S2 0S2-18
Median Rate Median Rate Median Rate Median Rate
(months) (%) (months) (%) (months) (%) (months) (%)
(95% CI) (95% CI) (95% CI) (95% CI) (95% CI) (95% CI) (95% CI) (95% CI)

Reoperation + Gliadel® (1 = 26)

8.6 26.9 24.4 17.8 5.9 20.0 14.8 39.4
(5.9-12.2) (14.3-50.7) (18.3-33.0) (7.3-43.2) (4.5-8.7) (9.1-43.8) (8.1-21.4) (23.7-65.5)
TMZ (n = 32)

13.4 56.3 30.3 434 4.8 10.2 13.5 32.4
(6.2-22.6) (41.4-76.4) (23.5-44.3) (28.3-66.5) (3.7-8.3) (3.5-29.7) (12.0-20.8) (18.7-56.2)
Nitrosourea (n = 32)

7.6 15.6 22.2 20.5 4.6 11.1 10.6 23.2
(6.5-9.2) (7.0-35.0) (16.2-33.5) (8.7-48.1) (3.6-7.1) (3.8-31.8) (8.2-14.2) (10.9-49.5)
Bevacizumab (n = 36)

6.7 25.0 21.4 20.3 6.2 16.2 9.9 28.8
(5.5-10.4) (14.2-44.0) (17.6-35.4) (9.0-45.7) (4.6-10.8) (6.8-38.9) (7.5-18.7) (15.9-52.1)
Bevacizumab + TMZ (n = 14)

10.5 429 34.6 423 7.9 21.4 124 17.5
(4.5-49.8) (23.4-78.5) (17.3-NA) (21.8-82.0) (7.0-16.5) (7.9-58.4) (10.1-NA) (5.0-61.2)
Bevacizumab + Nitrosourea (1 = 80)

6.7 22.5 18.2 7.0 5.6 9.0 8.8 13.4
(6.5-7.4) (15.0-33.8) (15.2-20.8) (2.8-17.7) (4.6-6.9) (4.2-19.2) (6.9-11.1) (7.1-25.3)
Bevacizumab + Irinotecan (1 = 33)

6.7 24.2 18.5 20.4 7.5 19.2 10.8 18.7
(5.6-10.6) (13.3-44.3) (16.2-28.0) (9.6-43.5) (5.9-9.6) (9.4-39.3) (9.1-17.4) (8.3-42.3)

Abbreviations: OS1, overall survival after first surgery; OS1-36, survival rate 36 months after first surgery;
OS2, overall survival after first progression; OS2-18, survival rate 18 months after first progression;
PFS1, progression-free survival after first surgery; PES1-12, progression-free survival rate 12 months after first
surgery; PFS2, progression-free survival after first progression; PFS2-12, progression-free survival rate 12 months
after first progression; TMZ, temozolomide.

