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Serum miR371 in testicular
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MicroRNA-371a-3p (miR371) has been suggested as a sensitive biomarker in testicular germ cell
cancer (TGCC). We aimed to compare miR371 with the classical biomarkers a-fetoprotein (AFP) and
B-human chorionic gonadotropin (hCGg). Overall, 180 patients were prospectively enrolled in the
study, with serum samples collected before and after orchiectomy. We compared the use of digital
droplet PCR (RT-ddPCR) with the quantitative PCR used by others for detection of miR371. The novel
RT-ddPCR protocol showed high performance in detection of miR371 in serum samples. In the study
cohort, miR371 was measured using RT-ddPCR. MiR371 detected CS1 of the seminoma and the non-
seminoma sub-types with a sensitivity of 87% and 89%, respectively. The total sensitivity was 89%.
After orchiectomy, miR371 levels declined in 154 of 159 TGCC cases. The ratio of miR371 pre- and
post-orchiectomy was 20.5 in CS1 compared to 6.5 in systemic disease. AFP and hCGg had sensitivities
of 52% and 51% in the non-seminomas. MiR371 is a sensitive marker that performs better than the
classical markers in all sub-types and clinical stages. Especially for the seminomas CS1, the high
sensitivity of miR371 in detecting TGCC cells may have clinical implications.

Abbreviations

hCGp Human chorionic gonadotropin type beta
NTC No-template control
AFP Alpha-fetoprotein

Cq Cycle of quantification
CS Clinical stage

miR371 MicroRNA-371a-3p
LDH Lactate dehydrogenase
LOB Limit-of-blank

LOD Limit-of-detection

LOQ Limit-of-quantification
PPV Positive prediction value

RT-ddPCR  Reverse transcriptase digital-droplet PCR
RT-qPCR  Reverse-transcriptase quantitative PCR (also known as real-time-PCR)
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RPLND Retroperitoneal lymph node dissection
TGCC Testicular germ cell cancer

Testicular germ cell cancer (TGCC) is the most common cancer type among young men aged 15-49 years
in the Western countries. Briefly, post-pubertal TGCC derived from germ cell neoplasia in situ (GCNIS) is
classified into the histological sub-types seminomas and non-seminomas, with non-seminomas further classi-
fied into embryonal carcinomas, choriocarcinomas, yolk-sac tumours and teratomas'. The disease is effectively
treated surgically with the addition of chemotherapy in high-risk clinical stage 1 (CS1) and metastatic cases®.
Chemotherapy is administered according to TGCC sub-type and stage at diagnosis and is in Norway and Sweden
risk-adapted in order to reduce the amount of chemotherapy given to these young patients®. Unfortunately, this
treatment success comes with a price as the cytotoxic treatment is associated with severe long-term and late side
effects e.g. impaired infertility, peripheral neuropathy, second cancers* and cardiovascular disease®®, and also
increased late mortality manifested up to 30 years after treatment®-!1. The toxicity of the cisplatin-based cycles
used is additive'®'*; hence there is a large benefit by avoiding overtreatment in this patient group.

The current circulating biomarkers used in management of TGCC are human chorionic gonadotropin type
beta (hCGy), alpha-fetoprotein (AFP) and lactate dehydrogenase (LDH). One challenge is that these biomark-
ers, particularly LDH, have low sensitivity and specificity. Overall, AFP and hCGg are expressed at pathological
levels in less than 50% of all testicular TGCC cases'. Especially for the teratomas and pure seminomas there is
an evident need for new, circulating markers.

MicroRNAs (miRs) are small, endogenous and non-coding RNAs that are involved in posttranscriptional
regulation of gene expression'”. MicroRNAs of the miR-302/367 and miR371-373 clusters were found to be
expressed in embryonal stem cells'® and in testicular germ cell tumours'’. Later, circulating microRNA-371a-3p
(miR371) has been identified as the most promising candidate and shown to be present in almost all TGCC
patients'’~2*. A large, prospective multicentre study showed miR371 to be positive in 90.1% of the TGCC cases
at the time of diagnosis®. The specificity of the test was also very high (94%). Recently, this superior sensitivity
and specificity was reproduced by another group?. Studies also showed that miR371 levels were elevated in cases
with residual tumour masses after chemotherapy and in recurrent cases?>**?. Detection of circulating miR371
in serum or plasma are challenging as the levels are very low. The published studies have all used detection of
miR371 by quantitative reverse transcriptase PCR (RT-qPCR) and hydrolysis probes after microRNA specific
cDNA synthesis. A pre-amplification has been added to the protocol as the levels are approaching the limits
for detection by RT-qPCR?**%". Digital droplet PCR (ddPCR) has been increasingly used the last years, also for
microRNA analysis?*?. ddPCR has been shown to have greater precision and less day-to-day variation compared
to RT-qPCR, especially at very low abundance of target molecules?®3**!,

MicroRNAs were initially presumed to be quite stable at room temperature in serum, an important feature for
a clinical biomarker?”. However, studies indicate microRNAs in blood to be altered during storage®-**. Hence,
the stability of each microRNA must be established specifically.

