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Introduction: Current prognostic models for acute myeloid leukemia (AML) are inconsistent at predicting
clinical outcomes for individual patients. Variability in the quality of specimens utilized for biomarker dis-
covery and validation may contribute to this prognostic inconsistency.

Methods: We evaluated the impact of sample heterogeneity on prognostic biomarkers and methods to mitigate
any adverse effects of this heterogeneity in 240 cryopreserved bone marrow and peripheral blood specimens
from AML patients enrolled on SWOG (Southwest Oncology Group) trials.

Results: Cryopreserved samples displayed a broad range in viability (37% with viabilities <60%) and non-
leukemic cell contamination (13% with lymphocyte percentages >20%). Specimen viability was impacted by
transport time, AML immunophenotype, and, potentially, patients’ age. The viability and cellular heterogeneity
in unsorted samples significantly altered biomarker results. Enriching for viable AML blasts improved the RNA
quality from specimens with poor viability and refined results for both DNA and RNA biomarkers. For
example, FLT3-ITD allelic ratio, which is currently utilized to risk-stratify AML patients, was on average 1.49-
fold higher in the viable AML blasts than in the unsorted specimens.

Conclusion: To our knowledge, this is the first study to provide evidence that using cryopreserved specimens
can introduce uncontrollable variables that may impact biomarker results and enrichment for viable AML blasts
may mitigate this impact.
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Introduction clinical outcomes remain poor for most patients and espe-
cially for older adults who frequently die of relapse or

ACUTE MYELOID LEUKEMIA (AML) is one of the most treatment-related complications." Many of the advances in
common and devastating hematopoietic malignan- the care for patients with AML have hinged on better risk
cies.'™ Similar to most malignancies, AML is primarily a stratification at the time of initial therapy and shepherding
disease of older adults (median age at diagnosis 65 years). high-risk patients to allogeneic transplant or novel thera-
Although progress has been made in treating this disease, pies.”™* Current risk-stratification models incorporate
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clinical factors, cytogenetics, and molecular biomarkers, yet
remain relatively imprecise for risk-stratifying patients for
clinical outcome.>* As such, many patients continue to receive
ineffective conventional therapies and forgo the opportunity of
potential novel experimental approaches or upfront allogeneic
transplant.

Several potential explanations may account for the impre-
cision of risk-stratification models. Current risk-assessment
models may lack biomarkers that are capable of estimating
long-term responses. Armed with a more comprehensive mo-
lecular landscape of AML blasts, researchers may be able to
determine the most informative biomarkers for individual
patients and more precisely risk-stratify them. Certainly, the
movement to molecularly profile patients has garnered much
attention, being described as the first step to personalized
medicine for cancer patients.

Another potential barrier to improving the precision of
risk-stratification models may be the heterogeneous nature
of the tested samples. Out of necessity, the majority of
biomarker discovery and validation studies in AML have
examined cryopreserved samples, which comprised hetero-
geneous mononuclear cells (MNCs).S_22 These MNCs in-
clude both AML blasts of varying differentiation stages and
nonleukemic cells (e.g., lymphocytes and monocytes). Re-
pository samples certainly provide an invaluable resource for
such studies, but factors such as specimen source, handling,
processing, and cryopreservation may impact the composition
and quality of the cells. The National Cancer Institute (NCI),
the International Society for Biological and Environmental
Repositories (ISBER), and others have provided recommen-
dations to ensure a more standardized approach for the col-
lection, storage, and distribution of repository samples.>>~°
Many of these recommendations are based on studies ex-
amining the impact of specimen handling and processing on
the overall quality of normal or solid tumor samples.**~°~*
Fewer studies have examined the impact of cryopreserva-
tion on the mg;phology, function, and molecular profiles of
AML blasts,***® although our group recently reported that
delayed processing may adversely alter the leukemic tran-
scriptome.**>? Therefore, we systematically evaluated the
quality of cryopreserved AML blasts from a large cooperative
group, examining the impact of viability and the cellular
composition on the quality of nucleic material and biomarker
results. Further, we determined whether the potential adverse
impact of dying and nonmalignant cells on the prognostic
biomarkers is mitigated by evaluating viable AML blasts.

