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Abstract

Purpose: We examined the influence of body mass index (BMI) and body fat distribution on rectal dose in patients
treated with permanent seed brachytherapy for localized prostate cancer.

Methods and materials: We analyzed 213 patients treated with I125 seed brachytherapy for localized prostate
cancer. BMI and rectal dosimetry data for all patients were available. Data on visceral and subcutaneous fat
distribution at the level of the iliac crest (n = 140) as well as the distribution of periprostatic and subcutaneous fat at
the symphysis pubis level were obtained (n = 117). Fat distribution was manually contoured on CT on day 30 after
brachytherapy. The correlation between BMI, fat distribution and rectal dose (R100 (in cc), R150 (cc), D2 (Gy)) was
analyzed using the Spearman correlation coefficient. Differences in rectal dose between tertiles of body fat
distribution were calculated using nonparametric tests.

Results: Periprostatic adipose was only weakly correlated with BMI (r = 0.0.245, p = 0.008) and only weakly
correlated with the other fat measurements (r = 0.31-0.37, p < 0.001). On the other hand, BMI was correlated with all
other fat measurements (≥0.58, p < 0.001). All the other fat measurements were strongly correlated with each other
(r = 0.5-0.87, p < 0.001). Patients with an R100 of >1.3 cc (23% of patients) had less visceral fat (p = 0.004), less
subcutaneous fat at the level of the iliac crest (p = 0.046) and a lower BMI (26.8 kg/m2 vs. 28.5 kg/m2, p = 0.02) than
patients with an R100 of <1.3 cc. Results were very similar when comparing an R100 of >1.0 cc (34% of patients)
across the tertiles. None of the tested linear regression models were predictive (max 12%) of dose to the rectum.

Conclusion: Dose to the rectum is dependent on BMI and body fat distribution. Periprostatic fat does not influence
rectal dose. Dose to the rectum remains difficult to predict and depends on many factors, one of which is body fat
distribution.
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Background
Several studies have shown a dose-volume dependence on
rectal bleeding after permanent seed brachytherapy (BT)
[1-4]. Consequently, several European societies have pub-
lished guidelines regarding the rectal dose [5].
Currently, little is known about the factors that might

influence the dose to the rectum in BT. Some studies have
shown that rectal dose decreases with the physician’s
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clinical experience [6] while others found no such effect.
Certain groups [7] found that the dose to the rectum in-
creased with prostate volume [8]. Recently, Patil et al.
[9] identified body mass index (BMI) as one of several
factors that are negatively correlated with rectal dosimetry.
It is clear that little consensus exists regarding which vari-
ables have an impact on the rectal dose in BT.
BMI has often been used as a surrogate for adipose tis-

sue. We hypothesized that directly measuring adipose tis-
sue distribution, especially around the prostate, would
more accurately predict the dose to the rectum than using
BMI alone.
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Methods
Our cohort consisted of both low-risk patients (stage T1c-
T2a, PSA level ≤10 ng/mL and Gleason score ≤6) and
lower tier intermediate risk patients (T2b or PSA level 10-
20 ng/mL or Gleason 7 in ≤30% of biopsies) as defined by
the 2010 American Joint Committee on Cancer (AJCC)
clinical stage guidelines [10]. The patients had no history
of prior hormonal therapy and were exclusively treated
with permanent iodine-125 seed brachytherapy to 144Gy
(BT) with an intraoperative planning system.
Adipose tissue measurements were available for pa-

tients who were part of two prior studies in our center
investigating the influence of adipose tissue distribution
on PSA bounce after BT [11,12]. The BMI was calcu-
lated for all these patients. Height and weight data were
obtained from preoperative records.
Adipose tissue distribution was measured on com-

puted tomography (CT) scan images obtained 30 days
following BT.
All adipose tissue was contoured manually using the