In the present study, TGCC patients undergoing orchiectomy were included prospectively and serum miR371
was analysed in pre- and post-orchiectomy samples. We aimed to verify the high sensitivity of miR371 by reverse
transcription digital droplet PCR (RT-ddPCR) in detection of TGCC as reported by others using RT-qPCR. We
compared the performance of reverse RT-ddPCR with RT-qPCR and assessed the sensitivity and specificity of
miR371 as a biomarker for TGCC. We also present data indicating the stability of serum miR371 in vitro and
the half-life of miR371 in vivo.

Results

Performance of the qPCR and ddPCR miR371 protocols. For RT-qPCR, the no-template control
(NTC) consistently showed no amplification signal (Cq>40), and the Negative serum control had Cq values in
the range 30.5 to >40. Correspondingly, for RT-ddPCR the number of positive droplets in NTC and the nega-
tive serum control was well below the technical threshold of at least 3 positive droplets in 2 out of 3 replicates in
all runs. One or two positive droplets were detected in the NTC in eight out of 60 runs. For the negative serum
control, the mean value was 0.92 droplets (95% CI 0.69-1.15, range 0-4 droplets for the triplicate wells).

Our results show the RT-qPCR miR371 assay to be linear from our highest included concentration of Cq-
value 23.45 to Cq-value 28.15 (Fig. 1A). RT-ddPCR showed a comparable linearity from the highest included
value of 18.90-0.82 copies/pL serum (Fig. 1B). The amplification efficiency for miR371 measured by qPCR with
preamplification was 87% compared to 93% for ddPCR. The variation at the lower concentrations is shown for
qPCR and ddPCR in Fig. 1C,D, respectively. The LOD determination for qPCR by repeated measurement of a
sample with Cq-value first identified to be 30.5, showed that results of samples with Cq> 30 was not reproduced
(Supplementary Information and Data 3). Four of the blood donors had positive amplification curves at Cq-
values 31.8, 31.1, 30.9 and 30.3. These results taken together, the threshold for calling miR371 positive in patient
samples using RT-qPCR with pre-amp was set to Cq<29.5.

The mean miR371-level of the blood donors analysed by RT-ddPCR was 0.03 copies/uL serum (95% CI
0.02-0.05), range 0.0-0.27 copies/pL serum. The miR371 ddPCR assay was linear down to measured 0.82 copies/
pL serum. The LOB was calculated to be 0.13 copies/pL serum at the 99% confidence level from the blood donor
samples. Calculated LOD was thus 0.29 copies/pL. Patients samples with miR371 values higher than 0.45 cop-
ies/uL serum were called as positive, given that the miR30b was > 300 copies/pL serum and the total number of
droplets for each well was >13,000. The threshold of 0.45 copies/uL serum was established from the calculated
LOD and the technical limit of at least three positive droplets in two out of three replicates, which corresponds
to a value of ~ 0.39 droplets/uL serum. The threshold is above the highest miR371 levels from the blood donors.
The LOQ was identified to be > 0.85 copies/uL serum (Supplementary information and Data 4).
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Figure 1. Quantification of miR371 by RT-qPCR and RT-ddPCR in dilution series. Twofold dilutions of
miR371 quantified by (A) RT-qPCR and (B) RT-ddPCR. Each colour and shape represent an independent
dilution curve preparation. (C) Repeatability at the lower concentration range for (B) RT-qPCR and (D)
RT-ddPCR. The results for each dilution are shown as mean of ten measurements with standard deviation. Note
that the results are given as raw Cq-values for RT-qPCR, but as copies/uL serum for RT-ddPCR. Due to the
logarithmic nature of the RT-qPCR results, a difference of 1.0 Cgq-value represents a twofold change in miR371.
Also note that the direction of the axes is reversed for RT-qPCR in order to facilitate comparison to ddPCR.

