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(57) ABSTRACT 
A method of detecting and treating malignant and non 
malignant tissue abnormalities and lesions of the skin, 
conjunctives, respiratory, digestive and vaginal mu 
cosa; endometrium and urothelium in which 5 
aminolevulinic acid is administered to the patient in an 
amount sufficient to induce synthesis of protoporphyrin 
IX in the leisons, followed by exposure of the treated 
lesion to a photoactivating light in the range 350-640 

. 
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METHOD OF DETECTION AND TREATMENT OF 
MALIGNANT AND NON-MALGNANT LESIONS 

UTILIZINGS-AMNOLEVULINCACD 

FIELD OF THE INVENTION 
This invention relates to the detection and treatment 

of certain tissue abnormalities (both cancerous and non 
malignant) by induced fluorescence and photochemoth 
erapy respectively. 

BACKGROUND OF INVENTION 
Tissue abnormalities involving the skin usually are 

detected and assessed by a combination of visual inspec 
tion and palpation. In certain clinical situations the sen 
sitivity of the visual inspection can be enhanced by the 
use of non-white light (either ultraviolet or a narrow 
band in the visible), or by the prior application of a 
contrast-enhancing agent such as dilute acetic acid or 
certain stains. Tissue abnormalities that involve surfaces 
that cannot be palpated (such as the bronchi or the 
urinary bladder) may be visualized via an appropriate 
scope. Some specialized scopes can detect induced fluo 
rescence. If the abnormality in question is associated 
with a difference in either the extend or the pattern of 
tissue vascularization, such a scope may be used to 
determine the limits of the area involved by the abnor 
mality, by visualizing an injected bolus of fluorescein as 
it passes through the vasculature of both the lesion and 
the adjacent normal tissue. 

In addition, fluorescence-detecting scopes are being 
used experimentally to identify areas of tissue that show 
strong porphyrin fluorescence following the intrave 
nous injection of exogenous porphyrins such as hemato 
porphyrin IX (HpIX), hematoporphyrin derivative 
(HpD), or a semi purified form of HpD known as 
Photofrin II. Such porphyrins tend to accumulate semi 
perferentially in malignant tissues, but they also accu 
mulate in tissues that are regenerating following an 
injury or in the rapidly growing tissues of an embryo or 
fetus. Normal liver, spleen, and kidney also tend to 
accumulate these porphyrins. Using such compounds 
and fluorescence-detecting scopes, areas of malignant 
tissue too small to be identified by standard forms of 
visual inspection have been identified in the bronchi and 
in the urinary bladder. 

Unfortunately, a clinically significant (photosensitiz 
ing) amount of porphyrin persists in the skin for at least 
two weeks, (occasionally for more than two months) 
following the intravenous injection of HpIX, HpD, or 
Photofrin II. This means that patients must avoid expo 
sure to sunlight (either direct, or through window glass) 
for an annoyingly long period of time post-injection. 
Understandably, patient compliance often is poor, and 
accidental phototoxic "sunburn' is a common occur 
rence in the weeks following a diagnostic or therapeutic 
injection of porphyrin. Persistent photosensitivity is the 
major hazard associated with this technique, and is the 
main reason why it is not used more widely. 
The standard or conventional forms of treatment for 

cancer are surgery, radiotherapy and chemotherapy. 
However, other forms of treatment are also known, 
including photochemotherapy or photodynamic ther 
apy (PDT). PDT is currently being used, on an experi 
mental basis, to treat several different types of cancer as 
well as certain non-malignant lesions such as psoriasis. 
The patient is given a photo-activatable drug that has 
some degree of specificity for the tissue being treated. A 
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tissue volume that includes the target tissue is then ex 
posed to photoactivating light so as to destroy the tar 
get tissue while causing only mild and reversible dam 
age to the other tissues in the same treatment volume. 
There are two main types of photochemotherapeutic 

agents in clinical use at present. The first type, methox 
ypsoralens, are given systemically. Ultraviolet light is 
essential to activate them. Localized exposure of psoral 
en-containing tissues to ultraviolet light induces a local 
ized photochemical reaction that causes the drug to 
bind covalently to the DNA of living cells, thus de 
stroying their proliferative potential. The second type, 
porphyrins, are also given systemically (by intravenous 
injection), although occasionally they are given either 
topically or by intralesional injection. They can be acti 
vated by visible (red) light. The localized exposure of 
porphyrin-containing tissues to such light does not in 
duce a chemical reaction between cell components and 
the porphyrin molecules. Instead, the porphyrins act as 
catalysts by trapping the energy of the photoactivating 
light and then passing it on to molecules of oxygen, 
which in turn are raised to an excited state that is capa 
ble of oxidizing adjacent molecules or structures. Cell 
death is not caused primarily by damage to the DNA, 
but by damage to essential membrane structures. 