Eclipse treatment planning system (Varian Medical Sys-
tems, Inc., Palo Alto, CA) on three consecutive 3 mm
slices. Periprostatic adipose tissue was contoured anteri-
orly and posteriorly to the prostate from the level of the
superior border of the symphysis onwards in the caudal
direction (Figure 1a). Unlike other studies that included
Figure 1 Adipose tissue measurements (a) periprostatic fat
(pink), and subcutaneous fatat symphysis pubis level (yellow).
(b) abdominal visceral fat (orange) and subcutaneous adipose tissue
at the level of the iliac crest (green).
the tissue medial to the levator ani muscles in their cal-
culation of periprostatic fat [13], we chose to exclude
this area since it is dependent on rectal filling and thus
highly variable. Subcutaneous adipose tissue at the sym-
physis level was contoured from the upper level of the
pubic symphysis onwards in the caudal direction on
three 3-mm slices (Figure 1a). Visceral fat and again the
subcutaneous fat were measured from the iliac crest on-
wards in the caudal direction on three slices that often
corresponds to the 4th lumbar vertebra (Figure 1b).
Most patients with fat measurements were part of two

studies investigating the influence of fat distribution on
PSA-bounce. However, only one study (n = 54) [11] in-
cluded measurement of periprostatic fat in addition to
the other measurements. The other study (n = 68) [12]
measured most of the other fat distributions. We then
randomly added other patients from our database that
received permanent seed brachytherapy and measured
their fat distribution and the BMI. All patients with fat
measurements also had BMI data. BMI was available for
211 patients, perirpostatic fat in 116, subcutaneous fat at
the symphysis level in 113 and at the iliac crest level in
136 patients and visceral fat in 139 patients.
All patients with fat measurements also had rectal

dosimetry available. Rectal dosimetry was measured on
CT scan images obtained 30 days following brachyther-
apy. The anterior rectum wall was contoured on all
slices where prostate was visible. Dose-volume points
analyzed were the volume in cubic centimeters of the
anterior rectal wall receiving 100% and 150% of the pre-
scribed dose (R100 and R150 in cc) and the isodose that
encompassed 2% of the rectal volume (D2 in Gy). This
retrospective analysis was approved by the institutional
review board of the Centre Hospitalier de l’Université de
Montréal (CHUM), approval number 12.240

Statistical methods
The correlation between BMI, adipose tissue distribu-
tion, clinical factors and rectum dosimetry was analyzed
using the Spearman correlation coefficient.
Differences in rectal dose between tertiles of body fat

distribution were calculated using nonparametric tests,
either the Kruskal Wallis or the Chi Square test when
appropriate.
A linear regression was used for the multivariate ana-

lysis. Factors with a p < 0.1 in the correlation analysis were
included in this multivariate analysis. All tests were two
sided. Associations or differences of p <0.05 were deemed
significant. All the data was analyzed using SPSS 20.0 for
Windows (IBM SPSS, IBM Corp., Armonk, NY).

Results
Clinical patient characteristics are listed in Table 1. Peri-
prostatic adipose tissue seems to be independent of



Table 1 Clinical, implant and dosimetric characteristics

Parameter Mean/median (SD)

BMI 28.1/28.0 (4.5)

Activity (mCi) 0.48/0.44 (range 0.32-0.68)

Prostate volume (cc) 36.2 (11.6)

Prostate V100 (%) 96.5/94.9 (5.7)

Prostate V150 (%) 62.8/63.5 (14.0)

Prostate D90 (Gy) <130 Gy 159.6/158.0 (26.3) 14.7%

Rectum R100 (cc) 0.80/0.62 (0.9)

Rectum R150 (cc) 0.19/0.08 (0.6)

Rectum D2 (Gy) 212/208 (96.8)

Age (y) 68.2/69 (6.4)

PSA (mg/mL) PSA <10 (mg/mL) 6.26/5.8 (3.3) 92%

Gleason 6/7 69.2%/30.8%

T1 (AJCC 1997) T2 69% 31%

D90: minimum dose received by 90% of prostate volume at Day 30.
V100: prostate volume receiving 100% of the prescribed dose at Day 30.
R100/R150: volume of anterior rectal wall receiving 100%/150% of the
prescribed dose in cc.
D2: isodose that encompassed 2% of the rectal volume in Gy.
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other fat measurements and BMI. It was only weakly
correlated with BMI (r = 0.245, p = 0.008) and only
weakly correlated with the other fat measurements (r =
0.31-0.37, p < 0.001), while BMI was correlated with all
other fat measurements (≥0.58, p < 0.001) and the other
fat measurements were strongly correlated with each
other (r = 0.5-0.87, p < 0.001) (Table 2).
All body fat measurements were weakly (range cor-

relation coeff. -0.19 to –0.29) but significantly (p = 0.02
to <0.001) inversely correlated with the dose to the rec-
tum, except for periprostatic fat. (p = 0.38-0.83 for the
D2, V100 and V150 of the rectum).
34% of patients had an R100 of >1.0 cc and 23% had an

