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Abstract

Background—To determine human papillomavirus (HPV) types by polymerase chain reaction
(PCR)-reverse line blot assay and examine the concordance between HPV by Hybrid Capture 2
(HC2) and PCR on self-collected vaginal and physician-collected cervical samples and cytology.

Methods—This was a cross-sectional study of 546 sexually active women aged =30 years with
persistent vaginal discharge, intermenstrual or postcoital bleeding or an unhealthy cervix.
Participants self-collected vaginal samples (HPV-S) and physicians collected cervical samples for
conventional Pap smear and HPV DNA (HPV-P) testing and performed colposcopy, with directed
biopsy, if indicated. HPV testing and genotyping was done by HC2 and PCR reverse line blot
assay. Concordance between HC2 and PCR results of self- and physician-collected samples was
determined using a Kappa statistic (k) and Chi-square test.

Results—Complete data were available for 512 sets with 98% of women providing a satisfactory
self-sample. PCR detected oncogenic HPV in 12.3% of self- and 13.0% of physician-collected
samples. Overall, there was 93.8% agreement between physician-collected and self-samples (k =
76.31%, 95% confidence interval [CI]: 64.97-82.29%, p = 0.04)—complete concordance in 473
cases (57 positive, 416 negative), partial concordance in seven pairs and discordance in 32 pairs.
The sensitivity, specificity, positive predictive value (PPV) and negative predictive value (NPV)
of self-sampling for detection of cervical intraepithelial neoplasia (CIN)2+ disease were 82.5%,
93.6%, 52.4% and 98.4%, respectively; for physician-sampling they were 87.5%, 93.2%, 52.2%
and 98.9%, respectively; and for cytology they were 77.5%, 87.3%, 34.1% and 97.9%,
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respectively. Concordance between HC2 and PCR was 90.9% for self-samples (k = 63.7%, 95%
Cl: 55.2-72.2%) and 95.3% for physician-collected samples (k = 80.4%, 95% CI: 71.8-89.0%).

Conclusions—Self-HPV sampling compares favourably with physician-sampling and cytology.
A rapid, affordable, HPV self-test kit can be used as the primary method of cervical cancer
screening in low-resource situations.
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1. Introduction

Cervical cancer is the second most common cancer among women worldwide and the most
common cause of cancer among women in India [1]. There are facilities for opportunistic
screening but no regular screening programmes are in place. It is known that persistent
infection with high-risk types of human papillomavirus (HR-HPV) is a major cause of
cervical cancer [2] and that HPV DNA testing of cervical samples has higher sensitivity for
detection of high-grade cervical intraepithelial neoplasia (CIN) and invasive cancer than the
Pap smear test [3,4]. HPV testing has been recommended for primary cervical screening and
with the introduction of a rapid, affordable test may be possible, even in low-resource
situations [5,6]. Physician-obtained HPV samples also require gynaecological examination,
which self-collected vaginal sampling can obviate in remote areas. The majority of studies
have reported equivalent or less than equivalent sensitivity of self-sampling as compared to
physician-sampling in the detection of high-grade lesions [7-11]. The present study aimed to
compare the HPV types, test characteristics and concordance between self- and physician-
collected samples as well as conventional cytology, to understand how a rapid test may
perform in this setting.

2. Materials and methods

This cross-sectional study was carried out in the Gynaecology Outpatient Department (OPD)
from January 2003 through to June 2005. Women presenting with complaints of persistent
vaginal discharge, irregular menstrual bleeding, postcoital bleeding, or those found on
examination to have an unhealthy cervix were invited to participate in a cancer-screening
programme. Exclusion criteria were: age <30 years; unmarried; hysterectomised; prior
surgical procedures on cervix; gross tumour on the cervix; and pregnancy. Informed written
consent was taken from the women. Ethical clearance was obtained from the Institutional
Review Board. A total of 625 potential participants were recruited, of which 74 were found
ineligible and 5 refused to participate; thus 546 eligible women were enrolled and an
enrolment questionnaire completed.

