
T h e  n e w  e ngl a nd  j o u r na l  o f  m e dic i n e

n engl j med 357;16  www.nejm.org  october 18, 2007 1589

original article

Human Papillomavirus and Papanicolaou 
Tests to Screen for Cervical Cancer

Pontus Naucler, M.D., Ph.D., Walter Ryd, M.D., Sven Törnberg, M.D., Ph.D., 
Anders Strand, M.D., Ph.D., Göran Wadell, M.D., Ph.D.,  

Kristina Elfgren, M.D., Ph.D., Thomas Rådberg, M.D., Björn Strander, M.D.,  
Bo Johansson, Ph.D., Ola Forslund, Ph.D., Bengt-Göran Hansson, Ph.D.,  

Eva Rylander, M.D., Ph.D., and Joakim Dillner, M.D., Ph.D.

From the Department of Medical Micro-
biology, Malmö University Hospital, Lund 
University (P.N., O.F., B.-G.H., J.D.); the 
Department of Pathology and Clinical Cy-
tology (W.R.), the Department of Obstet-
rics and Gynecology (T.R., B.S.), and the 
Oncology Center (B.S.), Sahlgrenska Uni-
versity Hospital, Gothenburg; the Cancer 
Screening Unit, Oncology Center (S.T.),  
the Department of Obstetrics and Gyne-
cology (K.E.), and the Department of 
Clinical Microbiology (B.J.), Karolinska 
University Hospital, and the Division of 
Gynecology, Danderyd Hospital (E.R.), 
Karolinska Institutet, Stockholm; the De-
partment of Medicine, Dermatology, and 
Venereology, University Hospital, Upp-
sala (A.S.); and the Department of Virol-
ogy, University of Northern Sweden, 
Umeå (G.W.) — all in Sweden. Address 
reprint requests to Dr. Dillner at the De-
partment of Medical Microbiology, Lund 
University, Malmö University Hospital, 
Malmö S-20502, Sweden.

N Engl J Med 2007;357:1589-97.
Copyright © 2007 Massachusetts Medical Society. 

A BS TR AC T

Background

Screening for cervical cancer based on testing for human papillomavirus (HPV) in-
creases the sensitivity of detection of high-grade (grade 2 or 3) cervical intraepithe-
lial neoplasia, but whether this gain represents overdiagnosis or protection against 
future high-grade cervical epithelial neoplasia or cervical cancer is unknown.

Methods

In a population-based screening program in Sweden, 12,527 women 32 to 38 years 
of age were randomly assigned at a 1:1 ratio to have an HPV test plus a Papanicolaou 
(Pap) test (intervention group) or a Pap test alone (control group). Women with a 
positive HPV test and a normal Pap test result were offered a second HPV test at least 
1 year later, and those who were found to be persistently infected with the same high-
risk type of HPV were then offered colposcopy with cervical biopsy. A similar num-
ber of double-blinded Pap smears and colposcopies with biopsy were performed in 
randomly selected women in the control group. Comprehensive registry data were used 
to follow the women for a mean of 4.1 years. The relative rates of grade 2 or 3 cervical 
intraepithelial neoplasia or cancer detected at enrollment and at subsequent screening 
examinations were calculated.

Results

At enrollment, the proportion of women in the intervention group who were found to 
have lesions of grade 2 or 3 cervical intraepithelial neoplasia or cancer was 51% greater 
(95% confidence interval [CI], 13 to 102) than the proportion of women in the control 
group who were found to have such lesions. At subsequent screening examinations, 
the proportion of women in the intervention group who were found to have grade 2 or 
3 lesions or cancer was 42% less (95% CI, 4 to 64) and the proportion with grade 3 
lesions or cancer was 47% less (95% CI, 2 to 71) than the proportions of control 
women who were found to have such lesions. Women with persistent HPV infection 
remained at high risk for grade 2 or 3 lesions or cancer after referral for colposcopy.