Materials and Methods
Patient materials

The SWOG (Southwest Oncology Group) Myeloid Re-
pository collects and curates diagnostic specimens from
patients with AML for correlative research from several
treatment trials. For our study, we had access to diagnostic
specimens with >3 cryopreserved vials from 383 out of 1042
previously untreated (i.e., de novo) AML patients who re-
ceived cytarabine (Ara-C) and daunorubicin (DNR)-based
induction chemotherapy on treatment protocols SWOG-9031,
SWO0G-9333, S0106, and SO1 12.3175% Details on chemother-
apy regimens for each of the protocols have been previously
described.”™>* For these treatment protocols, the patient’s
AML diagnosis was confirmed by using cellular morphology

and blast percentage by using established guidelines at the
time of the diagnosis.”'>* Diagnostic bone marrow (BM,
N=124) and peripheral blood (PB, N=116) from 190 out
of 383 patients were randomly selected, that is, no specific
algorithm, such as morphology, flow cytometry, and chro-
mosomal abnormalities were employed when selecting the
specimens for this study. All participants provided written
informed consent to participate in research studies in com-
pliance with the Declaration of Helsinki, and all studies were
conducted with approval of the Fred Hutch Institution Review
Board. Cytogenetics were available for 72% of evaluated
patients.®>>~° The specimen handling and cell processing
of samples for correlative studies on these SWOG treatment
protocols was consistent through the years of registration
on the trials (SWOG-9031: 1992-1994, SWOG-9333: 1995—
1998, S0106: 2004-2009, SO112: 2001-2003). Briefly, BM
and PB samples were collected in SWOG-provided vac-
uum tubes containing RPMI 1640, 10% fetal calf serum, and
EDTA (20 mg/m) and shipped overnight at room tempera-
ture to the processing laboratories. On receipt, MNCs were
isolated via Ficoll-Hypaque density gradient under sterile
conditions and cryopreserved in aliquots (1 mL volume in
2mL cryovial) in 90% fetal calf serum and 10% dimethyl
sulfoxide (DMSO). The cryopreserved aliquots of speci-
mens were kept at —135°C until retrieval for studies. The
time elapsed between specimen collection and processing
was not recorded.’’

Thawing of samples, FACS preparation
and analyses, and nucleic acid extraction

Cryopreserved samples were thawed as previously de-
scribed.”” Briefly, the vials with cryopreserved cells were
thawed in a 37°C water bath and cells were quickly transferred
into 15 mL falcon tubes. Prewarmed thawing media (20% fetal
bovine serum in RPMI, both from Thermofisher Scientific,
Waltham, MA) were slowly added to the thawed cells to
gradually wash out the DMSO, all while continuously agitating
the tube. Resuspended thawed cells were pelleted at 1200 rpm
for 5 minutes, after which the supernatant was removed and
the pellet was resuspended in FACS Buffer (Thermofisher
Scientific). An aliquot of cells was diluted with Trypan Blue
(Thermofisher Scientific) to assess the viability, and a portion
of unsorted MNCs was lysed in RLT-Plus buffer (Qiagen,
Valencia, CA) supplemented with beta-mercaptoethanol, a
reducing agent that deactivates intracellular RNases (Sigma-
Aldrich, St. Louis, MO). The rest of the MNCs were stained
with CD45-APC-H7 (to identify lymphoid and myeloid popu-
lations, Beckman Coulter, Pasadena, CA), CD34-APC, and
CDI117-PE (to identify the immunophenotype of leukemic
blasts, BioLegend, San Diego, CA) at recommended concen-
trations, incubated for 30 minutes, washed, resuspended in
FACS buffer with 4,6-diamidino-2-phenylindole (DAPI) (to
identify viable cells, Life Technologies), and sorted on BD
FACSAria Il instruments for viable AML blasts as described in
Supplementary Methods (Supplementary Data are available
online at www.liebertpub.com/bio). RNA and DNA from un-
sorted MNCs and enriched viable leukemic blast populations
were extracted by using the AllPrep DNA/RNA Mini kit (Qia-
gen) and quantified by using the Nanodrop spectrophotometer
(Thermofisher Scientific). RNA integrity number (RIN) was
determined on Agilent 2200 TapeStation (Agilent Technologies,
Santa Clara, CA).
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Genomic and transcriptional biomarker assessment

Mutations in FLT3 and NPMI genes are currently em-
ployed in prognosticating patients with AML. The presence
of internal tandem duplication in FLT3 (FLT3-ITD) and
insertion mutations in NPM[ were assayed as previously
described.®" Allelic ratios (ARs) were computed as the
ratio of the mutated product to the wild-type products.’® In the
absence of the wild-type FLT3 allele, a value of 20, which
represents approximately the highest AR previously de-
scribed in such cases, was assigned.”® The expression of
transcriptional biomarkers was evaluated by quantitative re-
verse transcription poléymerase chain reaction (QRT-PCR) as
previously described.”® Tagman gene expression assays for
BAALC, CEBPA, CCNAI, CD34, ERGI, EVI1, FLT3, GATA2,
IL3RA, JAGI, KIT, MNI, RUNXI, and WT1 were utilized to
quantify the fold change (FC) by using housekeeping gene beta-
glucuronidase (GUSB) to normalize expression and pooled
nonmalignant PB MNCs as a calibrator, as previously de-
scribed® except for WT'I expression, which was calibrated to
the WTI-expressing LAMA-84 cell line (Supplementary
Methods and Supplementary Table S$1).°*%% The FC was cen-
sored at maximal cycle threshold, Ct, of 45 for those without
evidence of expression by qRT/PCR. Each gene was assayed in
experimental duplicates, and the geometric mean of the repli-
cates was used for downstream analyses. If either of the repli-
cates was censored, their mean was also marked as censored. If
only one replicate was available, we used the expression and
censoring for that replicate.