Reproducibility and repeatability. The two runs in the reproducibility test produced comparable results,
for both RT-ddPCR and RT-qPCR. Supplementary Figure 2(A) and (C) show that both techniques tend to meas-
ure higher levels in the second run for miR371. The bias can most probably be attributed to the cDNA synthesis™.
The high concordance of miR30b between the two runs (Supplementary Figure 2B and D), indicates that both
techniques have good reproducibility at higher abundance of the target. Further, when we examined the repeat-
ability in three samples which expressed miR371 at varying levels, the CV for ddPCR were 34.5%, 20.6% and
14.4% from lowest to highest concentration respectively (Supplementary Figure 3A). The corresponding values
for RT-qPCR were 2.7%, 1.24% and 0.08%. respectively (Supplementary Figure 3B). When assessing repeatabil-
ity and reproducibility, CV (%) < 35% and < 3% was considered acceptable in quantitative analysis (copy number,
RT-ddPCR) and in qualitative analysis (raw Cq, RT-qPCR), respectively.

We conclude that RT-qPCR with pre-amplification and RT-ddPCR both performs well with comparable
results. RT-ddPCR was chosen as the preferred analysis method due to the its high performance without pre-
amplification and the applicability of the analysis results as copies/uL serum in a clinical setting. The serum
samples of the Study Cohort were analysed using RT-ddPCR.

miR371 as a biomarker at primary diagnosis. Our study prospectively included 180 patients with
samples pre- and post-orchiectomy. After orchiectomy, 21 were diagnosed with other diagnoses than TGCC,
of these were 15 benign, three Leydig cell tumours, two B-cell lymphomas and one malignant leiomyosarcoma.
Of the TGCCs, 97 were seminomas and 62 non-seminomas. The clinical and pathological variables for all
patients are listed in Table 1. The median miR371 expression in the TGCC patients was 7.59 copies/uL serum,
range 0.06-1734.0 copies/uL serum. Linear regression analyses showed an association between tumour size
and miR371 serum levels for the whole TGCC cohort (R?=0.159, P<0.001), the embryonal carcinomas (EC,
R?=0.211, P<0.001) and the seminomas (R*=0.433, P<0.001), but not the non-seminomas including both
mixed NS and EC (Fig. 2A).

Both seminomas and non-seminomas CS 1-4 had statistically significant higher pre-orchiectomy miR371
levels than both healthy males and the included non-TGCC cases (Fig. 2B). There was no statistically significant
difference in miR371 levels when seminomas were compared to non-seminomas. Overall, 17 (10.7%) TGCC
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Participants (N, %), total N=180
Parameter CS1 (N=131)* CS2 (N=25) CS3 (N=1)* | CS4 (N=2)* Controls (N=21)
Age (median, range) 35.3(17.8-47.9) |32.5(19.1-52.13) |32.8 36.1 (32.3-39.5) | 39.0(21.0-80.8)
Histological type
Seminoma 86 (65.6) 10 (40.0) 1(100) 0 -
Non-seminoma 45 (34.4) 15 (60.0) 0 2 (100) -
Embryonal carcinoma 13 (9.9) 5(20.0) - 0 -
Yolk sac tumour 0 0 - 0 -
Choriocarcinoma 0 0 - 0 -
Teratoma® 1(0.8) 1(4.0) - 0 -
Mixed non-seminoma 31(23.7) 9 (36.0) - 2 (100) -
Benign/non-TGCC - - - - 21
Healthy males - - - - 50
Tumour size (cm) (median, range) 3.0 (0.4-8.5) 4.8 (0.5-13.0) 2.6 (NA) 3.6 (2.3-4.9) -
Vascular invasion 20 (15.3) 14 (56.0) 1(100) 2 (100) -
AFP (above upper ref. limit)* 23(17.7) 8(32.0) 1 (100) 2 (100)
HCGg (above to upper ref. limit)¢ 46 (35.1) 14 (56.0) 1 (100) 2 (100)
miR371 positive 115 (87.8) 24 (96.0) 1 (100) 2 (100) 0
miR371 copies/pL serum (mean, SD) 30.50 (62.69) 126.29 (344.46) 26.31 (-) 56.60 (73.67) 0.05 (0.05)