Conclusions

The addition of an HPV test to the Pap test to screen women in their mid-30s for cervi-
cal cancer reduces the incidence of grade 2 or 3 cervical intraepithelial neoplasia or 
cancer detected by subsequent screening examinations. (ClinicalTrials.gov number, 
NCT00479375.)
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Screening for cervical cancer by cy-
tologic examination (the Papanicolaou [Pap] 
test) has reduced the incidence of invasive 

cervical cancer in many countries,1,2 yet cervical 
cancer remains a leading cause of death and ill-
ness in women.2 Human papillomavirus (HPV) is 
the major cause of cervical cancer, and in the nat-
ural history of the disease, persistent HPV infec-
tion precedes the appearance of cytologic abnor
malities.3,4 Longitudinal cohort studies have shown 
that combined Pap and HPV testing has better 
sensitivity and provides better long-term protec-
tion (among women with normal results of both 
tests) against grade 3 cervical intraepithelial neo-
plasia than does cytologic testing alone.5-8 Grade 
3 cervical intraepithelial neoplasia is known to 
be a precursor of invasive cervical cancer. 

In the United States, HPV testing is accepted as 
an adjunct to cytologic testing for women over 
30 years of age.9 Increased sensitivity may, how-
ever, reflect the inclusion of regressing lesions, and 
observational cohort studies do not provide infor-
mation on the effect of an intervention based on 
the test results. European guidelines recommend 
that HPV testing not be adopted as a primary 
screening tool until results are available from ran-
domized trials of the effect of HPV-based cervical 
screening on the incidence of grade 3 cervical in-
traepithelial neoplasia or cancer detected by sub-
sequent screening.10 Several such trials have been 
started, but so far only baseline data have been 
reported.11-16

The prevalence of HPV infection peaks in wom-
en in their early 20s, but because the infection is 
usually transient,17-19 the specificity of HPV screen-
ing is higher in women 35 years of age or older 
than in younger women.20 The age-specific inci-
dence of cervical cancer peaks around the age of 
40 years, which suggests that the efficacy of HPV 
testing should be maximal when it is performed 
on women between 30 and 40 years of age. We 
report the results of a population-based, random-
ized, controlled trial in which women 32 to 38 
years of age were screened for cervical cancer ei-
ther with a Pap test plus a test for HPV infection 
or with a Pap test alone.

Me thods

Study design

The Swedish cervical-cancer screening program in-
vites women 23 to 50 years of age to undergo cer-
vical-cancer screening at 3-year intervals and wom-

en 51 to 60 years of age to be screened at 5-year 
intervals. Women invited for screening are chosen 
from the population registry, which lists all wom-
en in Sweden; women who are recorded in cyto-
logic-test registries as having had a recent Pap 
smear outside the screening program are not in-
vited to participate in the screening program. 

All women 32 to 38 years of age who partici-
pated in the screening program from May 1997 
through November 2000 in five Swedish cities 
(Gothenburg, Malmö, Uppsala, Umeå, and Stock-
holm) were eligible; the only exclusion criterion 
was failure to consent to participation in the study. 
The number of women who declined participation 
is unknown, but surveys at screening centers 
found very few women who did not consent. 

A total of 12,527 consenting women were ran-
domly assigned at a 1:1 ratio to the intervention 
group (a Pap test plus a test for HPV infection; 
6257 women) or the control group (a Pap test 
alone; 6270 women) (Fig. 1). Randomization was 
performed by an independent institute (the Can-
cer Registry of Stockholm) with the use of com-
puter-generated random numbers. The women and 
the clinical personnel were unaware of the wom-
en’s test assignment, and the laboratory techni-
cians who performed the HPV tests had no per-
sonal information about the women. Lists with 
code numbers specifying which samples should be 
tested were released to the virus laboratory only 
after the samples had arrived. Because the propor-
tion of women with a positive HPV test who were 
found to have grade 2 or 3 cervical intraepithe-
lial neoplasia or cancer was much larger than ex-
pected, the steering committee decided to dis-
continue blinding of the study and inform the 
women of the results of their HPV tests on Au-
gust 11, 2003 (3 years after completion of enroll-
ment and 4 months after completion of the first 
round of study colposcopies in the two groups). 
The relative numbers of women in the intervention 
and control groups who had a follow-up HPV test 
did not change significantly after discontinuation 
of blinding: while the study was still blinded, 22 
women in the intervention group and 24 in the 
control group had a follow-up test; after discon-
tinuation of blinding, 58 women in the interven-
tion group and 50 in the control group had a fol-
low-up test.