2.1. Clinical examination and investigation

Patients underwent the following tests in sequence: (1) self-collection of vaginal sample for
HPV testing, (2) conventional Pap smear, (3) physician-collected cervical sample for HPV
testing, and (4) colposcopy.

2.1.1. Procedure of self-sampling—The procedure of self-sampling was first explained
to the patient with the help of a chart. A pre-labelled Digene HPV collection tube containing
Specimen Transport Medium (STM, Qiagen Gaithersburg, Inc., USA) and a cervical
sampler were then provided to the patient. She was instructed to introduce the cervical
sampling brush into the vagina till she met with resistance, rotate the brush 3-5 times,
remove it and place it in the tube containing the collection medium. The extra length of the
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brush was shapped off, the bottle re-capped and deposited with the doctor. The collection
procedure was supervised.

2.1.2. Physician-collected sampling—Patients were asked to lie in the dorsal position
and a Cusco bivalve vaginal speculum was introduced. A Pap smear was taken with an Ayre
spatula and endocervical brush. The cervical brush sampler was then introduced inside the
endocervix with the lowermost bristles touching the ectocervix, rotated 3-5 times in a
counter-clockwise direction and then placed in the Digene specimen collection tube as
described for self-sampling.

2.1.3. Colposcopy—All women underwent a colposcopic examination by an experienced
gynaecologist. Biopsies were taken from all lesions with a Reid score = 0. Women were
considered to be free of disease if CIN or invasive cancer were ruled out after biopsy or if
colposcopy was normal, thereby obviating the need for taking a biopsy.

2.1.4. Sample storage and processing and HPV testing—Both the samples
collected in Digene STM were divided into two aliquots and stored at —=70 °C till further
processing. One aliquot was tested for 13 high-risk types (16, 18, 31, 33, 35, 39, 45, 51, 52,
56, 58, 59 and 68) by HC2 as per the manufacturer’s recommendation (Qiagen
Gaithersburg, Inc., USA). The second aliquot underwent testing by polymerase chain
reaction (PCR) amplification with the use of the PGMY(09/11 L1 consensus primer system
and a reverse line blot detection strip that individually identifies 22 high-risk types (16, 18,
26, 31, 33, 35, 39, 45, 51, 52, 53, 56, 58, 59, 66, 67, 68, 69, 70, 73, 82 and its sub-type
1SO39) and 15 low-risk HPV types (6, 11, 40, 42, 54, 55, 57, 61, 62, 64, 71, 72, 83, 84 and
89) [12]. The sample was processed as previously described [13,14]. In brief, 150 pl of the
sample were digested with 15 pl of 10x digestion buffer (containing 700 ul of 20 mM Tris—
HCI—1 mM EDTA (TE) buffer, 100 ul 10% Tween-20 and 200 ul of 20 mg/ml proteinase
K) at 65 °C for 1 h followed by heat inactivation at 95 °C for 10 min. The DNA was
precipitated with ethanol and ammonium acetate at —20 °C overnight. After centrifugation at
21,000 x gfor 30 min at 4 °C for pelleting the DNA, the pellet was dried, resuspended in 75
ul of TE and stored at —20 °C until amplification for HPV testing.

The specimen DNA was amplified using PGMY 09/11 HPV-specific primers that amplify
the 450 bp fragment of L1 ORF of genital HPV. Human B-globin target was co-amplified
with HPV consensus primers to determine adequacy of the specimen. The PCR products
were denatured and hybridised to an immobilised HPV probe array on strips (kind gift of
Roche Molecular Systems, Alameda, CA, USA). Positive hybridisation was detected by
colour precipitation at the probe site and the type determined by reading from a reference
overlay. Each amplification run included HPV DNA positive controls (SiHa cell line/HeLa
cell line) as well as no HPV DNA negative controls.

For analysis purposes, samples were considered sufficient for HPV determination if the 3-
globin probe was detected. All B-globin negative samples were excluded from further
analysis.