Statistical analyses

Since specimen abundance was an eligibility criterion for
this study, the 190 included patients were compared with the
852 who were excluded by random selection or by absence
of a sufficient specimen. Patient and disease characteristics
and treatment outcomes were compared between the in-
cluded and excluded groups by using chi-square, Fisher’s
exact, or Wilcoxon rank-sum tests as appropriate. Overall
survival (OS) and relapse-free survival (RFS) of included
versus excluded patients were compared by using Cox re-
gression models. Quantitative variables across two or more
groups (e.g., viability by sex) were compared by using
Wilcoxon rank-sum or Kruskal-Wallis tests, as appropriate.
Spearman’s correlation coefficient (r;) was used to evaluate
associations between two quantitative variables. Paired #-
tests were used to assess differences in mean expression in
matched pairs of unsorted cells and enriched blasts from the
same patient. Wilcoxon signed-rank tests were used to
compare FLT3-ITD AR and NPM1 AR in matched pairs of
enriched blasts and MNCs and in matched pairs of BM and
PB samples. McNemar’s test was used to compare the dis-
tribution of dichotomous FLT3-ITD AR (<0.5 vs. 20.5) in
matched pairs of BM and PB samples.

The association of sorting and tissue type with log-
transformed FLT3-ITD AR and NPM1 AR was evaluated by
using linear mixed models, adjusting for age, year of patient
registration to the clinical trial, BM cellularity, WBC count,
BM and peripheral blasts (determined at diagnosis), hemo-
globin, and platelet count. These models included a random
effect for patients to account for correlation of AR values
between specimen source (BM vs. PB) and subpopulations
(unsorted MNCs vs. AML blasts) from the same patient.

POGOSOVA-AGADJANYAN ET AL.

Gene expression was analyzed by using nonlinear mixed
models with gene expression left-censored at the limit of
detection and included a random effect for patients. Two-
sided p-values were reported.

Results

Comparisons of included and excluded
patient populations

Evaluated patients (N=190) had significantly higher WBC
counts and blast percentages than the not analyzed patients
(p<0.001 for both, Supplementary Table S2), which is likely
an artifact that arose from the use of repository specimens,
some of which have been heavily drawn on for previous
studies; thus, the remaining specimens available for this
study tended to be from patients with higher counts. There
were more specimens from the SO0106 study than other studies,
given the larger number of available specimens from patients
enrolled on this protocol (p <0.001; Supplementary Table S2).
Despite these differences, the analyzed and not analyzed pa-
tients did not significantly differ in clinical outcomes (com-
plete remission [CR] rates, 63% vs. 61%, p=0.62; OS, HR
1.06, p=0.56; RFS, hazard ratio [HR] 1.14, p=0.29; Sup-
plementary Fig. S1).

Biologic and molecular heterogeneity
of cryopreserved repository samples

Differences in immunophenotypes. Immunophenotype (IP)
was evaluable for 187 out of 190 patients, with three sam-
ples displaying such poor viability that an accurate assessment
of TP was not possible. Approximately half of the specimens
(101/187, 54%) were CD34-expressing, with >10% of cells
exceeding 1x 10* mean fluorescent intensity (MFI), and with
the remaining samples either expressing CD117 (35/187,
19%) at a predetermined cutoff of >4 x 10°> MFI or not ex-
pressing either (51/187, 27%; Supplementary Fig. S2). The
IPs were identical between the 50 paired BM and PB
samples.