Table 1. Clinicopathological variables for the participants of the study. N number, CS clinical stage, TGCC
testicular germ cell cancer, AFP alfa-fetoprotein, hCG; human chorionic gonadotropin. *Clinical stage is
according to the Royal Marsden staging system®2. > Among the 180 included patients, two were pure teratomas,
34 had a teratoma component. “Pre-orchiectomy AFP was missing for 5 patients. ‘Pre-orchiectomy hCGg was
missing for 11 patients.
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Figure 2. (A) Association between tumour size and miR371 expression in the histological subtypes of TGCC.
The tumour size is plotted against miR371 expression. Regression lines for the subtypes are shown. A tumour
was classified as EC if >20% of the tumour bulk consisted of EC cells. NS non-seminoma, EC embryonal
carcinoma, S seminoma. (B) MiR371 expression prior to orchiectomy across the histological sub-types and
clinical stages. The threshold for calling miR371 as positive is shown as a dotted, red line. Shown are mean
values with 95% confidence interval. S seminomas, NS non-seminomas, TGCC testicular germ cell cancer,

TGCCC, patients included with suspected TGCC, but diagnosed with other benign and malignant conditions;
Healthy males, blood donors. ***P<0.001; **P<0.01; *P<0.05; "*P>0.05.

patients were miR371 negative (six non-seminomas and eleven seminomas). None of these were pure teratomas.
One of the negative non-seminoma patients was CS2 and had a 13 cm large tumour classified as 60% teratoma
and 40% seminoma, while three were embryonal carcinoma CS1 and two were mixed non-seminomas CS1. All
negative seminomas were classified as CS1. One of the miR371 negative patients had hCGg slightly above the
threshold, the other 16 were negative for both hCGg and AFP.
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Figure 3. miR371 levels pre- and post-orchiectomy. The decrease in miR371 after orchiectomy in CS1 (N=131,
(A)) and for CS>1 (N =28, (B)). The red, dotted line marks the threshold for calling miR371 as positive.

The miR371 RT-ddPCR analysis with threshold 0.45 copies/puL serum had a sensitivity of 89% (95% CI
85-94%) and a PPV of 100% for detection of TGCC in the entire study cohort. The sensitivity for CS1-4 semi-
nomas was 89% (95% CI 82-95%) and 0.90 (95% CI 83-98%) for CS1-4 non-seminomas. Seminomas CS1 and
non-seminomas CS1 had sensitivities of 87% (95% CI 80-94%) and 89% (95% CI 80-98%), respectively. The
specificity for the whole cohort was 100%. The NPV was 55% (95% CI 39-71%) for the entire cohort.

Among the miR371 positive CS1 orchiectomised patients (N =115), 97.9% had decreased miR371 levels
18-48 h after removal of primary tumour (Fig. 3A). For CS1 patients, the median ratio for miR371 values at
baseline versus 18-48 h after orchiectomy was 20.5 (range 1.1-1405.7). For CS2-4 patients, 85.7% showed a
decline in miR371 after orchiectomy, but the median ratio of 6.5 (range 0.13-74.87) was statistically lower than
for CS1 (Fig. 3B, P=0.011). MiR371 levels increased for three of the patients after orchiectomy with CS>1, of
whom two were CS 2 patients in which miR371 levels were normalised after start of chemotherapy, the third
was a CS 2 patient where miR371 was normalised after RPLND and chemotherapy. Histological analysis showed
EC in the RPLND specimen.

Two of the included patients had pure teratomas. One patient diagnosed with pure teratoma CS2 was positive
for miR371, and miR371 expression persisted until RPLND was performed. Histological diagnosis after RPLND
showed metastasis of embryonal carcinoma, as mentioned above. The second teratoma patient had pure teratoma
CS1, with GCNIS in the specimen. This patient had miR371 above the threshold before orchiectomy, but miR371
declined to values within the normal range after orchiectomy.

We did not perform experiments designed to investigate the in vivo half-life of miR371 and our material
includes few serial samples within the first week after orchiectomy, but the initial in vivo half-life of miR371 was
estimated to be less than 5 h using non-linear regression analysis of three confirmed CS1 patients with at least
two samples post-orchiectomy (Supplementary Figure 4).

AFPand hCGP. The classical markers AFP and hCGg had levels above the thresholds for 21% and 42% of the
patients with TGCC, respectively. Seminomas CS1 had the lowest expression with only 33% expressing hCGg.
Among the non-seminomas CS1, 50% expressed AFP and 46% expressed hCGg above the reference thresholds.
The expression of AFP and hCGy before orchiectomy across the histological subtypes and clinical stages are
shown in Fig. 4. The expression of LDH can be found in Supplementary Figure 5.