Endocervical and ectocervical samples were 
taken with a cytologic brush. After a conventional 
smear had been prepared, the brush was swirled 
in 1 ml of sterile 0.9% sodium chloride to release 
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the remaining cells for analysis of HPV DNA. The 
samples were transported frozen at −20°C to be 
tested for HPV DNA. 

The nature of the intervention performed as a 
result of the baseline cytologic test was based on 
regional routine practice. In Stockholm, all wom-
en with an abnormal Pap smear (defined as one 
with atypical squamous cells of undetermined sig-
nificance [ASCUS] or more severe cytologic diag-
nosis [cervical intraepithelial neoplasia; grade 1, 
2, or 3 glandular atypia; adenocarcinoma in situ; 
or cancer]) were immediately referred for colpos-
copy, whereas in the other cities, a repeat Pap 
smear was an option in cases of ASCUS or grade 1 
cervical intraepithelial neoplasia. Koilocytosis in 
a normal smear was considered an abnormal cy-
tologic finding in only two cities (Umeå and Go-
thenburg). Sweden uses the old U.S. cytologic no-
menclature,21 in which a diagnosis of koilocytosis 
can be made in addition to any other diagnosis. 
Only 0.2% of smears were reported as normal, 
with koilocytosis as an ancillary diagnosis. The 
regional variation in referral practices is therefore 
unlikely to have had any effect on the results of the 
study.

In the intervention group, women with a posi-
tive HPV test and no record of referral due to an 
abnormal Pap test result were offered a second 
round of HPV and Pap tests at least 12 months 
later (Fig. 1). After this second round of tests, 
women who continued to be infected with the 
same high-risk type of HPV were offered colpos-
copy. To avoid ascertainment bias, a similar num-
ber of randomly selected women from the control 
group were also offered a second Pap test and 
colposcopy. Both the women and the clinicians 
were unaware of the HPV test results and the ran-
domization status of the women. 

22p3

12,527 Women 32 to 38 years of age having a routine
organized Pap smear consented to participate

12,527 Were followed for all cytologic and histopathological results
(also all organized and nonorganized smears and biopsies) with the use 

 of data from the national registry of cervical-cancer screening

6257 Were randomly assigned
to intervention group: routine Pap

screening plus HPV screening

6270 Were randomly assigned to
control group: routine Pap screening

with samples that were frozen for
HPV tests that were not performed

433 Were HPV-positive
5824 Had no further intervention

5656 Were HPV-negative
168 Had inadequate HPV test

409 Were randomly assigned to
control for surveillance bias
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341 Were offered second HPV test
and Pap smear

16 Were offered second tests
despite having abnormal 
smear (protocol violation)

92 Were HPV-positive with abnor-
mal smear and had no further
intervention

398 Were offered second HPV test
and Pap smear

1 Was offered second test
despite having abnormal 
smear (protocol violation)

11 Had abnormal smears and had
no further intervention

270 Had second HPV test and Pap
smear

58 Refused
11 Relocated
2 Did not have tests for unknown

reason

337 Had second HPV test and Pap
smear

55 Refused
5 Relocated
1 Did not have tests for unknown

reason

119 Had persistent type-specific
HPV infection

149 Were HPV-negative or had
a change in type of HPV

2 Had inadequate HPV test

111 Were randomly assigned to
be offered colposcopy to control

for surveillance bias

100 Had colposcopy
18 Refused
1 Did not have colposcopy for

unknown reason

80 Had follow-up HPV test and 
Pap smear

1 Refused
1 Relocated

18 Did not have tests for unknown
reasons, or tests are pending

34 Had persistent type-specific HPV
infection

13 Had second colposcopy
1 Refused

20 Did not have colposcopy for
unknown reasons, or colpos-
copy is pending

46 Were HPV-negative or had a
change in type of HPV

12 Had second colposcopy
2 Refused
1 Relocated

19 Did not have colposcopy for
unknown reasons, or colposcopy
is pending

40 Were not offered colposcopy

74 Had follow-up HPV test and 
Pap smear

4 Refused
17 Did not have tests for unknown

reasons, or tests are pending

95 Had colposcopy
16 Refused

Figure 1. Enrollment and Outcomes.