Marked variations in lymphocyte percentages. Given that
Ficoll density gradient processing and subsequent cryo-
preservation and thawing eliminate polynucleated cells,
we chose a defined population of MNCs that are not de-
rived from the malignant leukemic stem cells as a marker
of nonmalignant cell contamination. Monocytes, another
component of cryopreserved MNCs of myeloid lineage, can
be normal in origin or may represent a more differentiated
population of malignant cells. Therefore, the percentage of
lymphocytes in thawed MNCs was evaluated as a marker
of nonmalignant cell contamination. Lymphocyte percent-
age varied substantially between samples (Fig. 1A) and
was inversely correlated with the reported clinical blast
percentage (BM, r,=-0.26, p=0.004 and PB, r,=-0.37,
p<0.001). The lymphocyte percentage in the BM samples
was significantly lower than in the PB (mean 9.0% [0.4%—
36.8%] and 12.7% [1.6%—75.0%], respectively, p=0.005).
In the paired samples from the 50 patients, this trend was
less significant, yet persisted, with the average BM lym-
phocyte percentage of 7.4% (1.3%-30.8%) and 11.9%
(1.6%-75.0%) in PB (p=0.03). Lymphocyte percentage did
not vary significantly among the three IP groups.

Decreased viability in large percentage of samples. The via-
bility of thawed cells by Trypan Blue (manual count) and
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FIG. 1. Variation in cell composition and viability among the evaluated samples. (A) Figure shows the abundance of
Iymphocytes in cryopreserved MNCs. Thirty-two percent of specimens have >10% lymphocytes in unsorted MNCs. (B)
Figure shows the relationship between viability determined by trypan blue (x-axis) and DAPI (y-axis) staining. However,
most (~70%) of the samples have similar viabilities via both methods; although trypan blue does overestimate viability
relative to DAPI, >30% of samples have overestimated viabilities by trypan blue (bottom right quadrant). Solid line—actual
trendline; dash-dotted line—expected trendline if two methods fully correlated; dashed lines—60% marks. (C) Figure shows
the viability as defined by DAPI staining (% of DAPI-negative, i.e., viable cells, x-axis) relative to the number of cryopreserved
AML SWOG samples (y-axis). More than one-third of samples (>37%) contain >40% dying or dead cells. AML, acute myeloid

leukemia; DAPI, 4,6-diamidino-2-phenylindole; MNCs, mononuclear cells; SWOG, Southwest Oncology Group.

DAPI (FACS) was significantly correlated in the BM
(rs=0.40, p<0.001), but it was not significant in the PB
(rs=0.16, p=0.09). DAPI was more sensitive at detecting
dead and dying cells, with 96% of BM and 89% of PB
specimens having overestimation of viable cells by Trypan
Blue (Fig. 1B), and DAPI was used in the remaining via-
bility analyses. The cellular viability of BM and PB samples
varied substantially (p <0.001, mean 60.8% [5.2%-95.5%]
and 69.4% [14.3%-95.8%], respectively). Further analyses
in paired BM and PB from the same patients confirmed a
decreased DAPI viability in BM versus PB (mean 64.3 and
70.4, respectively, p=0.02). More than a third of the spec-
imens were composed of 240% nonviable cells in unsorted
MNCs (Fig. 1C).

The majority of the specimens reached the processing
facility within 2 days of collection (i.e., the next day after
collection, 91% of BM specimens, 85% of PB specimens),
with the remaining samples taking 2 or more days. An
analysis evaluating the impact of the delayed processing
demonstrated a nonsignificant reduction in mean viability
for samples processed <2 versus =2 days as measured by
DAPI (64.4% vs. 57.7%, respectively, p=0.14; Supple-
mentary Table S3A). Viability was significantly correlated
with the patient’s age (p <0.001 for BM, p<0.001 for PB)
and year of entry into clinical trial (p<0.001 for BM,
p<0.001 for PB), and it varied significantly among the four
trials (p<0.001 for BM, p<0.001 for PB; Supplementary
Table S4). However, these three factors are very strongly
associated with each other: Patients from studies SWOG-
9031, SWOG-9333, and S0112, for age >55, were enrolled
during 1992-2003; those from S0106, for age <60, were
enrolled during 2004-2009. Thus, the older patients’ spec-
imens were collected during the earliest years, and the
younger patients’ specimens were collected more recently.
Any changes in specimen handling at sites and the reposi-
tory, as well as duration of cryopreservation, are, therefore,
correlated with patient age. It is difficult to determine which

one or more of these factors may explain the effect on vi-
ability. The viability also varied significantly among the
three IP groups (p=0.002 for BM, p<0.001 for PB), being
the highest in patient samples with CD34-expressing blasts
and the poorest in CD34-CD117 blasts (Supplementary
Table S5). The association of viability with FAB (French-
American-British Classification system) was significant for
PB (p=0.04) but not BM (p=0.26). The viability was not
significantly associated with gender, race, performance status,
or cytogenetic groups. Among the 50 patients with paired BM
and PB specimens, viability was significantly correlated be-
tween the two sample sources (r,=0.68, p<0.001; Supple-
mentary Fig. S3).