Patients receiving systemic treatment without reoperation had a median PFS1 of
6.7 months (95% CI: 6.5-7.9), a median OS1 of 20.5 months (95% CI: 18.5-23.0), a median
PFS2 of 6.0 months (95% CI: 5.4-6.9) and a median OS2 of 10.8 months (95% CI: 9.4-12.0)
(Table 3, Figures 3A,B and S1A,B). Reoperation before systemic treatment had no significant
effect on PFS1, OS1, PFS2 and OS2 (p = 0.841, p = 0.945, p = 0.641 and p = 0.690, respec-
tively) (Table 3, Figures 3A,B and S1A,B). PFS1 and OS1 differed significantly between the
six systemic treatment groups (p = 0.004 and p < 0.001, respectively) (Table 3 and Figure
51C). Post hoc tests with BH correction revealed that the PFS1 of the Bevacizumab plus
nitrosourea group (6.7 months (95% CI: 6.5-7.4) was significantly shorter than that of the
TMZ group (13.4 months (95% CI: 6.2-22.6); post hoc p = 0.009) (Figure S1C). OS1 in the be-
vacizumab plus nitrosourea group (18.2 months (95% CI: 15.2-20.8)) was also significantly
shorter than that in the TMZ (30.3 months (95% CI: 23.5-44.3); post hoc p < 0.001) and
bevacizumab plus TMZ groups (34.6 months (95% CI: 17.3-NA); post hoc p = 0.016) (Table 3
and Figure S1D). The use of treatment regimens other than TMZ or bevacizumab plus TMZ
had no significant effect on OS1 change. Median OS1 was 22.2 months (95% CI: 16.2-33.5)
for the nitrosourea group, 21.4 months (95% CI: 17.6-35.4) for the bevacizumab group and
18.5 months (95% CI: 16.2-28.0) for the bevacizumab plus irinotecan group (Table 3). PFS2
did not differ significantly between the six groups (p = 0.238), although there was a trend
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towards longer PFS2 in the groups receiving bevacizumab (Figure 3C and Table 3). Median
PFS2 was 4.8 months (95% CI: 3.7-8.3) in the TMZ group, 4.6 months (95% CI: 3.6-7.1) in
the nitrosourea group, 6.2 months (95% CI: 4.6-10.8) in the bevacizumab group, 7.9 months
(95% CI: 7.0-16.5) in the bevacizumab plus TMZ group, 5.6 months (95% CI: 4.6-6.9) in
the bevacizumab plus nitrosourea group and 7.5 months (95% CI: 5.9-9.6) in the beva-
cizumab plus irinotecan group. OS2 differed significantly between the six groups (p = 0.042)
(Figure 3D and Table 3). Post hoc tests with BH correction showed that OS2 was signifi-
cantly shorter in the bevacizumab plus nitrosourea group (8.8 months (95% CI: 6.9-11.1))
than in the TMZ group (13.5 months (95% CI: 12.0-20.8); post hoc p = 0.034). OS2 did
not differ significantly between the TMZ and other treatment groups. Median OS2 was
10.6 months (95% CI: 8.2-14.2) in the nitrosourea group, 9.9 months (95% CI: 7.5-18.7) in
the bevacizumab group, 12.4 months (95% CI: 10.1-NA) in the bevacizumab plus TMZ
group and 10.8 months (95% CI: 9.1-17.4) in the bevacizumab plus irinotecan group.
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Figure 3. Survival outcomes for patients on systemic treatment. (A,B) Kaplan—-Meier curves for
survival stratified for systemic treatment with reoperation (1 = 32) and systemic treatment without
reoperation (n = 195) ((A) PFS2; (B) OS2). (C,D) Kaplan—-Meier curves for survival stratified for the
six most frequent systemic treatment regimens: TMZ rechallenge (1 = 32), nitrosourea monotherapy
(n = 32), bevacizumab alone (n = 36) or combined with TMZ (n = 14), nitrosourea (n = 80) and
irinotecan (n = 33) ((C) PFS2; (D) OS2). Abbreviations: OS2, overall survival after first progression;
PFS2, progression-free survival after first progression; TMZ, temozolomide.
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3.3.2. Reoperation with and without Gliadel® (n = 58)

Patients who underwent reoperation and received systemic treatment (reoperation
plus systemic treatment, n = 32) from the previous analysis were compared with patients
undergoing reoperation with intratumoral Gliadel® treatment (reoperation plus Gliadel®,
n = 26). The characteristics of the selected patients are shown in Table S4. Of the 26 patients
treated with Gliadel®, 9 patients (34.6%) also received systemic treatment.

Complete resection of the primary and recurrent tumors was more frequent in the
reoperation plus Gliadel® group than in the reoperation plus systemic treatment group
(p =0.003 and p < 0.001, respectively). PFS1, OS1, PFS2 and OS2 did not differ significantly
between these two groups (p = 0.562, p = 0.423, p = 0.303 and p = 0.436, respectively) (Table 3,
Figures 4 and S2). The reoperation plus Gliadel® group had a median PFS1 of 8.6 months
(95% CI: 5.9-12.2), a median OS1 of 24.4 months (95% CI: 18.3-33.0), a median PFS2 of
5.9 months (95% CI: 4.5-8.7) and a median OS2 of 14.8 months (95% CI: 8.1-21.4).

+ Reoperation + Gliadel® Reoperation + systemic treatment
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1.001 L 1.00 1 L"’t
'
) L
=0.317 = 0.400

0.75 l\ e 0.75 e
N o
9 050+ © 050
a (@)

0.251 l\_\_\_L‘_’ 0.251

0.00 1 0.00 1 i

0 5 10 15 20 25 0 10 20 30 40 50

Time (months) Time (months)

Figure 4. Kaplan-Meier curves for survival stratified for reoperation with Gliadel® (1 = 26) and
reoperation with systemic treatment (1 = 32) ((A) PFS2; (B) OS2). Abbreviations: OS2, overall survival
after first progression; PFS2, progression-free survival after first progression.