Lists of women who were positive for HPV were com-
pared with lists in cytologic registries, and women 
found to have already been referred because of abnor-
mal smears should not have been offered a second HPV 
or cytologic test. Protocol violations may have occurred 
because of human error or because the registries con-
tained preliminary or incomplete data at the time. Pend-
ing refers to tests not yet taken or colposcopies not yet 
performed when the follow-up of this study was ended. 
The study was unblinded 4 months after the first round 
of colposcopies had been completed, at which time 22 
of 80 women in the intervention group and 24 of 74 in 
the control group had already had a follow-up HPV test 
or a Pap smear. HPV denotes human papillomavirus.
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Ectocervical biopsy specimens were taken 
from all lesions that turned white when treated 
with acetic acid and lesions that were not stained 
by Lugol’s iodine solution. If no such lesions 
were seen, two specimens were obtained at the 
12 o’clock and 6 o’clock positions on the ecto-
cervix, close to the squamocolumnar-cell junc-
tion.22 In addition to these ectocervical specimens, 
an endocervical-cell sample was obtained from 
all women. 

The protocol follow-up required annual Pap 
smears and HPV tests, with colposcopy in cases 
of persistent high-risk HPV infection, in addition 
to the following of routine clinical practice for 
abnormal cytologic, colposcopic, or histopatho-
logical findings. High-grade (grade 2 or 3) cervi-
cal epithelial neoplasia is always treated by con-
ization, usually with loop excision. The women 
were followed up by means of personal identifi-
cation numbers and linkages between regional 
cytologic, regional pathological, and the national 
cytologic registries. These registries contain data 
on all Pap smears and cervical biopsies performed 
in Sweden, not only those performed in the screen-
ing program. The date of the last follow-up was 
August 31, 2005, for Stockholm and Uppsala and 
December 31, 2004, for the other cities. 

Histologic samples with an abnormal diagno-
sis and all biopsy specimens obtained during the 
study colposcopies were reevaluated by an expert 
pathologist who was unaware of the subject’s ran-
domization status. If the second diagnosis differed 
from the original diagnosis by more than one 
level of severity, another expert pathologist un-
aware of the subject’s randomization status adju-
dicated the diagnosis. If the specimen could not 
be located, the original diagnosis was used. Re-
evaluation was the basis for 218 of 258 diagnoses 
of grade 2 or 3 cervical intraepithelial neoplasia or 
cancer.

The primary outcome of the trial was the in-
cidence of grade 2 or 3 cervical intraepithelial 
neoplasia lesions or cancers (which include inva-
sive cancers and in situ adenocarcinomas) found 
by screening that took place after the enrollment 
screening. The secondary outcomes were the in-
cidence of grade 2 or 3 lesions or cancer at the 
enrollment screening and outcomes stratified ac-
cording to grade 2 lesions only and grade 3 lesions 
or cancer as end points. The study was approved 
by the ethics review board of the Karolinska In-
stitute, which specified the consent procedure, in 

which all participants gave oral consent after re-
ceiving written information.

Testing for HPV DNA 

Testing for HPV DNA was performed with the use 
of a polymerase chain reaction (PCR)–enzyme 
immunoassay, using general primers GP5+ and 
GP6+, that detects 14 high-risk types of HPV 
(types 16, 18, 31, 33, 35, 39, 45, 51, 52, 56, 58, 59, 
66, and 68).23,24 Human β-globin amplification 
was used to test for sample DNA quality.24 PCR-
positive samples were typed with the use of re-
verse dot blot hybridization with recombinant HPV 
type-specific plasmids.25 If the result of the re-
verse dot blot hybridization was negative, the am-
plimers were cloned and sequenced. Only PCR-
positive samples confirmed by reverse dot blot 
hybridization or sequencing were classified as 
HPV-positive.