2.1.5. Statistical analysis—Overall agreement with a 95% confidence interval was
computed. The discordance between the two methods and between self- and physician-
collected specimens was tested by Mc-Nemar Chi-square test. Chance corrected agreement
was assessed by Kappa statistic along with a 95% confidence interval. Sensitivity,
specificity, positive predictive value (PPV) and negative predictive value (NPV) of the self-
and physician-collected samples and cytology were calculated taking lesions =CIN2 on
biopsy as the reference standard for disease positivity. All analyses were performed using
Stata 9.1.
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The median age of women enrolled in the study was 36 years, with 62.3% in the age group
of 30-40 years; 39.2% of the women had no formal education, 26.0% had received some
primary education and 23.7% of women had received high school or higher education. The
majority of women belonged to lower (47.1%) and middle (49.2%) socio-economic class;
187 (36.4%) reported having had four or more births. The mean age at first coitus was 19.0
+ 3.3 years.

Out of 546 women enrolled and questionnaires completed, six absconded after being handed
the specimen collection tube for self-sampling. The remaining 540 women were asked to
provide a self-collected vaginal sample and physician-collected cervical sampling was also
performed. In five women, the self-collection tubes were found to contain no fluid so HPV
DNA could not be tested. In six samples, the B-globin gene could not be amplified (two
physician-collected samples, three self-collected samples, and, in one case, in both physician
and self-collected samples) so it was not possible to comment on presence and type of HPV.
Therefore, 96.9% (529/546) of women enrolled were able to provide a satisfactory sample
for testing. However, four women refused colposcopy, PCR results were missing in nine
women and HC2 results were missing in four women. Thus, complete results were available
for 512 pairs of HPV DNA samples (self- and physician-collected). Colposcopy was
performed in all these cases and a biopsy taken in 315 cases. Biopsy-positive CIN or
invasive cancer was present in 66 women (CIN1—26; CIN2—13; CIN3—19; invasive
cancer—S3).

3.1. Prevalence of HPV infection

96 (18.75%) women were found positive for any HPV type while 73 (14.3%) were found
positive for HR-HPV by PCR on self- or physician-collected samples. HR-HPV infection
was detected in 67 (13.1%) of the physician-collected cervical samples and in 63 (12.3%) of
the self-collected vaginal samples.

Table 1 shows the prevalence of HPV DNA positivity with respect to histopathology in
physician-collected samples. Seventeen high-risk and six low-risk HPV types were
identified by the line blot assay (Table 2). HPV-16 was the most prevalent type, seen in
47.5% of HPV positive cervical samples (55.9% of HR types). HPV-18 was seen in five
cases and HPV-33 in four cases. There was no case of HPV-45. Infection with multiple
high-risk types was seen in 13 cases in either self- or physician samples, together with low-
risk types in five cases.

Table 2 shows the concordance between HPV types detected on self-collected vaginal
samples and physician-collected cervical samples. Complete concordance was seen in 473
pairs (57 positive for same HPV type(s), 416 negative). Partial concordance (both positive,
different types) was seen in seven pairs. In six of them, the difference was additional low-
risk type(s) in the vaginal sample and, in one case, there was an additional low-risk type in
the cervical sample. Complete discordance was found in 32 pairs (physician positive, self-
negative—15; physician negative, self-positive—17). One case each of CIN3 and invasive
cancer, both of which were positive for HPV-18, would have been missed by self-sampling
alone. Overall, there was 93.8% agreement (480/512 pairs) between the results obtained
with HPV DNA testing of self-collected vaginal samples and physician-collected cervical
samples (k = 0.76, 95% CI: 71.8-89.0%, p = 0.045).

Table 3 shows that there was 90.9% concordance between HC2 and PCR in self-samples (k

= 63.7%, 95% CI: 55.2-72.2%) and 95.3% in physician-collected samples (k = 80.4%, 95%
Cl: 71.8-89.0%). HC2-physician showed the best performance for detection of CIN2+
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disease, notwithstanding the fact that the line blot assay detects 22 high-risk types while
HC2 detects only 13 high-risk types. This was because in three subjects single infection with
these types (HPV-53, -70 and -73) was found in both self- and physician samples and in one
subject in the self-sample alone (HPV-53), but none of these were associated with disease.
In six subjects, multiple infections were detected where the additional types (HPV-53, -66,
-72 and -83) occurred in association with types detected by HC2 (HPV-16, -18, -31, -51, -56
and -59). Four of these were associated with CIN.