R100 of >1.3 cc. Compared to patients with an R100
of <1.3 cc, patients with the clinically significant R100
of >1.3 cc had significantly less (p = 0.004) visceral fat
(mean 63 cc, SD 27 cc vs. 78 cc, SD 33), less subcutaneous
fat at the level of the iliac crest (117 cc SD41 vs. 138 cc
SD 52, p = 0.046) and a lower BMI (26.8 kg/m2 vs.
28.5 kg/m2, p = 0.02). Table 3 lists the R100 of the rec-
tum according to fat tertiles of the different adipose
tissues and BMI. When grouped according to the
Table 2 Correlation between body mass index (BMI) and
adipose fat distribution

Factor Median (range) Correlation with BMI

R = P=

Subcutaneous fat (iliac crest) 115.6 (26.06-315.5) 0.69 <0.001

Subcutaneous fat (symphysis) 123.7 (43.7-322.5) 0.687 <0.001

Visceral fat 69.1 (16.4-184.3) 0.599 <0.001

Periprostatic fat 13.4 (1.26-34.08) 0.245 0.008
different BMI categories, patients who were normal
weight (≤25 kg/m2) overweight (25-30 kg/m2), obese
(30-35 kg/m2) or morbidly obese (>35 kg/m2) were not
more like likely to have an R100 > 1.3 cc (p = 0.2 Chi
Square test). See Figure 2 for a stratification of rectum
dosimetry according to BMI and Figure 3 for stratifica-
tion according to tertile of visceral fat.
Results were very similar when comparing an R100

of <1.0 cc across the tertiles of visceral fat (p = 0.02),
subcutaneous fat at the level of the iliac crest (p = 0.01),
periprostatic fat (p = 0.7) and subcutaneous fat at the
symphysis level (p = 0.2).
Table 3 lists rectum dosimetry according to tertile of fat

tissue measurement. Dosimetry to the rectum decreases
significantly over all 3 tertiles for visceral fat, subcutaneous
fat (iliac crest level) and the 4 BMI categories but not for
periprostatic fat or subcutaneous fat (symphysis level).
Different linear regression models were then tested in

a multivariate analysis to predict the dose to the rectum
(R100, R150 and D2) as a continuous variable. Most
models had a very small Adjusted R square value (max
0.12). Therefore these models have very little predictive
(max 12%) value and we decided not to report them in
this paper.
It is important to mention that none of the fat tissue

measurements were correlated to prostate volume, age,
Gleason score or prostate specific antigen (PSA). BMI
was only weakly correlated to age (r = -0.16, p = 0.02).

Discussion
Rectal bleeding following prostate brachytherapy occurs
in less than 10% of patients [2,14]. Known risk factors
for rectal bleeding are the addition of EBRT [14], age
[15] and dose to the rectum. Tran et al. [4] reported a
much higher dose R100 for patients with rectal bleeding
compared to patients without rectal bleeding (2.3 cc vs.
0.76 cc). Keyes et al. [2] found that patients without any
rectal toxicity had a mean R100 of 0.96 cc while those
with grade 1-2 rectal toxicity had an R100 ≥ 1.3 cc.
Physicians practicing brachytherapy realize that the dose

to the rectum is very difficult to predict intraoperatively
even though care is taken to keep it as low as possible. To
our knowledge, this is the first report to measure adipose
tissue distribution and its influence on rectum dosimetry.
Our interest in this subject was awakened by our previous
research investigating the influence of BMI and adipose
tissue distribution on PSA-bounce [11,16] and the findings
of Patil et al. [9], which showed that a higher BMI was
associated with a lower dose to the rectum. This finding is
not surprising, as it seems intuitive that fatty tissue
between the rectum and the prostate acts as a radiation
buffer.
We can confirm that BMI in general and fat distribu-

tion have an influence on the dose to the rectum. We



Table 3 Rectum dosimetry according to tertiles of adipose tissue measurement

R100 P=* R150 P= D2 P=

Visceral fat 0.003 0.004 0.013

1st Tertile 1.2/0.98 (0.8) 0.17/0.36 (0.4) 272/257 (108)