Statistical Analysis

Only women who had had at least one Pap smear 
or had undergone at least one biopsy after the base-
line visit were included in the analyses. No follow-
up samples were available for 1568 women; accord-
ing to population-registry data, 8 of these women 
had died and 82 had left the country. The mean 
follow-up time was 4.1 years (range, <0.1 to 7.7) 
and did not differ significantly between the two 
groups.

The data from all women were censored at their 
last testing date except for women whose data 
were censored at the date of diagnosis of a grade 
2 or 3 cervical intraepithelial neoplasia lesion or 
cancer. When a grade 3 lesion or cancer was used 
as an end point in a stratified analysis, the data 
were censored at the date of diagnosis, regardless 
of a previous diagnosis of a grade 2 lesion. 

Lesions were attributed to screening at enroll-
ment and associated follow-up (prevalence screen-
ing) if the Pap smear at enrollment triggered 
immediate referral for colposcopy, according to 
regional clinical practice; if the Pap smear at en-
rollment resulted in a follow-up with additional 
Pap smears; if cervical biopsies had been per-
formed at intervals not exceeding 18 months; or 
if the lesion was found as a result of protocol pro-
cedures in a woman with an HPV-positive test 
(intervention group) or as a result of the matched, 
randomly assigned procedures in the subsample 
of the control group that was followed in order to 
control for verification bias. The results from the 
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screening rounds scheduled to take place 3 years 
later and from all other Pap smears not comply-
ing with these definitions (i.e., performed during 
screening outside the study) were regarded as sub-
sequent (incidence) screening. 

The results were analyzed after the screening 
round at the next 3-year interval had been com-
pleted. The study was powered to detect a protec-
tion against a grade 2 or 3 cervical intraepithelial 
neoplasia lesion or cancer at incidence screening 
of at least 50% at a conventional significance level 
(α = 0.05) and power (1 − β = 0.80), on the assump-
tion that the 3-year cumulative incidence of grade 
2 or 3 cervical intraepithelial neoplasia or cancer 
in this age group was 1.0%.

Relative rates and 95% confidence intervals 
were calculated with the use of Poisson regression 
analysis. Because the primary intention of the 
study was to reflect a real-life screening program, 
protocol violations were not excluded from the 
analysis, and all analyses are reported as intention-
to-treat analyses.

R esult s

Study Design

Figure 1 shows the design of the study. The mean 
age at enrollment, the number of women enrolled 
at the different screening locations, and the num-
ber of women with abnormal Pap smears at enroll-
ment were similar in the intervention and control 
groups (Table 1). 

According to the protocol, women who had al-
ready been referred for routine clinical follow-up 
because of an abnormal Pap smear were not to be 
offered a second HPV test. However, the protocol 
was violated for 16 of 341 women in the interven-
tion group and 1 of 398 women in the control 
group. Those 17 women were offered a second 
HPV test although they had had an abnormal Pap 
smear at enrollment. Possible reasons for this pro-
tocol violation include human error or preliminary 
or incomplete data in the cytologic registries at the 
time the women were offered the second test. Fif-
teen of the 17 women did have a second HPV test, 
and 9 of them were found to have a grade 2 or 3 
cervical intraepithelial neoplasia lesion or cancer 
during the trial (5 women before the second HPV 
test, 3 women at the first colposcopy, and 1 wom-
an in the next screening round). Because the in-
tention of the trial was to refer all HPV-positive 
women for colposcopy, duplicate referrals could 

not have affected the outcome of the study, and 
97.7% of the referrals were made according to 
protocol.

During the entire study, 139 women in the in-
tervention group and 119 in the control group 
were found to have a grade 2 or 3 cervical intra
epithelial neoplasia lesion or cancer (P = 0.20) (Ta-
ble 2). Fifty-three cases of grade 2 lesions were 
detected in the intervention group as compared 
with 34 in the control group (P = 0.04), but there 
was no significant difference between the groups 
in the rate of detection of grade 3 lesions or can-
cer (88 cases in the intervention group and 85 in 
the control group).