HPYV testing of self- and physician samples compared well with the Pap smear at the LSIL
threshold and was better than the Pap smear at the ASCUS threshold in terms of diagnostic
accuracy (Table 4). PCR of both physician and self-samples had the highest diagnostic
accuracy (92.8%); HC2 of physician samples was very comparable (91.6%) although HC2
of self-samples showed a somewhat lower accuracy (87%).

4. Discussion

Even as the spotlight focuses on primary prevention by HPV vaccination, secondary
prevention by effective screening is still going to be the mainstay of cancer control
programmes in the foreseeable future. For the developing world, none of the established
screening techniques offer a viable option, mainly due to logistical problems. At this time,
the magnitude of the problem, coupled with a lack of services, has led to a policy where a
once-in-a-lifetime screen at age 35-40 years is being recommended. It is hoped that with the
rapid HPV test, a screen-and-treat policy can be adopted, but some of the barriers to
screening do impact follow-up. Increased awareness of cervical cancer following the
introduction of HPV vaccination is making some difference in this regard.

The possibility of a rapid, affordable HPV test [5,6] has come as a new ray of hope but some
of the problems of cytology will remain with this as well, mainly availability of appropriate
facilities for pelvic examination. Self-collection of HPV samples is an attractive option as it
obviates the need for a speculum examination and also the need to visit a physician or
hospital for this purpose. It is especially suitable for remote geographical areas where these
facilities may not even exist.

Digene® brush samplers were used for both self- and physician-sampling in this study to
avoid bias from different collection devices. The brush was well accepted by the women.
Vaginal sampling was always done first, followed by collection of a sample for cervical
cytology prior to cervical sampling for HPV DNA. 98.1% of women were able to provide a
satisfactory self-sample, thus negating fears that this technique may not be suitable in India.

There was good concordance between self- and physician-collected samples. Physician-
collected sampling had better results but the difference was not significant. Overall, a 93.6%
agreement was present between the two tests for combined high- and low-risk types. Chang
et al. found that the concordance between the two tests was 93% [15]. However, Garcia et
al. found the patient-collected samples had a significantly lower sensitivity than physician-
collected ones [16]. Higher false positivity of self-collected samples compared to physician-
collected samples has been reported by Hillemanns et al. [17], which could be due to the
presence of low-risk types in the vagina. In the present study, LR-HPV i.e., HPV-61 and
-89, were found in self-collected vaginal samples in three women but their physician-
collected cervical samples were negative on PCR. On the contrary, in three women, HR-
HPV types, i.e., HPV-31, -33 and -39, were isolated from cervical samples, but not from
self-collected vaginal ones. HPV-16 was the most common type seen in healthy women as
well as women with CIN. There was also good type-concordance in women with multiple
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infections. The results compared very favourably with those of cytology. Self-sampling
performed better than cytology and was nearly equivalent to physician—self-sampling.

Petignat et al., in a meta-analysis of 18 studies (5441 participants), reported a high level of
concordance of 0.87 (95% ClI, 0.82-0.91) between self- and physician-sampling for
detection of HPV DNA (kappa 0.66, 95% CI, 0.56-0.76) [18]. They found that the results
were similar when restricting the analysis to HR-HPV but the prevalence of LR-HPV types
was higher in self-collected samples. They concluded that self-sampling was as sensitive as
physician-obtained sampling to detect HR-HPV or HPV DNA and that self-sampling may
be a suitable alternative method for studies on HPV transmission and vaccine trials. Similar
results have also been reported from other community trials [19].