4. Discussion

There is no widely accepted approach for managing rGB after TMZ chemoradiotherapy.
The second-line option is, therefore, based on the preferences of the treating center, the
individual characteristics of the patient and tumor aggressiveness, which can be assessed
by determining TFR after chemoradiotherapy [3,19]. In this study, a short TFR (<6 months)
was observed in 210 patients (62.0%), whereas intermediate (7 to 17 months) and long
(>18 months) TFRs were observed in only 84 (25.0%) and 44 patients (13.0%), respectively.
As expected, TFR was strongly and significantly correlated with PFS1, with a median PFS1
of 5.9 months for short TFR, 13.6 months for intermediate TFR and 30.2 months for long
TFR. TFR was also positively correlated with the number of cycles of adjuvant TMZ and
MGMT methylation status. The standard guidelines recommend six months of adjuvant
TMZ, but this treatment can be extended to more than six cycles, as shown by the FGB data.
The impact of prolonging maintenance TMZ therapy beyond six cycles remains a matter
of debate [20-22]. This retrospective study was not designed to determine the survival
benefits of prolonged adjuvant TMZ over the standard six-cycle TMZ regimen in patients
with GB. Furthermore, the absence of MGMT methylation status for more than 50% of
the patients would greatly limit the strength of any conclusions drawn. Nevertheless, we
observed that 17 (40.5%) of the GB patients with a long TFR receiving six or more cycles of
adjuvant TMZ (n = 42) were on the standard six-cycle regimen and that 25 patients (59.5%)
received adjuvant TMZ treatment for a prolonged period, indicating that a reasonable
proportion of patients on standard maintenance therapy may have a long TFR.
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The 338 GB patients included in this retrospective study had a median OS1 after first
surgery of 19.8 months and a median OS2 after first progression of 9.9 months; these values
are typical for GB patients in the Stupp era [23-25]. The patients with a long TFR had a
significantly longer OS1 and OS2 than those with a short or intermediate TFR (median
OS1: 44.3 vs. 15.2 and 22.9 months, respectively; median OS2: 13.0 vs. 9.5 and 8.5 months,
respectively). Patients with a long TFR also had a significantly longer PFS2 than patients
with an intermediate TFR (median PFS2: 7.0 vs. 4.0 months) but, surprisingly, no significant
difference in PFS2 was observed between patients with a long TFR and those with a short
TFR (median PFS2: 7.0 vs. 5.9 months). This finding may be explained by the higher risks
of pseudoprogression in patients with a short TFR. OS2 was about 4 to 5 months longer
in patients with a long TFR than in those with a short or intermediate TFR, but this is a
small difference relative to that for PFS1 (about 16-24 months longer for patients with a
long TFR). Similar post-progression survival was previously reported between GB patients
with and without MGMT promoter methylation [9]. These results suggest that the better
survival of patients with a long TFR or with GB displaying MGMT-promoter methylation is
mostly due to their response to first-line treatment rather than their response to second-line
treatment. They also indicate that the rGB of these patients were more aggressive and/or
resistant than their initial tumors.

A multivariate Cox regression analysis of factors associated with OS2 showed that
the supportive care option after first progression was a significant independent predictor
of shorter OS2. Being older, male and having a short TFR also tended to be independent
predictors of poor OS2. The survival disadvantage of these factors after progression has
already been highlighted in other studies [19,24,26,27]. However, by contrast to previous
studies, KPS at diagnosis and EOR1 were not found to be independent factors associated
with OS2 in this cohort [26,28-30]. The lack of accurate KPS score determinations and
of quantitative MRI assessments of volume for EOR evaluation may account for this
discrepancy. We were unable to analyze KPS at progression and MGMT methylation status,
which were found to be predictors of OS2 in previous studies [26,31] in multivariate Cox
regression analysis due to the large amounts of missing data.

The decision to give supportive care rather than treatment after a first progression is
generally based on rapid progression of the GB associated with comorbid conditions and/or
a worsening of neurological state. Older age, contraindications for alternative options or the
patient’s refusal to prolong therapy may also underlie the decision to implement supportive
care. Systemic treatment alone was the most common second-line treatment recorded in
the FGB, this treatment being administered to 206 patients (60.9%). Repeat radiotherapy
was performed in only 12 patients (3.6%). This treatment option may continue to be
limited because unanswered questions remain about the efficacy and toxicity of a second
course of radiation, even with improvements in the techniques used, such as stereotactic
radiosurgery and stereotactic radiotherapy [32]. Reoperation was indicated in 69 patients
(20.4%), consistent with published findings suggesting that 20-30% of patients undergo
reoperation [3,33]. The remaining 18 patients (5.3%) were included in clinical trials. A
significant difference in systemic treatment regimens was observed between the three TFR
groups. TMZ rechallenge and bevacizumab plus TMZ were administered more frequently
to patients with a long TFR, whereas bevacizumab plus nitrosourea was prescribed more
frequently for patients with short and intermediate TFR. This is not surprising given that
the patients with a long TFR were those who responded most successfully to first-line
Stupp treatment.