Photochemotherapy is used at present for the treat 
ment of certain types of cancer and non-malignant le 
sions, including psoriasis. The goal of such treatment is 
sometimes cure (mainly for basal cell carcinomas), but 
usually the goal is palliation through local control when 
none of the standard forms of therapy are considered 
likely to offer a significant degree of benefit to the pa 
tient. 

Methoxypsoralen therapy (PUVA) is used mainly for 
the treatment of psoriasis, but sometimes it is also used 
to treat very superficial cancers that involve the skin 
(mainly mycosis fungoides). However, there are two 
serious problems with such treatments. First, the proce 
dure has been demonstrated in humans to be carcino 
genic. Second, the photoactivating ultraviolet light is 
absorbed so strongly by most tissues that the depth at 
which malignant tissue can be killed is limited to a few 
millimeters below the illuminated surface. These prob 
lems severely limit the usefulness of the methoxypsoral 
ens for photochemotherapy. 
At present, the porphyrins most commonly used for 

photochemotherapy are Hematoporphyrin IX (HpIX), 
Hematoporphyrin derivative (HpD), and Photofrin II, a 
semi-purified form of HpD. When porphyrins are used 
as photosensitizers, cell death results from damage to 
essential membrane structures rather than from damage 
to DNA. Consequently, malignant transformation is not 
a serious problem. Moreover, since the visible (red) 
light that is used to photoactivate porphyrins penetrates 
tissue much more deeply than does the ultraviolet light 
that must be used to photoactivate methoxypsoralens, 
the depth at which porphyrin-treated tissue can be 
killed is substantially greater. Also, since certain types 
of porphyrins show a significant tendency to accumu 
late preferentially in malignant tissues, it is sometimes 
possible to destroy malignant tissue without causing 
clinically significant damage to adjacent normal tissues. 
The main problem with the systemic use of HpIX, 

HpD and Photofrin II is that photosensitizing concen 
trations persist in the skin for several weeks to several 
months following their administration. Consequently, 
severe accidental phototoxic skin reactions may occur 
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unless the patient avoids exposure to sunlight (either 
direct, or filtered through window glass) until the con 
centration of the photosensitizer in the skin has been 
reduced to a harmless level. At present, the problem of 
photosensitivity following the administration of por 
phyrins is handled by advising the patient to avoid any 
form of exposure to sunlight (or to very bright artificial 
lights) for a period of at least two weeks post-injection, 
and to initiate subsequent exposure to sunlight very 
cautiously. Not all patients comply with these instruc 
tions, since it often is quite inconvenient to do so. In 
addition, the use of a sunscreen with a high blocking 
factor is recommended with a warning that this will 
only reduce the hazard somewhat, not eliminate it com 
pletely. In a few cases, patients whose photosensitiza 
tion persisted for more than a month post-treatment 
have been given large daily doses of beta-carotene over 
a period of several months in an attempt to prevent 
accidental phototoxic damage. Finally, attempts have 
been made to reduce phototoxicity by applying the 
photosensitizer topically to a limited area. 

However, another type of problem is encountered if 
HpIX or Hpd is applied topically in DMSO (Dimethyl 
sulfoxide) Azone, or some other vehicle intended to 
enhance their diffusion through tissue. The porphyrins 
tend to become immobilized wherever they happen to 
be when the DMSO Azone becomes diluted by normal 
tissue fluids to such an extent that the porphyrins can no 
longer diffuse through the tissue (or even remain in 
solution). Consequently, the topical application of por 
phyrins often is associated with a loss of specificity for 
malignant tissues, and normal tissues near the site of 
application may develop persistent photosensitization 
from the localized concentration of porphyrin. 

OBJECT OF INVENTION 

It is an object of the present invention to provide a 
method for the detection of certain types of malignant 
and non-malignant tissue abnormalities by induced fluo 
escence. 

It is another object of the present invention to pro 
vide a photodynamic (photosensitizing) treatment 
method which can be administrated either systemically 
or topically using an agent which is not in itself a photo 
sensitizer but which induces the synthesis of protopor 
phyrin IX (PpIX) in vivo. 