Table 2 shows that at the baseline (prevalence) 
screening round, 51% more cases of grade 2 or 3 
cervical intraepithelial neoplasia or cancer were 
detected in the intervention group than in the con-
trol group. Moreover, the incidence of grade 2 or 3 
lesions or cancer detected at subsequent screening 
examinations in the intervention group was re-
duced by 42% as compared with the control group 
(all 95% confidence intervals are given in Table 2). 
After the initial round of screening in the interven-
tion group, there was a statistically significant re-
duction of 47% in the number of grade 3 lesions 
or cancer that were found in subsequent screening 
examinations (Table 2). The increased incidence of 
grade 2 lesions diagnosed at the initial screen-
ing in the intervention group was not followed 
by a statistically significant reduction in grade 
2 lesions at later screenings.

Table 1. Characteristics of the Women.*

Characteristic 
Intervention Group 

(N = 6257)
Control Group 

(N = 6270)

Mean age at enrollment — yr 35.1 35.1

City — no. (%)

Gothenburg 1368 (21.9) 1376 (21.9)

Malmö 408 (6.5) 403 (6.4)

Stockholm 3022 (48.3) 3040 (48.5)

Umeå 905 (14.5) 893 (14.2)

Uppsala 554 (8.9) 558 (8.9)

Abnormal smear at enrollment —  
no. (%)†

146 (2.3) 150 (2.4)

No follow-up cytologic or histologic 
tests — no. (%)

805 (12.9) 763 (12.2)

*	Percentages do not total 100 because of rounding.
†	An abnormal smear is defined as one with atypical squamous cells of unde-

termined significance (ASCUS) or more severe cytologic findings.
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Women persistently infected with the same 
high-risk type of HPV for whom colposcopy did 
not show a grade 2 or 3 cervical intraepithelial 
neoplasia lesion or cancer remained at high risk for 
a later grade 2 or 3 lesion or cancer. Of the 72 
women who had an initial colposcopy because of 
the persistence of infection with high-risk types of 
HPV but who did not receive a diagnosis of a grade 
2 or 3 lesion or cancer at that time, 17 (24%; 95% 
confidence interval, 14 to 35%) were subsequently 
found to have a grade 2 or 3 lesion or cancer (Table 
3). Of these 17 women, 11 had a grade 3 lesion or 
cancer. In 4 of the 17 women, the diagnosis was 
made at a second colposcopy because of persistent 
HPV infection; in 12, the diagnosis was made at 
routine follow-up visits for abnormal findings 
from the study colposcopy (i.e., abnormal col-
poscopic findings, abnormal cytologic test results, 
or histopathological findings of grade 1 cervical 
intraepithelial neoplasia on the biopsy); and in 1, 
the diagnosis was made at the subsequent regular 
3-year screening. The risk of cervical intraepithelial 
neoplasia remained elevated for several years: five, 
four, six, and two cases of grade 2 cervical in-
traepithelial neoplasia or cancer were found during 
the first, second, third, and fourth years of follow-
up after colposcopy, respectively.

In the intervention group, one woman was 
found to have invasive squamous-cell carcinoma at 
incidence screening. She had a positive HPV test 
and a normal Pap test result at enrollment and was 
offered, but did not have, the second HPV test. In 
the control group, invasive squamous-cell carci-
noma was found in five women during the study 
(two had normal Pap test results and all five were 

HPV-positive at enrollment). Adenocarcinoma in 
situ or adenocarcinoma developed in four women 
in each group. All eight of these women had posi-
tive HPV tests at baseline, and four of them had 
abnormal Pap smear results. In the intervention 
group, two women with adenocarcinoma in situ 
had positive HPV tests and normal Pap test results 
at baseline; in these women, the diagnosis was 
made at the follow-up colposcopy after the first 
colposcopy.