Stability of miR371 in serum. MiR371 levels in serum separated from the blood cells and incubated at
room temp showed marked decrease. The decrease was statistically significant after 5 h for miR371 (P=0.038,
Supplementary Figure 6A) and after 3 h for miR30b (P=0.015, Supplementary Figure 6C) at RT. Variation
in degradation among the samples were noted. Storage of serum at 4 °C after separation inhibits degradation
(Supplementary Figure 6B) and Supplementary Figure 6D). The decrease in miR371 at 4 °C was statistically
significant after 4 h (P=0.027), but not for miR30b (P=0.54). After 30 h at 4 °C, the decrease in both miR371
and miR30b were statistically significant (P <0.001), but less than for the samples at RT. The mean miR371 ratios
after 4 h at RT and 4 °C were 0.7 (SD=0.13) and 0.8 (SD =0.08), respectively. After 30 h at RT and 4 °C, the mean
miR371 ratios were 0.2 (SD=0.05) and 0.7 (SD =0.15), respectively.
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Figure 4. Expression of AFP and hCG@ across the histological sub-types and clinical stages. Shown are mean
values with 95% confidence interval. S seminomas, NS non-seminomas, TGCC testicular germ cell cancer,
TGCCC patients included with suspected TGCC, but diagnosed with other benign and malignant conditions;
Healthy males, blood donors. ***P<0.001; **P<0.01; *P<0.05, "P > 0.05.

Discussion

In the current study, we have established analysis of serum miR371 in TGCC using RT-ddPCR and compared
this protocol to the RT-qPCR protocol used by others?*-22?437-39 The results show that RT-ddPCR has advantages
over RT-qPCR and clearly has potential as a diagnostic test for miR371. Our study with prospectively included
patients verify the results from other published reports stating that circulating miR371 is a sensitive and specific
biomarker for detection of viable TGCC cells.

RT-qPCR are the most commonly used method to quantify microRNAs when a limited number of microR-
NAs are to be analysed. The method is well known, the instruments are available at most laboratory facilities, the
384-format is relatively cost-effective and yield high-throughput of samples. In order to increase the sensitivity
further, a pre-amplification step was added for RT-qPCR detection of miR371 from serum or plasma***. RT-
ddPCR has emerged as a new and sensitive PCR based method for detection of microRNAs***°. In ddPCR, the
sample with target is partitioned into thousands of small oil droplets where the PCR amplification is carried out.
The number of target copies are calculated based on the number of positive droplets which contain at least one
copy of the target molecule, relative to total number of droplets according to the Poisson distribution®®-*2. We
have here compared the performance of ddPCR without pre-amplification and RT-qPCR with pre-amplification.
Thresholds were established for RT-qPCR and RT-ddPCR for calling of positive samples based on LOD experi-
ments and the miR371 levels from the healthy blood donors. For RT-qPCR, our threshold is in line with the
work of Mego et al.*.

According to our findings both methods perform well, but we found RT-ddPCR superior for analysis of
microRNAs in serum as the pre-amplification step can be avoided and the output (copies/uL PCR reaction) can
easily be converted to copies/uL serum without the use of a standard curve. Analysis of microRNAs in serum
or plasma near the LOD is challenging and demands strict monitoring of the protocols. There are two main
approaches for detection and measurement of circulating miR371 in serum or plasma. One is the AACt-method
as used by amongst others Dieckmann et al.? and the second is reporting of raw Cq-values as used by Nappi
et al.**, The AACt-method demands normalization to an endogenous miR and a reference sample. The use of this
method has been debated*!. We adhere to the strategy of Nappi et al. where the endogenous control microRNA
is not used for normalising purposes, but as a control of sample and protocol quality and performance. High
levels of miR30b, the microRNA used as endogenous control, in serum and plasma can be a result of haemolysis
during phlebotomy or sample processing, rather than endogenous variation*#. Although Lobo et al. find that
their magnetic bead-based RNA extraction protocol*” reduces the problem of haemolysis due to haemoglobin’s
PCR inhibitory effect, it is undisputable that miR30b and other endogenous microRNAs present in the cells of
the human blood, will be released into the plasma compartment if blood cells are damaged during phlebotomy,
sample processing or sample storage. As a consequence of this, blood samples should be drawn according to
the standard procedures of good hospital practice, i.e. avoid strong haemolysis and phlebotomy downstream
of an intravenous infusion site and avoid delayed time to processing and analysis*’. Regarding PCR inhibition,
ddPCR has been shown to have the advantage over traditional PCR that it is less prone to PCR inhibitors due to
the dilution and partition into droplets prior to PCR*.