This study was carried out in women coming to hospital with symptoms, and we found that
self-sampling was feasible and well accepted by them. More studies are needed in the
community to establish acceptability among asymptomatic healthy women, but our
preliminary experience suggests that it should work. The problem in remote areas is lack of
infrastructure, electricity, facilities for sterilisation of speculum, etc. However, field workers
can supervise collection of samples in women’s homes or at field clinics. We feel that this
will be the best way to implement self-sampling because our pilot testing showed that many
women did not understand how to provide the sample when unsupervised—some went away
while others returned empty tubes after spilling out the medium.

In this study we used the method of reverse line blot assay in order to be able to assess the
concordance of HPV types. The concordance between PCR and HC2, a simpler method of
testing, shows the merits of testing for HPV DNA as a screening test. Recently, it has been
shown that HPV DNA testing is the best screening strategy for low-resource situations [20].
The rapid, affordable test will allow consideration of inclusion of HPV testing as a method
of primary screening in developing countries. Further, self-sampling will be a powerful tool
for populations with limited access to health care or limited access to cervical screening.

Acknowledgments

This study was funded by the Department of Biotechnology, Ministry of Science and Technology, Government of
India through grant no. BT/IN/US/CRHR/NB/2001 under the Indo-US Collaborative Program of Contraceptive and
Reproductive Health Research (CRHR). Dr. Gravitt was supported by the NCI SPORE in Cervical Cancer (P50
CA098252). Qiagen Inc. provided the kits at discounted rates. Drs. Janet Kornegay and Sean Boyle of Roche
Molecular Systems kindly facilitated the donation of PCR genotyping reagents.

References

1. Ferlay, J.; Bray, F.; Pisani, P.; Parkin, DM. GLOBOCAN 2002 cancer incidence. Mortality and
prevalence worldwide. IARC CancerBase No. 5 version 2.0. Lyon: IARC Press; 2004.

2. Walboomers JMM, Jacobs MV, Manos MM, Bosch FX, Kummer JA, Shah KV, et al. Human
papillomavirus is a necessary cause of invasive cervical cancer worldwide. J Pathol. 1999; 189:12—
19. [PubMed: 10451482]

3. Schlecht NF, Kuloga S, Robitaille J, Ferreira S, Santos M, Miyamura RA, et al. Persistent human
papillomavirus infection as a predictor of cervical intraepithelial neoplasia. JAMA. 2001; 26:311-
314.

4. Cuzick J, Clavel C, Petry KU, Meijer CJ, Hoyer H, Ratnam S, et al. Overview of the European and
North American studies on HPV testing in primary cervical cancer screening. Int J Cancer. 2006;
119(5):1095-1101. [PubMed: 16586444]

5. Qiao YL, Sellors JW, Eder PS, Bao YP, Lim JM, Zhao FH, et al. A new HPV-DNA test for
cervical-cancer screening in developing regions: a cross-sectional study of clinical accuracy in rural
China. Lancet Oncol. 2008; 9:929-936. [PubMed: 18805733]

Cancer Epidemiol. Author manuscript; available in PMC 2013 November 04.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Bhatla et al.

10

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

Page 7

. Bhatla, N.; Ramachandran, S.; Virmani, A.; Arora, VK.; Gulati, A.; Singla, S. Correlation of

FastHPV and cytology: performance trial results from India; Paper Presented at the 24th
International Papillomavirus Conference; 2007.

. Salmeron J, Lazcano-Ponce E, Lorincz A, Hernandez M, Hernandez P, Leyva A, et al. Comparison

of HPV-based assays with Papanicolaou smears for cervical cancer screening in Morelos State,
Mexico. Cancer Causes Control. 2003; 14:505-512. [PubMed: 12948281]

. Wright TC, Denny L, Kuhn L, Pollack A, Lorincz A. HPV DNA testing of self-collected vaginal

samples compared with cytologic screening to detect cervical cancer. JAMA. 2000; 283:81-86.
[PubMed: 10632284]

. Sellors JW, Lorincz AT, Mahony JB, Mielzynska I, Lytwyn A, Roth P, et al. Comparison of self-

collected vaginal, vulvar and urine samples with physician-collected cervical samples for human

papilloma virus testing to detect high-grade squamous intraepithelial lesions. Can Med Assoc J.