Given the small number of patients with intermediate or long TFR, all 338 GB patients
selected from the FGB database were included in the analysis of second-line treatment
efficacy. This analysis showed that reoperation before the use of systemic treatment did not
increase survival. Median OS2 was 10.4 for the reoperated and 10.8 months for the non-
reoperated groups. Similarly, there was no significant difference in survival between rGB
patients undergoing reoperation with intratumoral Gliadel® treatment and rGB patients un-
dergoing reoperation and receiving systemic treatment (median OS2: 14.8 vs. 10.4 months).
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The benefits of repeat resection after the first recurrence remain unclear from published
data [34]. Some studies have suggested that there is a survival benefit after reoperation,
whereas others found no such benefit [35-37]. A lack of randomization, selection bias in
patient inclusion and exclusion, study timing (pre- or post-Stupp protocol era), different
treatments after further resection and differences in the definition of OS may account for
the discrepancies between studies. Additional well-designed studies are now required to
determine the real benefit of reoperation with or without intratumoral treatment. It was not
possible to analyze the survival benefit of repeat radiotherapy in our study due to the small
number of patients receiving this treatment. Repeat radiotherapy is currently considered
safe for rGB management, but the heterogeneity of studies in terms of patient characteris-
tics and radiotherapy regimen makes it difficult to draw any firm conclusions about the
efficacy of this treatment option for rGB patients [32,38,39]. For systemic treatments, OS2
did not differ significantly between patients receiving bevacizumab plus nitrosourea and
those treated with nitrosourea alone (median OS2: 8.8 vs. 10.6 months) or bevacizumab
alone (median OS2: 8.8 vs. 9.9 months). Two previous clinical trials—a phase III trial with
437 rGB patients [40] and a phase Il TAMIGA trial with 123 rGB patients [41]—showed that
lomustine plus bevacizumab provided no significant improvement in OS after recurrence
over lomustine monotherapy. Similarly, Weathers et al. [42] showed, in a phase II trial,
that the low-dose bevacizumab plus lomustine combination was not superior to standard-
dose bevacizumab in 69 patients with rGB. We also observed that patients who received
bevacizumab plus irinotecan and, thus, who received bevacizumab alone had similar out-
comes (median OS2: 10.8 vs. 9.9 months). These data are consistent with the findings of
Friedman et al. [43], who evaluated the efficacy of bevacizumab, alone and in combination
with irinotecan, in patients with rGB in a phase II, multicenter, open-label, noncomparative
trial (n = 167). Median OS from randomization was 9.2 months and 8.7 months, respectively.
Furthermore, similar to Jakobsen et al. [44], we found no significant difference in median
OS2 between bevacizumab plus nitrosourea and bevacizumab plus irinotecan (median
0S52: 8.8 vs. 10.8 months). The only significant difference in OS2 observed in this study
was that between patients receiving bevacizumab plus nitrosourea and those prescribed
TMZ rechallenge or bevacizumab plus TMZ (median OS2: 8.8 vs. 13.5 and 12.4 months,
respectively). Other treatment regimens were no more effective than TMZ rechallenge
or bevacizumab plus TMZ. The longer OS2 observed with TMZ rechallenge and with
bevacizumab plus TMZ than with bevacizumab plus nitrosourea may result from a bias,
because the TMZ rechallenge and bevacizumab plus TMZ groups contained more patients
with a long TFR than the bevacizumab plus nitrosourea group. One study retrospectively
compared data from rGB patients completing standard TMZ treatment concurrently and
adjuvant to radiotherapy and undergoing TMZ rechallenge or nitrosourea treatment after
progression [45]. The authors showed that, for patients with rGB after a treatment-free
interval of at least five months, median OS2 and PFS2 were longer for the TMZ rechal-
lenge group than for the nitrosourea group, regardless of the MGMT methylation status
of the tumor. Median OS2 was 17.7 months for the TMZ group and 11.6 months for the
nitrosourea group, and median PFS2 was 8.1 months for the TMZ group and 5.8 months for
the nitrosourea group. Other studies have shown that the benefit of TMZ rechallenge may
be restricted to patients with tumors displaying MGMT promoter methylation [3,11,46,47].
It would be interesting to compare TMZ rechallenge with other regimens in prospective
randomized trials in patients with a long TFR and/or with MGMT-promoter methylated
GB to determine the optimal second-line treatment for these patients.