TGCC is the most common malignancy among young men with a high cure rate and with a growing num-
ber of long-term survivors. The focus is now on how to minimise long-term treatment-related toxicity while
maintaining the high cure rate. The majority of patients with localised disease is, in order to minimise the risk of
long term and late side effects, followed by surveillance only. However, a considerable portion of stage I patients
who are under surveillance will relapse and need three to four cycles of cisplatin-based chemotherapy. For CS
1 patients, new sensitive and specific biomarkers are instrumental tools in guiding clinicians to select patients
for adjuvant chemotherapy. Another challenge in clinical practice is how to separate benign from malignant
tumours in the case of slightly enlarged nodes detected at CT or MRI scans. MiR371 has been shown to be a very
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promising circulating biomarker in TGCC?'4, but it has yet to be implemented in the diagnostic and clinical use.
Regarding the classical markers in TGCC, seminomas do per definition not express AFP and hCGg is expressed at
low pathological levels in only ~ 30% of patients'*. We and others find ~ 90% of seminomas to express miR371. In
contrast to Dieckmann et al., we find the sensitivity of miR371 to be equal for detection of seminomas and non-
seminomas in CS1%°, but our cohort is smaller than the one studied by Dieckmann. In addition to being sensitive
in detecting TGCC, serum miR371 is a good marker for treatment response. For 97.9% of the CS1 cases, miR371
drops after orchiectomy. miR371 also drops in 85.7% of the metastatic cases, but not to within the normal range.
The ratio between pre- and post-orchiectomy miR371 are lower for metastatic cases than for CS1. Of the two CS1
patients with no decline in miR371, one had two borderline enlarged lymph nodes with no change of size and
are still considered CS1 and under surveillance. The other shows no signs of metastases and is still considered
CS1 30 months after orchiectomy. Seminoma patients classified as CS1 have good prognosis and are preferably
followed by surveillance only. In this setting, miR371 can be instrumental in detecting microscopic disease after
orchiectomy or relapse. The SWENOTECA guidelines for management of TGCC includes re-staging 6-8 weeks
for the CS1 and CS2A marker negative (Mk-) non-seminomas, which may be replaced by miR371 in the future.
None of the patients included with suspected TGCC, but diagnosed with other diagnoses after orchiectomy had
miR371 levels above the threshold. Our study includes only a limited number of non-germ cell testicular cancer
cases, thus the specificity and NPV must be interpreted with caution.

MiR371 with its high sensitivity and short in vivo half-life can enable confirmation of the clinical stage within
days after orchiectomy. Our results indicate an initial in vivo half-life shorter than 5 h for miR371, which is in
line with findings from others". The in vivo half-life of AFP and hCGg are 5-7 days and 24-36 h, respectively.
The classical biomarkers in TGCC thus have considerably longer half-life, and they therefore do not reflect treat-
ment response as early as miR371. The preliminary results presented here indicate that miR371 show a two-phase
decay with a slower phase following the first rapid decay. Our experiment was not designed to study the half-life
of miR371 and have a limited number of cases with samples at more than one timepoint within the first week
after orchiectomy. Repeated blood sampling within the first 24 h to establish the rapid phase of decay followed by
multiple samples within the first week after orchiectomy to investigate the possible second, slow phase of decay
needs to be performed. Such an experiment will be inconvenient for the patient, as discussed by Radke et al.>’.

Serum miR371 is suitable as a biomarker as it is detected at higher levels in TGCC patients compared to
healthy individuals, samples can be obtained and miR371 detected by standard laboratory methods and it has
short half-life in circulation in vivo. However, we show that in a clinical setting, the in vitro degradation of
serum miR371 should be taken into consideration as we demonstrate statistically significant degradation after
5 h at room temperature from serum separation. Similar findings for other microRNAs have been shown***-%,
Storage at 4 °C slows the degradation, but is still statistically significant after 4 h. Our stability study includes a
limited number of samples and our findings need to be verified.

In conclusion, we demonstrate that RT-ddPCR without pre-amplification performs well for detection of serum
miR371. Our study verifies miR371 as a good serum marker with sensitivity superior to the classical markers
AFP and hCGg for detection and monitoring of TGCC, except for the teratomas. A large proportion of the TGCC
patients are followed by surveillance only after orchiectomy and the use of miR371 will be a valuable addition to
imaging in the clinical monitoring of these patients, and may help to select patients for adjuvant chemotherapy.
We propose the next step in implementation of miR371 as a biomarker in TGCC to be a prospective study where
serum miR371 is used in addition to imaging and established risk factors for identification of the CS1 patients
who should be offered adjuvant chemotherapy.