Discussion

We found that women in their mid-30s who were 
screened for HPV in conjunction with Pap smears 
had a reduction of approximately 40% in the risk 
of grade 2 or 3 cervical intraepithelial neoplasia or 
cancer at subsequent screening rounds, as com-
pared with women who were screened with Pap 
smears alone. A similar reduction in the risk of 
grade 3 cervical intraepithelial neoplasia or cancer 
was also observed at subsequent screening rounds; 
this reduction could allow extended screening in-
tervals, requiring fewer Pap smears and possibly 
lowering the costs of initial screening. The reduced 
incidence of grade 3 lesions or cancer associated 
with HPV testing could reduce mortality from cer-
vical cancer in women who undergo screening less 
frequently than the recommended interval.

Our trial was designed to produce unbiased 
estimates of the efficacy of screening with com-
bined HPV testing and cytologic testing, as com-
pared with cytologic testing alone. To ensure high 
internal validity and generalizability, the trial was 
conducted within an organized screening pro-

Table 2. Relative Rates of Detection of Cervical Intraepithelial Neoplasia (CIN) or Cancer.*

Variable
Lesions Detected 

during Entire Study Lesions Detected by Prevalence Screening† Lesions Detected by Incidence Screening‡

Intervention
Group

Control
Group

Intervention
Group

Control
Group 

Relative Rate  
(95% CI) 

Intervention
Group 

Control
Group

Relative Rate  
(95% CI) 

no. (%) no. (%)

CIN grade 2 or 3 
or cancer

139 (54) 119 (46) 114 (60) 76 (40) 1.51 (1.13–2.02) 25 (37) 43 (63) 0.58 (0.36–0.96)

CIN grade 3 or 
cancer

88 (51)§ 85 (49) 72 (57) 55 (43) 1.31 (0.92–1.87) 16 (35)§ 30 (65) 0.53 (0.29–0.98)

CIN grade 2 only 53 (61) 34 (39) 42 (67) 21 (33) 2.01 (1.19–3.40) 11 (46) 13 (54) 0.85 (0.38–1.90)

*	CI denotes confidence interval.
†	Prevalence screening denotes screening at enrollment and associated follow-up.
‡	Incidence screening denotes screening taking place after the prevalence screening. 
§	 In two women, grade 2 lesions were detected by prevalence screening and grade 3 lesions were subsequently detected by incidence screen-

ing in the next round.
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gram. To avoid ascertainment bias, the number of 
randomized, double-blinded procedures performed 
in the control group was similar to that in the in-
tervention group. There was little loss to follow-up, 
because the women were followed with the use of 
data from comprehensive registries. Therefore, we 
believe that our estimates are reliable and are gen-
erally applicable to cervical-cancer screening of 
women in this age group.

Baseline data from other randomized, con-
trolled trials have found that adding HPV testing 
to cytologic testing increases the detection rate of 
grade 2 or 3 cervical intraepithelial neoplasia.13,15,16 
Since HPV infection precedes cytologic abnormali-
ties in the natural history of cervical cancer, it is 
probable that the increased incidence of grade 2 
or 3 lesions or cancer that was observed at preva-
lence screening, followed by a reduced incidence of 
grade 2 or 3 lesions or cancer at subsequent screen-
ing examinations, represents a gain in lead time 

― the early detection of disease due to screen-
ing.26 The lack of efficacy data from randomized 
trials of HPV-based cervical-cancer screening has 
raised the concern that the increased sensitivity 
of HPV-based screening represents the diagnosis 
of lesions that would have regressed spontane-
ously or that would never have been diagnosed 
without HPV-based screening.27 Our finding of a 
statistically significant increase in grade 2 cervical 
intraepithelial neoplasia lesions detected by prev-
alence screening in the intervention group, which 
was not followed by a reduction in grade 2 lesions 
detected by subsequent screening examinations, 
suggests that some of the increased sensitivity 
for grade 2 lesions in HPV-based cervical-cancer 
screening indeed reflects overdiagnosis. Proce-
dures that result in the diagnosis of regressive le-
sions will have to be considered in studies of the 
cost-effectiveness of HPV screening.