STATEMENT OF INVENTION 

Thus, by one aspect of this invention there is pro 
vided a method for detecting malignant and non-malig 
nant lesions which are sensitive to protoporphyrin IX in 
a patient comprising administering to said patient an 
effective amount of a precursor of protoporphyrin IX in 
the biosynthetic pathway for heme so as to induce an 
accumulation of protoporphyrin IX in said lesions and 
exposing said lesions to light having a wavelength 
within the absorbance spectrum of said protoporphyrin 
IX to thereby induce fluorescence in said lesions. 
Thus, by another aspect of this invention there is 

provided a method for treating malignant and non 
malignant hyperproliferative lesions of the skin, mu 
cosa, endometrium and urothelium which are sensitive 
to protoporphyrin IX in a patient comprising adminis 
tering to said patient an effective amount of a precursor 
of protoporphyrin IX in the biosynthetic pathway for 
heme so as to induce synthesis of protoporphyrin IX in 
said lesions, and exposing said lesions to light having a 
wavelength within the photoactivating action spectrum 
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4. 
of said PpIX to thereby induce photoactivation in said 
lesions. A. 

In preferred aspects of this invention the preferred 
precursor of protoporphyrin IX is 5-amino-4-oxo-pen 
tanoic acid, otherwise known as 5-aminolevulinic acid, 
and a preferred wavelength of the photoactivating light 
is in the range 350-640 nm, more preferably a red light 
of about 610-630 nm. 

DETALED DESCRIPTION OF PREFERRED 
EMBODIMENT 

Protoporphyrin IX (PpIX), a naturally occurring 
photosensitizer, is the immediate precursor of heme in 
the heme biosynthetic pathway. All nucleated cells 
have at least a minimal capacity to synthesize PpIX, 
since heme is necessary for the synthesis of various 
essential heme-containing enzymes. Certain types of 
cells and tissues can synthesize relatively large quanti 
ties of PpIX. Under normal conditions, the synthesis of 
PpIX in such tissues is under such tight feed-back con 
trol that the cells produce it at a rate just sufficient to 
match their need for heme. However, the usual rate 
limiting step in the process, the synthesis of 5 
aminolevulinic acid (ALA), can be bypassed by the 
provision of exogenous ALA, porphobilinogen, or 
other precursor of PpIX. Certain tissues and organs will 
then accumulate such a large excess of PpIX that they 
become both fluorescent and photosensitive. At least in 
the case of skin, the PpIX appears to be synthesized in 
situ. The ALA, which is commercially available from 
Sigma Chemical Company and which is water soluble, 
can be administered orally, topically or by injection. 
The oral and parenteral routes lead to the induction of 
clinically useful concentrations of PpIX in certain be 
nign and malignant tissues throughout the body. Only 
certain types of tissue can synthesize clinically useful 
amounts of PpIX when provided with an excess of 
ALA, and the provision of ALA is only beneficial if the 
tissue affected is at a site that can be reached by pho 
toactivating light. At the present time, treatment of 
basal cell, baso-squamous and squamous cell carcinomas 
and other lesions of the skin, mucosa (respiratory, diges 
tive, and vaginal), endometrium and urothelium is con 
templated. Treatment of non-malignant lesions such as 
genital warts and psoriasis is also contemplated. Sites 
could include lesions involving (i) skin and conjunctiva; 
(ii) the lining of the mouth, pharynx, esophagus, stom 
ach, intestines and intestinal appendages, rectum, and 
anal canal; (iii) the lining of the nasal passages, nasal 
sinuses, nasopharynx, trachea, bronchi, and bronchi 
oles; (iv) the lining of the ureters, urinary bladder, and 
urethra; (v) the lining of the vagina, uterine cervix, and 
uterus; (vi) the parietal and visceral pleura; (vii) the 
lining of the peritoneal and pelvic cavities, and the 
surface of the organs contained within those cavities; 
(viii) the dura mater and meninges; (ix) any tumors in 
solid tissues that can be made accessible to photoac 
tivating light either directly, at time of surgery, or via 
an optical fibre inserted through a needle. 
The wavelength of the photoactivating light is of 