Methods

Study participants. Patients were included through the SWENOTECA-MIR study. The inclusion criteria
were suspected TGCC at the time of orchiectomy, age 18-70 years and no prior history of cancer. The inclusion
period was February 2016 to November 2020, and we included patients at several centres in Norway and Sweden
(Supplementary Figure 1). Clinical information regarding age, histological type, tumour diameter, clinical stage
according to the modified Royal Marsden classification®?, localization of metastases, treatment given and expres-
sion of classical biomarkers AFP, LDH and hCGg were recorded. In order to establish a preliminary reference
level, we included samples from 50 age matched, healthy male blood donors.

Blood sampling and RNA isolation. Serum samples for study purposes were collected at the same time
as standard clinical blood samples. The baseline sample was collected prior to orchiectomy, preferably less than
24 h prior to surgery. The post orchiectomy samples were collected 18-48 h after surgery (Fig. 5). The stand-
ard markers AFP, hCGﬁ and LDH were measured at the same timepoints. Blood was collected by standard
venepuncture technique into 10 mL Vacutainer tubes with clot activator (BD P/N 367896). The samples were
allowed to clot for 1 h prior to centrifugation at 2000xg for 10 min. Serum was carefully removed, aliquoted and
frozen immediately at — 80 °C.

Prior to RNA extraction, serum was thawed, and haemolysis was assessed spectrophotometrically at 414 nm
for all serum samples *. Total RNA including small RNAs was extracted from 200 pL serum using the miRNEasy
(Qiagen P/N 217004) and the supplementary protocol RY43 (Version Feb-11). Briefly, five volumes of Qiazol
Lysis Reagent were added and vortexed for homogenization. Prior to addition of 1 volume of chloroform and
centrifugation, we added 3 pg glycogen (Fisher Scientific, P/N R0551) as carrier. The upper phase was carefully
transferred to a new tube where 1.5 volumes of 96% ethanol was added and column purification performed.
RNA was eluted in 30 uL nuclease-free water.
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Figure 5. Flow chart summarizing the flow of patients through the study and the laboratory methods used in
each step.

TagMan assays [

ddPCR ] [ gPCR JPre-amp product diluted 1:2,

Reverse transcription (RT). For the hydrolysis probe-based detection of miR-371a-3p, cDNA was syn-
thesised using a pool containing equal amounts of the specific RT-primers from TagMan assays miR-371a-3p
(miR371, P/N 4427975, assay ID 002124, ThermoFisher Scientific) and miR-30b-5p (miR30b, P/N 442795 assay
ID 000602). Each reaction consisted of 5 uL RNA template, 0.15 pL 100 mM dNTP-mix, 1.0 uL Multiscribe 50 U/
uL, 1.5 uL 10 x RT-buffer, 0.19 RNase Inhibitor (20 U/uL), 3 pL primer pool and 4.16 pL nuclease-free water.
All components were from the TagMan"MicroRNA Reverse Transcription Kit (P/N 4366596, Thermo Fisher
Scientific). Reaction conditions were 16 °C for 30 min, 42 °C for 30 min, 85 °C for 5 min before cooling to 4 °C.

QPCR with pre-amplification. The preamplification step was performed with a pool of the 20 x TagMan
microRNA Assays diluted to 0.2 x in TE-buffer (10 mM Tris, 0.1 mM EDTA, pH=8.0). The pre-amp reaction
was prepared by combining 8.0 uL 2 x TagMan Universal Mastermix, no UNG (P/N 4440040), 4.0 uL 0.2 x Assay
Pool and 4.0 pL undiluted cDNA. The cycling conditions were 95 °C for 10 min, followed by 14 cycles of 95 °C
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for 15 s, 60 °C for 4 min, and hold at 4.0 °C. Further, gPCR was performed in single plex by combining 0.5 uL
TagMan microRNA Assay (20 x), 1.0 uL pre-amp product diluted 1:2, 5.0 uL TagMan Universal Mastermix (2 x)
and 3.5 pL nuclease-free water in 384-well plates. The cycling conditions on the LightCycler 480 Real-Time PCR
System were 95 °C for 10 min, followed by 45 cycles of 95 °C for 15 s and 60 °C for 4 min. Technically, we called
a sample as positive when Cq< 35 and the amplification curve was exponential with the expected fluorescence
intensity.