Impact of viability on RNA quality in unsorted
MNCs and AML blasts

Increasing GUSB Ct, corresponding to degrading RNA,
was correlated with decreasing specimen viability in both
BM and PB specimens (r,=-0.42, p<0.001, and r;=—0.47,
p<0.001, respectively). In addition, higher GUSB Ct was
correlated with higher lymphocyte percentages in BM and
PB specimens (r;=0.35, p<0.001, and r,=0.28, p=0.005,
respectively). There were no significant associations be-
tween GUSB expression and IP groups, although most of the
specimens with higher GUSB Ct were from patients with
CD34-CD117- IP. Since the majority of specimens with
GUSB Ct over 30 cycles had lower viability (<50%), down-
stream gene expression analyses were limited to specimens
with GUSB Ct <30.

We then examined the global nucleic acid quality via
RIN, with a higher RIN number associated with improved
quality of RNA. For these analyses, we randomly selected
40 patients with RNA from both MNCs and enriched blasts,
half from the lower tertile of DAPI viability and half from
the upper tertile of DAPI viability. The RIN number for the
MNCs was significantly correlated with viability in both
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BM and PB specimens (r,=0.72, p<0.001 and r,=0.89,
p<0.001, respectively) and remained highly significant
when BM and PB data from MNCs were combined for
analyses (r;=0.85, p<0.001). RIN was not significantly
associated with lymphocyte percentage in BM (p=0.27),
but it was modestly associated with lymphocyte percentage
in PB (p=0.02). The latter finding was primarily driven by
two PB specimens with the highest lymphocytes and very
low RINs. There were no significant associations between IP
groups and RINs, although the RIN tended to be the lowest
for patients within the CD34-CD117- group. Not surpris-
ingly, there was an inverse relationship between RIN and
GUSB Ct for MNCs from the BM (r,=—0.37, p=0.11) and
PB (r,=-0.59, p=0.005). The positive impact of enrich-
ment for viable blasts was readily demonstrated at the global
RNA level—the RIN was on average 1.9-fold and 1.5-fold
higher, respectively, in enriched blasts than unsorted cells
(BM: 95% CI 1.2-2.6, p=0.009, PB: 95% CI 0.4-2.6,
p<0.001; Fig. 2) and was not correlated with time in transit
(Supplementary Table S3B).

Impact of enrichment for AML blasts
on mutation ARs

To investigate the impact of factors contributing to mu-
tation ARs, initial analyses focused on the correlation of
ARs derived from the 50 paired BM and PB samples. FLT3-
ITD and NPM1 ARs, measured as continuous variables,
were not significantly different between BM and PB in ei-
ther unsorted MNCs (p=0.67 for FLT3-ITD and p=0.10
for NPM1-AR) or enriched AML blasts (p>0.99 for FLT3-
ITD and p=0.55 for NPMI-AR). FLT3-ITD AR, when
treated as a dichotomous variable (FLT3-ITD AR <0.5 vs.
>(.5), was also not significantly different between BM and
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PB, whether examining MNCs or AML blasts (p=0.32 and
p=0.56, respectively). Therefore, the mutation data from all
available samples were combined for further analyses, using
the BM data for the 50 patients with paired samples. The
overall frequencies of mutations for all patients were 28.9%
(54/187) for FLT3-ITDs and 32.6% (61/187) for NPM1I
mutations. One patient demonstrated a complete loss of the
wild-type FLT3 in the enriched blasts from BM and PB.
FLT3-ITDs and NPMI mutations were associated with
normal cytogenetics, as well as with higher WBC and blast
percentages (Supplementary Tables S6 and S7).

An increasing FLT3-ITD AR in unsorted MNCs was as-
sociated with higher WBC and BM blast% (p=0.09 and
p=0.08, respectively; Supplementary Table S8). The mean
FLT3-ITD AR was also significantly higher in AML blasts
than in the MNCs from PB samples (p<0.001), but not
from the BM samples (p=0.27). Similarly, increasing
NPM1 AR in MNCs was significantly correlated with higher
WBC and PB blast% (p=0.003 and p=0.01, respectively;
Supplementary Table S9). The NPM1 ARs were also sig-
nificantly higher in AML blasts than in unsorted MNCs
from both the PB and BM (p<0.001 for both). Higher
lymphocyte percentage (i.e., inverse marker of blast per-
centage) was significantly associated with lower NPM1 AR
in the MNCs (p <0.001) and AML blasts (p<0.001). There
were no significant associations of ARs with any of the
measures of specimen quality (i.e., viability) or IP subtype.