All of our data are consistent with the findings of recent studies [9,11]. They show
that none of the traditionally used regimens is unequivocally better than the others for
the second-line treatment of GB. In recent years, a multitude of novel drugs, such as
tyrosine kinase inhibitors and immune checkpoint inhibitors, have shown promising signs
of efficacy against rGB, but the reported responses were observed in a highly selected and
very limited patient population [9,11].



Cancers 2022, 14, 5510

15 of 21

5. Limitations

This study has several limitations. It was a retrospective analysis with only small
numbers of patients per group for group analyses, which may, therefore, have been subject
to several unavoidable biases. Immunohistochemistry for IDH1-R132H was the only
technique used for assessment of the IDH status of the tumors. Sanger sequencing for
IDH1/2 genes was not systematically performed for all cases. It was not possible to
assess the impact of MGMT methylation status on OS1 and OS2 because of the large
amounts of missing data. An analysis of MGMT methylation status is not mandatory for
routine pathology reports in the FGB network because of its minimal relevance to clinical
decision-making for first-line treatment. However, knowledge of MGMT methylation
status might be useful for decisions concerning second-line treatment [47,48]. Another
limitation was the lack of accurate KPS score determination before first surgery and at
recurrence. Audureau et al. [26] showed that a decrease in KPS at progression was a strong
independent predictor of poorer OS2. The lack of formal volumetric analysis to measure
preoperative tumor volume and residual volume is another limitation of our study. The
data were also incomplete for the toxicity of second-line treatments. Furthermore, it was
not possible to determine whether patients conserved a good quality of life after the various
second-line treatments, because HRQoL is not systematically assessed outside of clinical
trials. The routine assessment of HRQoL would be of great interest for clinicians needing
to choose between second-line treatments with similar efficacies in terms of survival. All of
these limitations highlight that corrective actions need to be taken within the FGB to have
more complete eCRFs.

6. Conclusions and Perspectives

Within the FGB, four treatment options for rGB patients were recorded: repeat ra-
diotherapy, reoperation, systemic treatment and inclusion in a clinical trial. Systemic
treatment was the option most frequently selected for rGB patients, with bevacizumab
plus nitrosourea more frequently used in patients with a short or intermediate TFR and
TMZ rechallenge and bevacizumab plus TMZ more frequently used in patients with a long
TFR. None of the systemic treatment regimens was unequivocally better than the others
for second-line therapy. Reoperation before the administration of systemic treatment did
not increase survival. Survival was best for patients with a long TFR, but these patients
accounted for only a small proportion of the study population (13.0%). This better survival
appeared to be more strongly associated with response to first-line treatment than with
response to second-line treatment, indicating that the recurring tumors were more aggres-
sive and/or resistant than the initial tumors in these patients. There is an urgent need
for molecular investigations of the reasons for which some GB patients have a long TFR
after chemoradiotherapy. With the exception of MGMT methylation status, the few studies
focusing on the molecular characteristics of IDH-wildtype GB from patients in the short
and long survival groups failed to identify a solid long-term survivor signature at either the
genomic or transcriptomic level [49]. Additional studies based on other -omics approaches
are now required, in well-designed cohorts of primary GB samples, taking into account the
TER of GB patients and their survival outcomes. Furthermore, these analyses should not be
limited to tumor samples, but should also include the peritumoral brain zone and blood
samples, which may contain cellular and molecular components promoting GB growth
and invasion [50-52]. It will also be important to determine why rGB from patients with a
long TFR are more aggressive and/or resistant than the initial tumor. Studies comparing
differences between GB at diagnosis and at recurrence have shown that rGB generally retain
the genetic and epigenetic makeup of the primary tumor and, as such, probably require the
use of similar treatment regimens [9]. Our results highlight the need for further studies on
the molecular characteristics and treatment responses of rGB and their initial tumors in
patients with different TFR before any firm conclusions can be drawn. These future studies
may facilitate the identification of prognostic and/or therapeutic clinical markers. Support
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from biobanks, such as the FGB, will be required, to provide the large numbers of biological
samples from well-characterized patient cohorts necessary for such studies.
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