A randomized trial of triaging of women with 

Table 3. Screening History of Women in Whom Histologically Confirmed High-Grade Lesions or Cancer Developed.*

History Grade 2 or 3 CIN or Cancer Grade 3 CIN or Cancer

Intervention Group Control Group Intervention Group Control Group

No. of lesions detected during entire study 139 119 88 85

ASCUS-positive Pap smear at enrollment — 
no. (%)

74 (53) 78 (66) 47 (53) 56 (66)

HPV-positive test at enrollment — no. (%) 120 (86) 107 (90) 80 (91) 75 (88)

Offered second HPV test — no. 62† 3 44 3

Offered second HPV test but did not  
have it — no.

7 — 5 —

Received diagnosis between first and  
second HPV tests — no.

5 — 4 —

Released from intervention after second HPV 
test but received diagnosis later — no.‡

3 2 3 2

Offered study colposcopy — no. 47 1 32 1

Offered study colposcopy but did not  
have it — no.

2 — 2 —

Lesion detected at study colposcopy — no. 28 1 16 1

Underwent study colposcopy but received di-
agnosis later — no.

17§ — 14¶ —

*	High-grade lesions include squamous-cell carcinoma and adenocarcinoma or adenocarcinoma in situ. CIN denotes 
cervical intraepithelial neoplasia, ASCUS atypical squamous cells of undetermined significance, and HPV human papil-
lomavirus.

†	Ten women in whom grade 2 or 3 cervical intraepithelial neoplasia developed were offered a second HPV test despite 
having had an ASCUS-positive enrollment smear (protocol violation).

‡	The women in the intervention group were infected by different types of HPV in the first and second tests, and the 
women in the control group were not randomly assigned to be offered colposcopy.

§	Twelve diagnoses were made as a result of clinical follow-up because of abnormal colposcopic, cytologic, or histopath-
ological findings at the first study colposcopy; four diagnoses were made at a second study colposcopy because  
of persistence of HPV infection; and one diagnosis was made at the subsequent regular 3-year screening.

¶	Three women had received a diagnosis of grade 2 cervical intraepithelial neoplasia at the first study colposcopy.
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findings of ASCUS in Pap smears found that HPV-
based triaging resulted in the diagnosis of more 
cases of grade 2 (but not more cases of grade 3) 
cervical intraepithelial neoplasia than triaging 
based on repeated Pap smears. This result sug-
gests that HPV-based screening results in overdi-
agnosis of regressive grade 2 cervical intraepithe-
lial neoplasia lesions, but that the grade 3 lesions 
detected by HPV testing do not regress.28 Thus, 
a distinction between the pathological diagnoses 
of grade 2 and grade 3 cervical intraepithelial neo-
plasia may be important in future clinical studies 
of HPV screening and the prevention of cervical 
cancer.

A limitation of our study is that we followed the 
women for an average of only 4.1 years. This pe-
riod covers the next screening round (scheduled 
to take place 3 years later) in terms of Pap smears 
and immediate referrals. It does not cover the as-
sociated follow-up of low-grade lesions, which may 
take several years. To evaluate fully the effect of 
overdiagnosis in the subsequent screening round, 
a longer follow-up that extends the next screen-
ing round for several years will be needed.

We found that women persistently infected with 
the same high-risk type of HPV who had normal 

colposcopic findings, as well as normal histo-
pathological findings on blinded biopsies, were at 
high risk for grade 2 or 3 cervical intraepithelial 
neoplasia or cancer for several years after the ini-
tial colposcopy. It appears that some high-grade 
lesions develop without any detectable precursor 
lesions, even when they have been sought by an 
extended colposcopy protocol. Additional research 
will be needed to define the optimal clinical man-
agement of persistent HPV infection.

In conclusion, we found that HPV-based cervi-
cal-cancer screening protects against grade 2 or 
3 cervical intraepithelial neoplasia or cancer and 
against grade 3 cervical intraepithelial neoplasia 
or cancer detected in subsequent screening rounds. 
This result indicates that the improved sensitivity 
of HPV testing is not merely due to overdiagnosis 
but is attributable, at least in part, to earlier diag-
nosis of lesions that do not regress. The extent of 
overdiagnosis and the long-term duration of pro-
tection against grade 3 cervical intraepithelial 
neoplasia and invasive cancer after a negative test 
for HPV infection will need additional study.
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