some importance, as it has been shown that between 1 
and 10 percent of incident red light (600-700 nm) can 
pass through a slab of human tissue 1 cm thick, whereas 
only 0.001 percent or less of blue light (about 400 nm) 
can pass through the same thickness of human tissue. 
The photosensitizer will, therefore, be more successful 
if it strongly absorbs red light. PpIX does strongly ab 
sorb red light. The present approach has several advan 
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tages over the prior art. First, PpIX has a much shorter 
half-life in normal tissues than does HpIX, HpD or 
Photofrin II. This greatly reduces the danger of acci 
dental phototoxic skin reactions in the days following 
treatment. Second, the topical application of ALA to 
certain types of lesions can induce PpIX within those 
lesions, but nowhere else. This improves the specificity 
of the treatment, reduces the danger of accidental pho 
totoxic reactions to a very low level, and greatly re 
duces the amount of both ALA and PpIX to which the 
entire body would be exposed if an equally effective 
dose of ALA were to be given systemically. Both ALA 
and PpIX are normal products of metabolism, and are 
handled quite readily by the biochemical machinery of 
the body. However, since very large doses of ALA (like 
large doses of HipX or Hpid) are associated with a 
transient decrease in motor nerve conduction velocity, 
it is desirable to reduce the dose of ALA to the mini 
mum that is still effective. Topical application requires 
much less ALA than systemic administration. Third, 
PpIX is rapidly inactivated by the photoactivating light. 
Following exposure of tissues containing PpIX to a 
therapeutic dose of photoactivating light, there is a 
substantial decrease in photosensitization of the tissues 
within the treatment volume. Consequently, if PpIX is 
induced by the topical application of ALA to specific 
lesions, the patient can be exposed to sunlight immedi 
ately post-treatment without danger of serious photo 
toxicity. Fourth, ALA is an effective inducer of PpIX 
when given by mouth, by topical application, or by 
injection. In contrast, HpX, HpD and Photofrin II are 
effective in most situations only when given by injec 
tion. This versatility of ALA enhances its acceptability 
for routine use by the medical profession, since the oral 
and topical routes of administration are much more 
convenient than the parenteral. Fifth, the normal and 
abnormal tissues that can be photosensitized by the 
administration of ALA are somewhat different from 
those that can be photosensitized by the administration 
of HpIX, HpD or Photofrin II. Consequently, ALA 
may be useful in clinical situations in which the other 
photosensitizers are not. 
Thus present technique is not merely another way to 

do what can be done already but is, in fact, a significant 
advance in therapeutic capability. 

EXAMPLE 1 

An 87 year old patient diagnosed to have recurrent in 
situ squamous cell carcinoma of the right cheek and 
mandible was treated with a topical application of ALA 
17% w/w in a Glaxal base at a dosage rate of 100 mg 
ALA per lesion. Two and one half hours after applica 
tion the lesion was exposed to photoactivating light 
-the output of a 500 watt tungsten lamp, filtered to 
remove both infrared (heat filter) and wavelengths 
below 600 nm (Hoya R-60 filter) at a dose (intensity X 
duration) of 52.5 mWhr/cm2. Forty days post treatment 
the patient was evaluated and the lesion was judged to 
have completely responded. 

EXAMPLE 2 

A 73 year old patient diagnosed to have in situ squa 
mous cell carcinoma, of the right ear, upper posterior 
and lateral, was treated with a topical application of 
ALA 10% w/w in a Glaxal base at a dosage rate of 35 
mg per lesion. Three hours after application of ALA, 
the lesion was exposed to 26 mWhr/cm2 of photoac 
tivating light from the source described in Example 1. 
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6 
Twenty-one day post treatment evaluation revealed 
complete response. 

EXAMPLE 3 

A 64 year old patient diagnosed to have multiple 
squamous cell carcinomas in: 

(1) back, left shoulder 
(2) back, right thorax 
(3) back, right thorax, lower 
(4) left hand, dorsal surface, near fingers 
(5) left hand, dorsal surface, central 
(6) left hand, near thumb joint (elevation approx. 10 
mm) 

had lesions 1, 2 and 3 treated with 20 mg ALA per 
lesion in a 20% w/w Glaxal base. After three hours the 
lesions were exposed to photoactivating light from the 
source described in Example 1 at a dose of 50 
Mwhr/cm2. Ten days post treatment lesion 1 had an 
almost complete response, lesion 2 a partial response 
and lesion 3 a complete response. Lesions 1 and 2 and 
lesions 4, 5 and 6 were then each treated with 22 mg 
ALA in a 10% w/w Glaxal base for 3 hours, followed 
by exposure to photoactivating light, as above at doses 
of: 

lesion 1: 17 mWhr/cm2 
lesion 2: 17 mWhr/cm2 
lesion 4; 26 mWhr/cm2 
lesion 5:26 mWhir/cm2 
lesion 6:26 mWhr/cm2 

Twenty-five days post-treatment the patient was evalu 
ated as follows: 

lesion 1-complete response 
lesion 2-complete response 
lesion 4-no recurrence 
lesion 5-partial response 
lesion 6-loss of approx. 3 mm of 10 mm elevation. 

EXAMPLE 4 

A 43 year old patient was diagnosed to have basal cell 
carcinomas of (1) back, left shoulder and (2) back, high 
lumbar region, to right and was treated with 50 mg per 
lesion of ALA in a 33% w/w Glaxal base for three 
hours. The lesions were then photoactivated from a 
source as described in Example 1 at 37 mWhr/cm2. 64 
days post treatment, evaluation showed complete re 
sponse of both lesions. 