In linear mixed models, FLT3-ITD ARs in AML blasts
were on average 1.49 times higher than ARs in unsorted
MNCs (p<0.001), but there was no significant difference
between sources of sample (p=0.57). Similarly, NPM1 AR
was 1.14 times higher in AML blasts than in unsorted MNCs
(p=0.02) and there was no significant difference between
BM and PB (p=0.08). The increased AR in blasts relative
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Impact of enrichment for viable leukemic blasts on RNA quality. Figure shows the positive impact of enrichment

on the global quality of RNA. Specimens in the lowest and highest tertiles of viability by DAPI are included. Figure shows
the correlation between viability (DAPI, x-axis) and RIN (y-axis) in unsorted MNCs (A) and enriched blasts (B) from bone
marrow (light gray circles) and peripheral blood (dark gray squares). The majority of specimens with poor viability and low
RIN numbers (i.e., suboptimal RNA quality) in unsorted MNCs demonstrated an improvement in RIN numbers after
enrichment for viable AML blasts (RIN <6, suboptimal RNA quality, lower black line; RIN >8, higher quality RNA, upper

black line). RIN, RNA integrity number.
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to MNCs did not appear to be correlated with the clinically
reported blast percentages (Fig. 3A).

Impact of enrichment for AML blasts on expression
of transcript biomarkers

To examine the impact of enrichment on expression, we
selected a finite list of transcriptional biomarkers that had
previously been associated with clinical outcomes.>!%63
Variance component analyses of the qRT/PCR expression
data assessed the intra- and inter-patient differences between
the replicates for each sample source (BM vs. PB), cellular
subpopulation (MNCs vs. AML blasts). The majority of the
genes displayed intra-patient variance <25% of the total
variance in MNCs and AML blasts, indicating a high cor-
relation between the replicates (Supplementary Table S10).

Univariate analyses demonstrated that biomarker ex-
pression for all genes examined except EVII was signifi-
cantly associated with FAB in both unsorted MNCs and
AML blasts. CEBPA, CD34, ERGI1, EVII, KIT, and MNI
were significantly associated with cytogenetics in unsorted
MNCs and AML blasts. Half of the biomarkers were sig-
nificantly associated with normal cytogenetics in both un-
sorted MNCs and AML blasts, with RUNXI only being
significantly associated with normal cytogenetics in MNCs.
BAALC, CCNA, ERGI, GATA2, IL3RA, JAG1, RUNXI, and
WT1 were positively correlated with PB blast percentages in
unsorted MNCs and AML blasts. EVII, FLT3, and KIT in
unsorted MNCs and CEBPA in enriched blasts were sig-
nificantly correlated with PB blast percentage. Similarly,
CCNAI, CD34, ERGI, IL3RA, JAGI, KIT, and MNI were
significantly correlated with WBC in MNCs and blasts,
whereas EVII was significantly correlated with WBC in
unsorted MNCs only (Supplementary Table S11).

Mixed-model analyses of gene expression were per-
formed with cellular subpopulation as a fixed effect, al-
lowing for censoring and intra-patient correlations and
without adjustment for any other factors. In the BM speci-
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mens, BAALC and FLT3 were expressed at higher levels in
AML blasts than MNCs (p <0.001 and 0.004, respectively),
whereas the expression of JAGI was lower in the AML
blasts (p<0.001). In the PB samples, the expression of
BAALC was significantly higher in AML blasts than MNCs
(p=0.01), whereas the expression of CEBPA and JAGI was
lower in AML blasts (p=0.04 and 0.004) (Supplementary
Table S12 and Supplementary Fig. S4). The increase or
decrease in transcript expression in blasts relative to MNCs
did not appear to correlate with the clinically reported blast
percentages (Fig. 3B). The correlation of biomarker ex-
pression between BM and PB was quite high in unsorted
MNCs (r, 20.79) and AML blasts (r, 20.69) from the same
patient (Supplementary Table S13); thus, we combined ex-
pression data from BM and PB samples for further analyses.