DdPCR. cDNA was synthesised as described for RT-qPCR. No pre-amp was performed. Undiluted cDNA,
3 uL, was mixed with 10.0 uL Supermix for Probes (P/N 186-024, Bio-Rad), 1.0 uL TagMan microRNA Assays
(20 x) and 6.0 pL nuclease-free water. The 96-well plate was sealed and droplets generated by the Automated
Droplet Generator and Droplet Generation Oil for Probes (P/N 1864110, Bio-Rad). The cycling condition was
15 min at 95 °C, followed by 40 cycles of 95 °C for 15 s and 60 °C for 1 min, then 98 °C for 10 min and cooling to
4 °C. Ramp rate was 2 °C/s. A gradient of annealing temperature 56-62 °C was tested. The separation of positive
and negative droplets was good at 60 °C, which is the recommended annealing temperature for both Supermix
for Probes and the Small RNA Assays (Supplementary Information and Data 1). Droplets were analysed using
the QX200 Droplet Reader and the QuantaSoft Analysis Pro software (Bio-Rad). The thresholds for positive
droplets were amplitude 3500 for miR371 and 4000 for miR30b across all samples. Triplicate wells were analysed
for all samples.

The miR371 and miR30b concentrations from RT-ddPCR are presented as copies/uL serum if not otherwise
stated and were calculated from the instrument output given in copies/pL PCR reaction (see Supplementary
Information and Data 2).

Linearity, limit of blank (LOB), limit of detection (LOD) and limit of quantitation (LOQ). We
performed two parallel dilution experiments to assess the linearity of the miR371 assay in RT-qPCR with pre-
amplification and ddPCR without pre-amplification. First, we performed a two-fold serial dilution of RNA from
a patient sample with known positive miR371 expression in nuclease-free water as described by Hindson et al.?s.
Three parallel dilution series were made, cDNA was synthesised and thereafter analysed by qPCR with pre-
amplification and ddPCR (without pre-amplification). Second, for further assessment of the performance and
precision at low concentrations we performed an additional dilution series at the lower range. cDNA was diluted
two-fold and ten qPCR and ddPCR reactions were carried out for each dilution. In order to assess the reproduc-
ibility of the miR371 assay towards the LOD, we selected 13 samples with negative or low miR371 levels and
extracted RNA on a different day and measured miR371 a second time. Measurements by ddPCR and qPCR
were performed from the same cDNA, and the results from the two runs (day 1 vs. day 2) were compared. The
repeatability of the protocol from RNA extraction through qPCR with pre-amplification and ddPCR was tested
by repeated measurement of miR371 in samples from three patients with different levels of miR371 expression.
LOB and LOD for RT-ddPCR were established according to Armbruster et al.>.

LOByg9 = Mean miR371g100d donors + 1.96 SD, at the 99% confidence level.
LODg9 = LOB + 3 x SDBlood donors

LOQ was defined as the lowest concentration that could be detected with CV <25%°*.

In vitro stability of miR371. The stability of miR371 in serum were initially tested at room temperature
(RT) by processing serum according to our standard protocol, prior to incubation at room temperature. Ali-
quots were extracted at baseline and after 1 h, 3 h, 5h, 24 h, 30 h and 48 h. Aliquots of 200 uL serum were added
directly to Qiazol lysis reagent and stored frozen at — 80 °C until extraction. The stability of miR371 in serum
stored at 4 °C after separation were performed with aliquots sampled at baseline, after 4 h and 30 h.

Ethics statement and statistics. The patient samples analysed have been included through the SWE-
NOETCA-MIR study which has been approved by the Regional Ethics Committee (REC Central Norway
2015/1475) and Regional Ethics Committee (REC Stockholm 2018/1730-31). Written, informed consent was
obtained from all patients at inclusion, in accordance with the Declaration of Helsinki.

Differences among categorical variables were calculated using the y? test. A two-sided Mann-Whitney U test
was used to assess differences between mean of groups. All tests were two-sided and significance was assumed
at P<0.05. The association between log transformed miR371 and tumour size was tested using linear regres-
sion, presented with R%. Medians were compared using the non-parametric test for two independent samples.
The statistical analyses were performed using SPSS version 25 (IBM Corporation) and graphs were produced
using GraphPad Prism 8 (GraphPad Software, LLC). The figures were prepared using Affinity Designer (version
1.9.0.932, Serif). Sensitivity, specificity, positive prediction value (PPV) and negative prediction value (NPV)
were calculated.

Due to differences in analytical protocols and reference levels at the study centres, AFP and hCGg levels for
each patient were calculated as ratios to the upper reference level at the given centre.

Data availability
The data supporting the findings of this study are available from the corresponding author upon reasonable
request.
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