2nd Tertile 1.1/1.1 (0.8) 0.33/0.23 (0.4) 255/244 (87)

3rd Tertile 0.7/0.5 (0.7) 0.16/0.07 (0.3) 213/204 (96)

Subcut. fat (iliac crest) 0.004 0.01 0.017

1st Tertile 1.2/0.98 (0.9) 0.33/0.17 (0.4) 274/257 (112)

2nd Tertile 1.0/1.0 (0.7) 0.3/0.2 (0.3) 251/241 (85)

3rd Tertile 0.7/0.5 (0.7) 0.17/0.07 (0.3) 216/205 (94)

Subcut. fat (symphysis) 0.09 0.14 0.23

1st Tertile 1.1/0.8 (0.9) 0.26/0.11 (0.4) 260/244 (119)

2nd Tertile 1.0/1.0 (0.7) 0.29/0.14 (0.3) 242/230 (87)

3rd Tertile 0.70/0.52 (0.6) 0.17/0.06 (0.2) 217/207 (94)

Periprostatic Fat 0.86 0.55 0.61

1st Tertile 0.96/0.72 (0.9) 0.25/0.16 (0.4) 238/204 (131)

2nd Tertile 0.93/0.89 (0.7) 0.24/0.16 (0.3) 238/239 (78)

3rd Tertile 0.86/0.73 (0.7) 0.24/0.08 (0.3) 243/226 (107)

BMI 0.001 0.003 <0.001

<25 kg/m2 (n = 43) 0.96/0.75 (0.8) 0.23/0.08 (0.3) 239/221 (110)

25-30 kg/m2 (n = 98) 0.98/0.73 (0.9) 0.28/0.12 (0.4) 239/227 (90)

30-35 kg/m2 (n = 53) 0.65/0.36 (0.7) 0.26/0.03 (0.8) 191/178 (92)

>35 kg/m2 (n = 17) 0.38/0.22 (0.5) 0.06/0.01 (0.1) 156/157 (75)

Results are in mean/median (SD). Differences between tertiles were calculated using the Kruskal Wallis nonparametric test. *Bold values indicate a significant result
R100/R150: volume of anterior rectal wall receiving 100%/150% of the prescribed dose in cc.
D2: isodose that encompassed 2% of the rectal volume in Gy.

Figure 2 Box plot of V100 of rectum dosimetry stratified by
BMI. R100: volume of anterior rectal wall receiving 100% of the
prescribed dose in cc. The middle line in the box is the median. The
length of box is the interquartile range (IQR). The “o” symbols
indicate values more than 1.5 IQR’s but less than 3 IQR’s.
Abbreviations: BMI; body mass index.

Figure 3 Box plot of V100 of rectum dosimetry stratified by
tertiles of visceral fat R100: volume of anterior rectal wall
receiving 100% of the prescribed dose in cc. The middle line in
the box is the median. The length of box is the interquartile range
(IQR). The “o” symbols indicate values more than 1.5 IQR’s but less
than 3 IQR’s. Abbreviations: BMI; body mass index.
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found that patients with a higher BMI and greater vis-
ceral and subcutaneous fat content at the iliac crest level
have lower doses to the rectum. As the linear regression
analysis found that the various fat measurements and
BMI were only weakly predictive of the dose to the rec-
tum, body fat remains only one of the many variables to
consider. Rectal filling, another important factor influencing
the rectal dose, was not measured in this study. As rectal
filling can change from day to day, it is an unreliable vari-
able affecting the dose to the rectum. One can argue that
measuring the distance between the rectum and prostate at
the time of seed implantation might be a better predictor of
the rectal dose. We chose not to use this measurement as
we feel this distance is dependent on how deep and at what
angle the trans-rectal ultrasound (TRUS) probe is inserted.
Another factor to consider is the timing of the dosi-

metric evaluation, as it was have previously described
that less prostatic edema leads to a higher dose [17].
We decided to directly measure adipose tissue in various