EXAMPLE 5 

ALA was dissolved in isotonic saline and then admin 
istered systemically to mice by either subcutaneous or 
intraperitoneal injection, at a dose of 100 to 500 mg per 
kg of body weight. Three hours later, the mice were 
sacrificed and frozen sections taken of the uterus. When 
these sections were examined by fluorescence micros 
copy, the endometrium showed strong protoporphyrin 
fluorescence while the underlying myometrium did not. 
Since the ALA was administered systemically, it cer 
tainly must have been present in the myometrium. 
However, since no protoporphrin fluorescence was 
detected in the myometrium, the myometrium is not 
likely to be damaged following exposure to photoac 
tivating light. The myometrium therefore will not be 
come photosensitized if ALA is applied directly to the 
surface of the endometrium, and subsequent exposure of 
both the endometrium and the myometrium of the 
uterus to photoactivating light should result in preferen 
tial ablation of the endometrial tissue. pa 
We claim: 
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1. A method for treating malignant and non-malig 
nant tissue abnormalities and lesions of the skin; con 
junctiva; respiratory, digestive and vaginal mucosa; 
endometrium; and urothelium which are sensitive to 
protoporphyrin IX in a patient in need thereof compris 
ing administering to said patient an effective amount of 
5-aminolevulinic acid so as to induce synthesis of proto 
porphyrin IX in said lesions, and exposing said lesions to 
light within the photoactivating action spectrum of said 
photoporphyrin IX. 

5 

8 
2. A method as claimed in claim 1 wherein said malig 

nant lesions are selected from basal, baso-Squamous and 
Squamous carcinomas. 

3. A method as claimed in claim 1 wherein said non 
malignant lesions are selected from psoriasis and genital 
WartS. 

4. A method as claimed in claim 1 wherein said pho 
toactivating light is in the range 350-640 nm. 

5. A method as claimed in claim 1 wherein said 5 
10 aminolevulinic acid is administered parenterally. 
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6. A method as claimed in claim 1 wherein said 5 
aminolevulinic acid is administered topically. 

7. A method as claimed in claim 1 wherein said 5 
aminolevulinic acid is administered orally. 

r k k k 
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(57) ABSTRACT 

A method of detecting and treating malignant and non 
malignant tissue abnormalities and lesions of the skin; 
conjunctives, respiratory, digestive and vaginal mucosa; 
endometrium and urothelium in which 5-aminolevulinic 
acid is administered to the patient in an amount Sufficient to 
induce synthesis of protoporphyrin IX in the lesions, fol 
lowed by exposure of the treated lesion to a photoactivating 
light in the range 350-640 nm. 
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EX PARTE 
REEXAMINATION CERTIFICATE 
ISSUED UNDER 35 U.S.C. 307 
THE PATENT IS HEREBY AMENDED AS 

INDICATED BELOW. 

Matter enclosed in heavy brackets appeared in the 
patent, but has been deleted and is no longer a part of the 
patent; matter printed in italics indicates additions made 
to the patent. 

AS A RESULT OF REEXAMINATION, IT HAS BEEN 
DETERMINED THAT: 

The patentability of claims 1-7 is confirmed. 

New claims 8-14 are added and determined to be patent 
able. 

8. A method for treating malignant and non-malignant 
tissue abnormalities and lesions of the skin, conjunctiva, 
respiratory, digestive and vaginal mucosa, endometrium, 

10 

15 

2 
and urothelium which are sensitive to protoporphyrin LX in a 
human patient in need thereof comprising administering to 
said human patient an effective amount of 5-aminolevulinic 
acid so as to induce synthesis of protoporphyrin LX in said 
lesions, and exposing said lesions to light within the photo 
activating action spectrum of said protoporphyrin LX. 

9. A method as claimed in claim 1 wherein said malignant 
lesions are selected from basal, baso-squamous and squa 
mous carcinomas. 

10. A method as claimed in claim 1 wherein said non 
malignant lesions are selected from psoriasis and genital 
MartS. 

11. A method as claimed in claim 1 wherein said photoac 
tivating light is in the range 350-640 mm. 

12. A method as claimed in claim 1 wherein said 
5-aminolevulinic acid is administered parenterally. 

13. A method as claimed in claim 8 wherein said 
5-aminolevulinic acid is administered topically. 

14. A method as claimed in claim 8 wherein said 
5-aminolevulinic acid is administered orally. 
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