2000; 163:513-518. [PubMed: 11006761]

. Nobbenhuis MA, Helmerhorst TJ, van den Brule AJ, Rozendaal L, Jaspaars LH, VVoorhorst FJ, et
al. Primary screening for high risk HPV by home obtained cervicovaginal lavage is an alternative
screening tool for unscreened women. J Clin Pathol. 2002; 55:435-439. [PubMed: 12037026]

Longatto-Filho A, Roteli-Martins C, Hammes L, Etlinger D, Pereira SM, Erzen M, et al. Self-
sampling for human papillomavirus (HPV) testing as cervical cancer screening option. Experience
from the LAMS study. Eur J Gynaecol Oncol. 2008; 29(4):327-232. [PubMed: 18714563]

Munoz N, Bosch FX, de Sanjosé S, Herrero R, Castellsague X, Shah KV, et al. Epidemiologic
classification of human papillomavirus types associated with cervical cancer. N Engl J Med. 2003;
348:518-527. [PubMed: 12571259]

Gravitt PE, Peyton CL, Apple RJ, Wheeler CM. Genotyping of 27 human papillomavirus types by
using L1 consensus PCR products by a single hybridization reverse line blot detection method. J
Clin Microbiol. 1998; 36:3020-3027. [PubMed: 9738060]

Gravitt PE, Peyton CL, Alessi TQ, Wheeler CM, Coutlee F, Hildesheim A, et al. Improved
amplification of genital human papillomaviruses. J Clin Microbiol. 2000; 38:357-361. [PubMed:
10618116]

Chang CC, Tseng CJ, Liu WW, Jain S, Horng SG, Soong YK, et al. Clinical evaluation of a new
model of self-obtained method for the assessment of genital human papilloma virus infection in an
underserved population. Chang Gung Med J. 2002; 25:664—671. [PubMed: 12518778]

Garcia F, Barker B, Santos C, Brown EM, Nuno T, Giuliano A, et al. Cross-sectional study of
patient- and physician-collected cervical cytology and human papilloma virus. Obstet Gynecol.
2003; 102:266-272. [PubMed: 12907098]

Hillemanns P, Kimmig R, Hittemann U, Dannecker C, Thaler CJ. Screening for cervical neoplasia
by self-assessment for human papillomavirus DNA. Lancet. 1999; 354:1970. [PubMed: 10622304]

Petignat P, Faltin DL, Bruchim I, Tramér MR, Franco EL, Coutlee F. Are self-collected samples
comparable to physician-collected cervical specimens for human papillomavirus DNA testing? A
systematic review and meta-analysis. Gynecol Oncol. 2007; 105:530-535. [PubMed: 17335880]
de Alba I, Anton-Culver H, Hubbell FA, Ziogas A, Hess JR, Bracho A, et al. Self-sampling for
human papillomavirus in a community setting: feasibility in Hispanic women. Cancer Epidemiol
Biomarkers Prev. 2008; 17(8):2163-2168. [PubMed: 18708409]

Sankaranarayanan R, Nene BM, Shastri SS, Jayant K, Muwonge R, Budukh AM, et al. HPV
screening for cervical cancer in rural India. New Engl J Med. 2009; 360(14):1385-1394.
[PubMed: 19339719]

Cancer Epidemiol. Author manuscript; available in PMC 2013 November 04.



Page 8

Bhatla et al.

(%95 ¥6-12 L2 11D %S6) (T00°0> 0 ‘2¥70°0 IS ‘%6°S8 = M) %6°96 JUaWaaIbe panIasqo

S0 LS 9 o7 6eY (215 =) 2301
050 €€ 0 14 S (ot =) uoiss| apelb-ybiH
660 8 0 T LT (92=t/) uoisa| apeib-mo]
860 9T 9 L LTy (9v¥ =u) rewsoN

d +ylo0g Hﬂ%oﬁ?& ﬂﬂ__mw_w\fn_ - ylog sisoubelq

"ABoJ01s1Y 01 annea. sajdwes [edIAISd Pa1da]|0d-urIdIsAyd pue JeulfeA paldsj|09-1|3s usamiag Ajuo sadAl suL-ybiy 10} ¥Dd Jo uosuedwo)

T alqel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

Cancer Epidemiol. Author manuscript; available in PMC 2013 November 04.