regions and specifically around the prostate to see whether
this would be a better predictor of dose to the rectum than
the BMI. We expected the periprostatic fat to be predictive
of dose to the rectum. Surprisingly, the periprostatic fat
was the least correlated of all the fat measurements to
the received rectal dose. A simple explanation may be that
the adipose tissue between the rectum and prostate is
compressed during the procedure. However, this compres-
sion is relieved by the time of the evaluation of the im-
plant, 30 days after the procedure. At this point, the dose
to the rectum should be lower for patients with a large fat
pad. Patil et al. [9] and our present study are so far the
first to report an influence of BMI on rectal dose in pros-
tate brachytherapy. Their RV100 was very similar to ours
with 0.79 cc but with a smaller standard deviation (0.49
versus 0.89). Interestingly, they reported a very similar
mean BMI (27.8 kg/m2 ± 4.2) compared to our cohort
(28.0 kg/m2 ± 4.5).
We also found that BMI was itself strongly correlated to

all adipose tissue measurements except for periprostatic
adipose tissue. Therefore, we believe that measurement of
adipose tissue distribution has no advantage over meas-
urement of the BMI to predict dose to the rectum.
We believe that investigation of the periprostatic adi-

pose tissue is an interesting and nascent field. While ex-
ploring ways to measure the periprostatic adipose tissue
and reviewing the literature, we realized the importance of
guidelines in this new research field. Current practices for
determining periprostatic adipose tissue vary greatly. One
center mentioned that it used in-house automatic soft-
ware, which included tissue in the levator ani sling [13].
We believe that including the tissue within the sling in-
duces a large bias as the volume depends largely on rec-
tum filling. Bhindi et al. [16] used the diameter of the
anterior fat pad as a surrogate, but there is also adipose
tissue posterior and lateral to the prostate. Since part of
this volume depends on rectum filling, we decided to in-
clude the anterior fat pad as well as the fat lateral and pos-
terior to the prostate, but only outside of the levator ani
sling.
Ribeiro et al. have shown an influence of periprostatic

adipose tissue on prostate cancer aggressiveness in vitro
[18]. While all adipose tissue may produce soluble media-
tors, it may be the local mediators such as IL-6 regulated
pathways released by the periprostatic adipose tissue that
ultimately have an impact on prostate volume and pros-
tate cancer pathogenesis [19].

Conclusions
Specific adipose tissue measurements are not superior to
BMI in predicting dose to the rectum in permanent seed
brachytherapy. Periprostatic adipose tissue is not predic-
tive of dose to the rectum. We need to continue to iden-
tify potential factors that may predict the dose to the
rectum.

Competing interest
There is no competing interest concerning the authors.

Authors’ contributions
DTi, NG, AM, DTa acquired the data, DTa analyzed the data, DTi, GD, DTa
drafted the manuscript. All authors read and approved the final manuscript.

Received: 27 December 2013 Accepted: 5 April 2014
Published: 14 April 2014

References
1. Herstein A, Wallner K, Merrick G, Mitsuyama H, Armstrong J, True L,

Cavanagh W, Butler W: I-125 versus Pd-103 for low-risk prostate cancer:
long-term morbidity outcomes from a prospective randomized multicen-
ter controlled trial. Cancer J 2005, 11:385–389.

2. Keyes M, Spadinger I, Liu M, Pickles T, Pai H, Hayden A, Moravan V, Halperin R,
McKenzie M, Kwan W, Agranovic A, Lapointe V, Morris WJ: Rectal toxicity and
rectal dosimetry in low-dose-rate (125) I permanent prostate implants: a
long-term study in 1006 patients. Brachytherapy 2012, 11:199–208.

3. Snyder KM, Stock RG, Hong SML, Lo YC, Stone NN: Defining the risk of
developing grade 2 proctitis following 125I prostate brachytherapy
using a rectal dose-volume histogram analysis. Int J Radiat Oncol Biol Phys
2001, 50:335–341.

4. Tran A, Wallner K, Merrick G, Seeberger J, Armstrong J, Mueller A, Cavanagh
W, Lin D, Butler W: Rectal fistulas after prostate brachytherapy. Int J Radiat
Oncol Biol Phys 2005, 63:150–154.

5. Salembier C, Lavagnini P, Nickers P, Mangili P, Rijnders A, Polo A, Venselaar
J, Hoskin P, GEC ESTRO PROBATE Group: Tumour and target volumes in
permanent prostate brachytherapy: a supplement to the ESTRO/EAU/
EORTC recommendations on prostate brachytherapy. Radiother Oncol
2007, 83:3–10.

6. Le Fur E, Malhaire JP, Baverez D, Delage F, Perrouin-Verbe MA, Schlurmann
F, Guerif S, Fournier G, Pradier O, Valeri A: Impact of learning curve and
technical changes on dosimetry in low-dose brachytherapy for prostate
cancer. Strahlenther Onkol 2012, 188:1091–1095.