Multivariate mixed-model analyses were fit for each
gene, allowing the mean log expression levels to vary with
the following factors: sample source (PB vs. BM), cellular
subpopulation (AML Blasts vs. Total MNCs), cytogenetics
(normal, other, rejected, not submitted), IP group (CD34",
CD347CD117", and CD34 CD117"), FLT3-ITD, and NPM1
mutation status (positive vs. negative) while allowing for
correlation of expression between tissues and cellular sub-
populations from the same patient (Table 1). Expression
levels of CCNAI, FLT3, and JAGI were significantly higher
in BM than PB samples. BAALC and FLT3 expression levels
were higher in AML blasts than in the unsorted MNCs,
whereas the expression of CEBPA and JAGI was lower in
AML blasts than in the MNCs. The majority (10/14) of the
genes’ expression levels correlated with the IP of the leu-
kemic blasts, such that the expression levels were higher in
CD34" cells than non-CD34-expressing samples. Expression
levels of CCNAI, ERGI, FLT3, GATA2, IL3RA, and WTI
were significantly higher in samples with FLT3 mutations.
The expression of BAALC, CD34, and MNI was signifi-
cantly lower in samples with NPMI mutations, whereas the
expression of CCNAI, CEBPA, FLT3, GATA2, JAGI,
RUNXI, and WT1 was significantly higher in samples from
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FIG. 3. Reported blast percentage does not explain differences in biomarker results in viable blasts and MNCs. (A) Figure
shows the ratio of FLT3-ITD AR in enriched blasts relative to AR in unsorted MNCs (left y-axis, black solid line) and the
reported blast percentage (right y-axis, gray solid line) in patients with FLT3-ITD mutations (N =48, x-axis). The dashed
line at 1 represents the ratio that one would expect if the AR was the same in both enriched viable blasts and unsorted
MNC:s. (B) Figure shows the ratio of FC of BAALC expression in viable blasts relative to unsorted MNCs (left y-axis, black
solid line) and the reported blast percentage (right y-axis, gray solid line) in patients with a known blast percentage (N =139,
x-axis). The dashed line at 1 represents the ratio one that would expect if the FC was the same in both enriched viable blasts
and unsorted MNCs. FC, fold change.
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patients with NPM1 mutations. The expression of WT'I was
significantly lower in patients with normal cytogenetics.

Discussion

This is the first article that systematically examined the
quality of AML specimens from a large cooperative group
repository. Our studies demonstrated that the cryopreserved
SWOG AML samples display wide heterogeneity in via-
bility, nonleukemic cell percentage, and overall differenti-
ation status of the leukemic blasts. Time to processing (in
hours) could not be used as a continuous variable because it
was not measured when these specimens were collected, but
our analyses suggest that samples that reached processing
facilities within a day after collection (i.e., within 2 days of
draw) tended to have greater percentages of viable cells.
Further, our results suggest that other factors may impact the
quality of specimens, such as the age of patients, AML blast
immunophenotype, and duration of storage. Our results
suggested that MNCs from PB demonstrated higher viability
after thawing than MNCs from the BM. There are multiple
factors that can contribute to this finding. There may have
been differences between the time of collection and pro-
cessing for BM and PB, even though they were shipped at
the same time. Another possibility is that the differences in
volumes collected for BM and PB specimens may have
skewed concentrations of vacutainer contents, thus impact-
ing the viability. Lastly, the viability of the MNCs was as-
sessed on the total MNCs, and PB contained higher
percentages of lymphocytes that are more resilient to freeze/
thaw,** thus masking the signature of leukemic biomarkers.
In addition, we demonstrated that the quality of the speci-
mens and the heterogeneity of the examined cells signifi-
cantly impacted biomarker results. Thus, investigators need
to recognize these potential limitations when using cryo-
preserved samples for biomarker studies.

Despite the heterogeneity of cryopreserved AML speci-
mens and its impact on biomarkers, paired BM and PB
specimens provided similar results. The two specimen sour-
ces correlated with respect to cell viability, immunopheno-
type, and quality of RNA. Further, the performance of
genomic and transcriptional biomarkers was comparable
between BM and PB. ARs for both FLT3-ITD and NPM1 in
paired BM and PB samples were highly correlated, whether
examining the unsorted MNCs or enriched viable AML
blasts. Similarly, most of the transcript biomarkers demon-
strated a high degree of correlation between the two sample
sources. This has practical implications in that PB can be
reliably utilized in the absence of diagnostic BM, the more
coveted sample source. These findings are consistent with
previous observations of genomic mutations in MDS and
methylation markers in AML,%3-%

We acknowledge that researchers will continue to rely on
specimens collected through cooperative group repositories
to obtain statistical power and patient heterogeneity for
many types of studies, including biomarker discovery and
validation. In some cases, these samples have been collected
over a large period from multiple trials. For example, the
earliest SWOG leukemia samples were collected in 1983
and are still available for use. Our results and data from
other studies examining different tissue types provide solid
support for the efforts to standardize and harmonize the
preanalytical variables across biorepositories.’**° Bior-

epositories and Biospecimen Research Branch (BBRB),
which was founded in 2005 by NCI, is leading a national
initiative to provide guidance to biorepositories on collec-
tion, handling, and annotation of specimens for broad in-
vestigational use.

