CHAPTER VI

DISCUSSION

Cervical cancer is the second leading cause of cancer death in women worldwide.
In Thailand, the incidence of CaCx ranks top among cancers in women. The development
of CaCx was associated with the high-ris V infection. The E7 protein of high-risk
HPV infection has been found to b / alignant transformation. The HPV-
7 - pré inst HPV-associated disease.

specific immune responses w.
Detailed study of HPV-specific

development of the effective

ients with CaCx may lead to

In the present study,
DNA using L1C1/C2 prim

efficiency sensitive than thaf' u ¢ yiding, PCR product size of 450 bp

CR. The detection of HPV

0 bp was relatively more

embedded sample was fragme 3 ence -bei cult to amplify longer PCR

product. In corresponding to prev HionSi(159-164), they demonstrated the

- o S
formalin fixation, paraffir ing, st stion process could cause

- )ed( r, S1O] 5 N XL -’
DNA d amage in the p arafifn-embedded ti “““"D NA detection but also
HPV typing was also detenmx . By using 3 restrﬂion enzymes (Hinf I, Hae

I, RsaI),atleast 9 HPV types(HPV-6,11,16,18,31,33,42,52and 58) could be

identified (Table 12)@:& 8 ’J V] &I w j w E[’] ﬂ i
Ao QAR SPGB A AN S GG, Biv o v

able to be deteéted in 40 samples (62.67%). The prevalence of HPV infection in CIN and

CaCx patients were 41.03% and 86.11%, respectively (Table 11). The presence of HPV
infection was common in both‘CIN and CaCx cases (19, 20, 23-26, 69, 70, 74, 77, 165-
171). When HPV typing was determined, HPV-18 (46.81%) was the most prevalent type
followed by HPV-16 (25.53%), untyped (23.40%), mixed infection (10.64%), HPV-33
(6.38%) and HPV-11 (4.26%) (Table 11). Among CIN patients, HPV-16 and HPV-18
were found equal predominantly (43.75%) (Table 11). This finding was inagreement with
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previous report in Thailand (HPV-16: 44.44%; HPV-18: 16.05%) (18) probably due to

small number o f'samples. In c ontrast, the majority o f HPV type in CaCx patients was
HPV-18 (48.39%), followed by HPV-16 (16.13%) (Table 11). Our present observation
disagreed to previous study in Thailand, Bhattarakosol, et al (1996) who found that HPV-
16 was the most prevalence type (17). We found that the tissues of our study have
histopathology of either adenaocarcinoma or squamous cell carcinoma whereas only
squamous carcinoma tissues were recruited in the previous report. Recently HPV-18 is
demonstrated to associate with adenocarcinoma, while HPV-16 is the most prevalent type
in squamous cell carcinoma (19, 69, 7

i i , 69, 728 W 73). However, we found that HPV-
18 was the most prevalent type.in bot moma (50%) and squamous cell

y demonstrated in CIN and
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The HPV-specific T cell responses demonstrated in our study were relatively low
when compared to the T cell responses observed in other viruses as Human immuno
deficiency virus (HIV) and cytomegalovirus (CMV). The discrepancies in the magnitude
of T cell responses could be explained by the difference in the natural history of these

virus infections. Indeed, unlike HIV and CMV infections which are disseminated
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throughout the body, HPV infection is localised in ano-genital organ. Being localised in

one area is unlikely to efficiently prime and stimulate HPV-specific T cell response. In
the present study, we attempted to demonstrate HPV-E7-specific CD8+ T cell responses
in CIN and CaCx patients by ex vivo peptide-based IFN-y ELISpot assay (Table 13). We
designed o verlapping peptides that based on our sequence from HPV-16 E7 gene. The
overlapping peptides with length of 20 aa overlapping by 10 aa were designed.
Overlapping peptides have been used successfully in other ELISpot assays for HPV-
specific CD8+ T cell responses to HPV-1 and E7 (187). We observed no ex vivo
HPV-E7-specific CD8+ T cell respo i: (Table 15 and Fig. 23) or CaCx
patients (Table 18 and Fig. 29). on, Beverley, et al. (1994) found

that it was difficult to generw WL in human; and it has been

suggested that they mightbe uency (180). M oreover, t wo

recent studies demonstrated th : F HPV “specific CTL responses could be

detected in CIN III and CaCx 0. 181). So, ‘ ented HPV-specific T cell

by culturing PBMC with ap) de crease sensitivity of the
ELISpot assay as previo .' o ceting cell responses against
Mycobacterium tuberculosis (1 (pected. HP vecific CD8+ T cell responses
were detected in our study. O study who had HPV-16 infection
showed CD8+ T cell responses, wl: o> 52 who had infected with other types
of HPV were negative in "gLISpot assay (Taﬁls ; '?Ei finding may suggested
that the d esigned H PV-16"0 verlapping pepi foss-reactivity with other

HPV types.
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detectable in CIN patients [3 out of 11 27 27%)] than in CaCx patlents [1 out of 10
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peptides in ati ="1 aﬂs the T cell
responses in CaCx patients (median = 188 SFU/10%ells). Our results were similar to

previous report (37) which demonstrated that HPV-16 E7-specific CTL were detected
predominantly in women with CIN (37).

There were two CIN patients (AA and YP) who had demonstrable HPV-specific
T cell response had no detectable HPV infection by PCR. One explanation for this is that
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HPV infection are known to be transient infection (39, 79, 100, 184-186), it is also

possible that these patients could clear the HPV infection by their HPV-specific immune
responses. Interestingly, there was one CaCx patient who had T cell response against E7
peptide, and indeed this patient had no HPV infection by PCR. It is likely that the T cell
response in this patient might help clear the HPV infection. However, the biopsy material

which was removed from uninfected area could not be excluded.

Our study demonstrated that the HP\ i ecific T cell responses are greater in CIN
patients than in CaCx patients. This “ y that HPV-specific T cell may
have protective role in the natural history o 'ce . However, our study focused

on the T cell response against FIP "- S/-proter ""T‘Tns represent only a fraction of
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total HPV-specific T cell respg % [PV-specific T cell responses

against other oncogenic protej \ nplete the gobla picture of
immune response to HPV infegf: l N om this study may further
support the development of ' HE ’, de-bas - \ o' antigen-specific adoptive

immunotherapy for the prevenfion/z Q \ carcinoma.
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