7. Rutten TP, Lawson JM, Marcu LG: Treatment technique evolution and
dosimetry trends over seven years of low dose rate prostate
brachytherapy at an Australian institution. Phys Med 2013, 29:662–669.

8. McNeely LK, Stone NN, Presser J, Chircus JH, Stock RG: Influence of
prostate volume on dosimetry results in real-time 125I seed
implantation. Int J Radiat Oncol Biol Phys 2004, 58:292–299.

9. Patil N, Crook J, Saibishkumar EP, Aneja M, Borj J, Pond G, Ma C: The effect
of obesity on rectal dosimetry after permanent prostate brachytherapy.
Brachytherapy 2009, 8:218–222.



Tiberi et al. Radiation Oncology 2014, 9:93 Page 6 of 6
http://www.ro-journal.com/content/9/1/93
10. Beahrs OH, Henderson DE: Fourth edition of the manual for staging of
cancer. Cancer 1992, 69:2869.

11. Chira C, Taussky D, Gruszczynski N, Meissner A, Larrivée S, Carrier JF, Donath
D, Delouya G: Unusually high prostate-specific antigen bounce after
prostate brachytherapy: Searching for etiologic factors. Brachytherapy
2013, 12:603–607.

12. Delouya G, Taussky D, Ji CR, Sylvestre MP, Donath D: Relationship between
prostate-specific antigen bounce body fat distribution and body mass
index in permanent seed brachytherapy for prostate cancer.
Brachytherapy 2012, 11:214–218.

13. van Roermund JG, Bol GH, Witjes JA, Ruud Bosh JL, Kiemeney LA, van
Vulpen M: Periprostatic fat measured on computed tomography as a
marker for prostate cancer aggressiveness. World J Urol 2010, 28:699–704.

14. Buckstein M, Kerns S, Forysthe K, Stone NN, Stock RG: Temporal patterns of
selected late toxicities in patients treated with brachytherapy or
brachytherapy plus external beam radiation for prostate
adenocarcinoma. BJU Int 2013, 111:E43–E47.

15. Shiraishi Y, Hanada T, Ohashi T, Yorozu A, Toya K, Saito S, Shigematsu N:
Novel parameter predicting grade 2 rectal bleeding after iodine-125
prostate brachytherapy combined with external beam radiation therapy.
Int J Radiat Oncol Biol Phys 2013, 87:182–187.

16. Bhindi B, Trottier G, Elharram M, Fernandes KA, Lockwood G, Toi A, Hersey
KM, Finelli A, Evans A, van der Kwast TH, Fleshner NE: Measurement of
peri-prostatic fat thickness using transrectal ultrasonography (TRUS):
a new risk factor for prostate cancer. BJU Int 2012, 110:980–986.

17. Taussky D, Yeung I, Williams T, Pearson S, McLean M, Pond G, Crook J:
Rectal-wall dose dependence on postplan timing after permanent-seed
prostate brachytherapy. Int J Radiat Oncol Biol Phys 2006, 65:358–363.

18. Ribeiro R, Monteiro C, Cunha V, Oliveira MJ, Freitas M, Fraga A, Principe P,
Lobato C, Lobo F, Morais A, Silva V, Sanches-Magalhäes J, Oliveira J, Pina F,
Mota-Pinto A, Lopes C, Medeiros R: Human periprostatic adipose tissue
promotes prostate cancer aggressiveness in vitro. J Exp Clin Cancer Res
2012, 31:32.

19. Finley DS, Calvert VS, Inokuchi J, Lau A, Narula N, Petricoin EF, Zaldivar F,
Santos R, Tyson DR, Ornstein DK: Periprostatic adipose tissue as a
modulator of prostate cancer aggressiveness. J Urol 2009, 182:1621–1627.

doi:10.1186/1748-717X-9-93
Cite this article as: Tiberi et al.: Influence of body mass index and
periprostatic fat on rectal dosimetry in permanent seed prostate
brachytherapy. Radiation Oncology 2014 9:93.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Purpose
	Methods and materials
	Results
	Conclusion

	Background
	Methods
	Statistical methods

	Results
	Discussion
	Conclusions
	Competing interest
	Authors’ contributions
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