As demonstrated in our study, preanalytical variables are
not the only factors that may impact biomarker results. There
were associations between viability and other factors, includ-
ing the immunophenotype of AML blasts and the percentage of
nonleukemic cells within the specimen. For example, the
specimens from patients with more differentiated blasts (i.e.,
CD34°CD117") tended to have a low viability post-thaw, as
has been previously described.*® In contrast, the specimens
from patients with less differentiated AML blasts (i.e., CD34")
were not as impacted by cryopreservation and thawing. Un-
fortunately, the immunophenotype at diagnosis was not
available for the majority of patient samples, and thus, we were
unable to determine how sampling, processing, and thawing
may impact immunophenotype.

The results suggest that contaminating nonleukemic cells
can alter the signal of genomic and transcript biomarkers.
Although these findings may be expected, the implications
of the findings are highly relevant to current biomarker tests,
especially given the emerging clinical importance of quan-
titative genomic (e.g., FLT3-ITD AR) and expression bio-
markers.®” " Unfortunately, the reported blast percentage
showed no association with AML blasts/MNCs ratios for the
examined biomarkers (Fig. 3A, B), limiting the ability to
accurately correct biomarker signals through the use of re-
ported blast percentage. Potential explanations for the lack
of relationship between reported blast percentage and bio-
marker results from cryopreserved samples may be due to
multiple factors: hemodilution secondary to multiple aspi-
rations, variability in defining the blast population, and the
heterogeneity of the blast survival during processing. Given
the clinical influence of quantitative biomarkers on the risk-
stratification of AML patients, it is imperative to determine
whether biomarkers are more informative in viable AML
blasts rather than the MNCs that are presently being tested.
In addition, it will be imperative to evaluate similar studies
using freshly collected and noncryopreserved cells, given
that the vast majority of clinical assays utilize fresh samples
containing granulocytes and, thus, harboring even larger
numbers of nonleukemic cells.

The results, however, show that the enrichment of specimens
for viable AML blasts allows one to salvage specimens with
poor viability for downstream analyses such as RNA sequenc-
ing. In our study, 92% of MNC specimens with low viability
and poor RNA quality (RIN <6) displayed marked improve-
ments in RNA quality after selecting for viable blasts (Fig. 2).”°
These findings suggest that one can improve the quality of RNA
from samples with moderately poor viability by selecting for
viable blasts, and some of these poor viability samples can then
readily meet quality controls criteria for assays such as RNA
sequencing. The implications of these findings are that inves-
tigators may be able to increase the number of potentially useful
samples through such preprocessing methods, which would
improve the power to detect prognostic factors and reduce po-
tential transcriptional noise caused by dying cells.

Although the study provides strong support for examining
more restricted viable AML blasts, there are some natural
limitations that require further investigations. Our study
focused on a patient population from a single cooperative
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group and multiple clinical trials, which spanned over two
decades of collecting, processing, storing, and curating
samples. Changes in methods and technologies for reposi-
tories are evolving, such that the demonstrated heterogene-
ity in specimen characteristics in our report may not be
generalizable to all repositories, and certainly, the results
may not be applicable to research specimens collected for
ongoing and future trials.

We restricted randomly selected samples from patients
with three or more vials. The rationale behind this restriction
and the number of examined samples was practical in na-
ture, given the resources required and the potential number
of needed vials for the studies. If there were no major dif-
ferences in biomarkers between MNCs and AML blasts in
this set of samples, it may be difficult to justify pursuing
larger studies looking at enriching for viable AML blasts.
Despite the random selection, there was a bias for patients
with higher WBC and blast percentage in the examined
samples. It is conceivable that the biological variables ex-
amined could differ between the included and excluded
samples. However, the clinical outcomes were similar be-
tween the two groups. Most discovery and validation studies
for biomarkers in AML still utilize cryopreserved material
with an understanding that ‘““fresh’” materials may provide
different results.*”-”! Such prospective analyses are ex-
tremely difficult to perform in large numbers of samples in
the cooperative group setting. Unfortunately, fresh material
was not available for the samples in this study.

The genomic mutations for this analysis were limited to
NPM] and FLT3-ITD ARs, displaying significant differences
in the MNCs and AML blasts—especially for FLT3-ITD. It is
conceivable that other mutations that occur earlier in the course
of leukemogenesis (e.g., DNMT3A and TET2) may actually be
present in more differentiated leukemic cells as well as in the
leukemic blast population. In this case, enriching for AML
blasts may not have as great of an impact for the identification
and quantification of these driver mutations. Nevertheless,
these results highlight overlooked and potentially uncontrol-
lable variables that may impact biomarker discovery and val-
idation, especially given that the vast majority of previous
studies relied on cryopreserved specimens. Hence, there is a
need to systematically evaluate the heterogeneity of cryopre-
served specimens and its impact on biomarker performance.
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