Page 9

Bhatla et al.

T—2NID T L7888 L 78288
T—INID T 28'26'1S 8'28'TS
T—INID T L €9'99'8T ,09'99'8T
T—ZNID T €91 €191
T—ENID T 89'91 89'9T

T 99'0T 99'9T
T—ENID 1T £ 2991 L2991
T—¢NID T 95'91 9591
T—ZNID 1 L5991 L5597
T—ENID T GE'9T GE'9T
T—INID T »68 .68

T «78 L8

T %9 «09

T 44 Lo

T €L el

T 0L 0L

4 8g 8s

T €5 €5
T—INID T 2§ 25

T 18 15
T—¢NID ¢ 6¢ 6€
T—INID T e e

T—eD ‘T—ENID T—2¢NID € €e ee

T—ZNID T 8T 8T

€—®D :8—ENID :8—¢NID :e—TINID

~
N

91 91
UBPI0IU0I A1819)dWOD Y

$3SBJ JO "OU pue
apeab ABojoyredolsiH  JagquinN 1195 adAy AdH 10320p 8dA} AdH

ABojoyredoisiy 01 uonejal ul ssjdwes pa12a]jod-ueIdisAyd pue -§1s ul aoueploduod adAl AdH

¢?olqel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

Cancer Epidemiol. Author manuscript; available in PMC 2013 November 04.



Page 10

Bhatla et al.

1 L VG'ES
1 L 09, T9'0L'TS
1 4z
T 65'9T
1 .19
T rass
T 91
T—INID ¥ BaN
BaN

-

BaN
BaN
T—INID BaN
BaN

T—eD ‘T—ENID BaN

Mo O «F « A

BaN

I ,68.,78
1 68, v8
T 4]
T—INID T .68, C9'65'€5"TE
I L2l 29T
T—e) 1T 99T

T—INID 1 £CV'9T

BaN
BaN

BaN
BaN

BaN
BaN
BaN

68
9G'eS
L C9'6E
6€

€€

T€

8T

9T
UBPI0ISI "D

68

*

¥8

*
L6828
BS'ES'TE
o1

o1

91

0UBDI0IU0I [BILIE] T

ABojoyredoisiH  JaquinN 119s adAy AdH

J0300p 3dAy AdH

I L2129

1 L8575

2L, 29

*

§6'2S

*

S3SED JO "0U pue
apeub ABojoyredoisiH  JaquinN 195 8dA1 AdH

10300p 8dA1 AdH

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Cancer Epidemiol. Author manuscript; available in PMC 2013 November 04.



Page 11

Bhatla et al.

's8dA1 3S1-M0]
*

*130UBD BAISBAUL = 8D ‘eIse|doau |elayndsenul [2oIAI80 = N1D

. 68

x

1 v8

x

z 29

x

1 »19

I L 19'65

T—INID T » 78

BaN
BaN
BaN
BaN
BaN

BaN

S3SED JO "0U pue
apeub ABojoyredoisiH  JaquinN 195 8dA1 AdH

10300p 8dA1 AdH

NIH-PA Author Manuscript

NIH-PA Author Manuscript

NIH-PA Author Manuscript

Cancer Epidemiol. Author manuscript; available in PMC 2013 November 04.



Page 12

Bhatla et al.

(T00°0> 0 '%2'2L-2'SS 1D %G6 ‘%L '€9 = M) %6°06 JudLWddIBe panIssqQ sajalues jeulben (T00°0>0 '%0'68-8'TL (1D %S6 ‘% 08 = M) %E"G6 Juawaaife panIssqQ Ss/auwes (2ains)

7000> 2§ 7 9 €Ty ST'0 65 8 97 62y (c15=v) ja10L
860  0¢ € [ S 860 SE 0 T 4 (0¥ =) (+2NID) uoiss| apetb-ybiH
860 9 [ T LT 860 8 1 0 LT (92 =v) (TINI1D) uoiss| apeiB-moT]
7000> 9T 9 €€ T6€ €10 9T L ST 807 (9%y =) jewioN

d +U108 —ZOH '+¥0d +¢OH—ddd -—ulog d +U108 —ZOH '+¥0d +ZOH ‘—d0d —ulogd

sa|dwes [euiben pa1da||0d-}13S Sa|dwes [edIA13d Pa1da||0d-UedIsAUd sisoubeig

'sisouBelp eaibojoisiy 01
anne|al ‘sajdwies [eulben pa1da]|09-41as pue sajdwes [edalAlad palaa]jod-ueldisAyd ul AdH dsi-ybiy 1oy ¥Od pue (zJH) ¢ aimde) pligAH Jo uostiedwo)

€9lgel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript

Cancer Epidemiol. Author manuscript; available in PMC 2013 November 04.



Page 13

*Ad09s0d|09 U0 XIAI3D [WIOU YIM USWOM puB 1S Ou paredlpul Asdoiq [eo1AIad yim uauiom,

‘Asdoiq [ea1A192 Aq pasoufelp sem TNID 03 JusjeAInba uoisa] apelB-moj Yim UsWopn

q

*Asdoiq |ea1n182 Aq pasoubelp sem D 10 € ‘ZNID 03 JusjeAinba uoisa] apelB-ybiy yum :mEo\Sm

"40d Aq paisa) ajdwres pajos|jod

-}19S :S-40d ‘¥Dd Aq paisal ajdwies pajoa)|02-uerdisAyd :d-4Dd (sesed Jo ou [ejoi/aAllelau anay + aAnisod aniy) Aoeindade ansoubelp \wyQ ‘anfeA aAndIpald aAlebau (AdN ‘anfea aanoipaid aamsod :Add

Cancer Epidemiol. Author manuscript; available in PMC 2013 November 04.

Bhatla et al.

(0g6‘'9'06) 826 (986 'v'S6) ¥'26 (599 '8°'2€) 8'2G (596 '2'26) L'v6 (628 '€'€S) 0°0L €5 114 14 8¢ T1S71=ded
(568'Geg) 598  (066'8G6) 626 By Lve) Tve (T06'6€8)eL8 (988 'T'19)GLL 16 [4 8 7€  SNOSvded
(r06°Lv8) 5.8  (v'66'8'96) T'86 (o '€92) o€ (T'T6'€'38) 188 (726 '9'L9) 0'08 88 6v L 43 S-ZOH
(0v6‘268) 916  (0°00T ‘2'86) T'66 (€65 '2'9€) 08y  (¢'¥6 '€'68) L'T6 (€66 '2'08) 0°06 7 1€ 8 9 d-zoH
(0s6'906)826  (966'cL6)v'86 (Lv9'00v) v'es (656 'GT6)9€6 (€6 'L'0L) 528 €9 44 8 €e $-¥0d
(0g6'906) 826 (666 '6'26)6'86 (279 'c'0v) 22S (SG6'0'T6) ¢€6 (816 '2'LL) 5.8 L9 14 6 1 d-40d
va AdN Add Anoiioads Aunmsuss  eyol  ofPWIO  gpeaf-moT  speab-ybiH
TISH 404 (1D %56) % X8pul 1S3 1 uo1sa) 4o adA uswioads

"(,UOIS3] OU UYIM U3LLIOM 9 PUB 4UOIS3] 3pRIB-MO] YIIM 9Z ‘,UOIS3)|
ape.B-ybiy yum uswom o) ABojoisiy 01 anneal Jeaws ded pue (zJH) ¢ aimde) pughAH ‘90d Aq (AdH) snaiaewopjided uewny Jo) Bunsal Jo s1nsey

v alqel

NIH-PA Author Manuscript NIH-PA Author Manuscript NIH-PA Author Manuscript



