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Introduction
Fractionated CO2 laser technology has been introduced in recent years as a treatment for various gynecological conditions, including Genitourinary Syndrome of Menopause (GSM),1–10 urinary incontinence, 7,11,12 vulvodynia 13 and lichen sclerosus.14–16 The treatment is based of delivery of CO2 laser energy via a designated vaginal probe, causing minimal and superficial tissue ablation and deeper thermal deposition of the energy.17 Based on studies conducted in dermal tissues, it is suggested that this microablative action results with proliferation of fibroblasts 18), collagen and elastic fibers remodeling,18 angiogenesis,19–21 stimulation of heat shock proteins, 19 and production of extracellular matrix components, 17,19 resulting with overall tissue remodulation.
Genitourinary syndrome of menopause (GSM), previously referred to as vulvovaginal atrophy (VVA), is a collection of urogenital symptoms associated with hypoestrogenic state, including dryness, burning, irritation, lack of lubrication, itching, pain, dyspareunia, impaired sexual function as well as urinary symptoms of urgency, dysuria and recurrent urinary tract infections. 22 With estrogen withdrawal during menopause, significant physiological changes occur in the urogenital tissues whereas the vaginal epithelium becomes pale, thin and less elastic. The vagina can narrow and shorten and the introitus may constrict.23 Histologic changes include reduced collagen content and hyalinization, decreased elastin, altered appearance and function of smooth muscle cells, increased density of connective tissue, and fewer blood vessels.22 Topical hormonal treatment is considered the gold standard therapy for postmenopausal vaginal symptoms, promoting restoration of epithelial integrity and improving symptoms.24 However, in the last decade multiple studies suggested that fractional CO2 laser may be as efficient as hormonal therapy to treat GSM  17,25) According to these studies, a substantial improvement in patients with GSM was achieved after three treatments,1,4,6–8,10,26,27 comparable to topical estrogen treatment.28	Comment by ahinoam: 	Comment by ahinoam: Add ref 1-10 ahinoam-
Lichen sclerosus (LS) is a chronic, benign, inflammatory skin disease of unknown etiology which can occur at any site, but has a predilection for the ano-genital area. In the majority of patients the disease is progressive, causing vulvar scarring, loss of portions or all of the labia minora (“resorption”), clitoral adhesion and narrowing of the introitus. 29See comment in PubMed Commons below Symptoms of LS include pruritus, soreness, irritation and pain. It most frequently affects the labia minora and labia majora, clitoris and clitoral hood, and it may also involve the peri-anal skin. LS usually require permanent management with topical corticosteroids to maintain remission.30 Previous reports of CO2 laser treatment in women with vulvar LS have shown promising results, in which patients who were refractory to ultrapotent topical steroids improved following laser treatment. 11,14,15
Due to its ease of use, the possible advantage as a clinic-based procedure and the opportunity to avoid hormonal and other chronic topical treatments, this treatment modality gained popularity as a possible option for various vulvovaginal disorders in recent years. Multiple observational studies were published, with favorable results, however, these studies lack sham-control, and often based their conclusions on subjective measures. In addition, the histological data is scarce, 18,31 and the actual mechanism of action in genital tissues is not understood. 
The purpose of this study was to evaluate tissue histologic and immunohistochemical changes following laser treatment in vulvovaginal atrophy and LS, in order to understand its possible mechanism of action. 
Material and Methods
This was a prospective cohort-study of sixteen women. Patients were recruited from the Clinic for Vulvovaginal disorders at the Hadassah University Medical Center from January 2017 to December 2017. Eight had biopsy-conﬁrmed LS and eight were diagnosed with vaginal atrophy (see below).
The study was approved by the local Institutional Review Board, Clinicaltrial.gov NCT03063684.
Vaginal atrophy
Inclusion criteria were: menopause≥1 year; at least one of the following GSM symptoms: vaginal dryness, itching, burning, irritation, dysuria, dyspareunia or lack of lubrication; vaginal atrophy upon gynecological examination, defined as Vaginal Health Index (VHI) <15; pH≥5.1; Vaginal Maturation Index (VMI), calculated according to the percentage of parabasal, intermediate, and mature-squamous epithelial cells 32) showing a value of 0 to 49, indicating atrophy; normal cervical cytologic screening within 12 months. Exclusion criteria included other possible causes for patients' symptoms, such as candida vaginitis, bacterial vaginosis, desquamative inflammatory vaginitis, sexually transmitted infections, vulvar dermatosis or dermatitis, pelvic organ prolapse, previous vaginal operation, history of uro-genital dysplasia or malignancy, undiagnosed genital bleeding, usage of antidepressants, anti-coagulants or chronic use of analgesics. Patients were requested to avoid usage of systemic or topical hormonal medications three months before enrollment.
Included patients signed the informed consent form and completed a questionnaire detailing demographics, general health history, obstetrics and gynecological history (Annex 1), genital symptoms and previous treatments.	Comment by ahinoam: Need to translate questionnaire
Patients underwent a gynecological examination using a speculum, in which the vaginal health index (VHI) was assessed , and a vaginal swab was taken from the middle third of the vagina using a cotton swab, smeared on a glass slide and sprayed with a fixative for cytological evaluation, the VMI.33 In addition, vaginal pH measurement was obtained using a pH-indicator strip (pH range 4 – 8, Merck, Germany).  Following examination, a 5 mm punch biopsy was taken from the middle third of the vagina, under local anesthesia. 	Comment by ahinoam: Heli-Please check what is the reference for VHI in UpToDate. It suppose to be by Bachman 
Patients were requested to start laser-therapy at least 4 weeks from the initial assessment, allowing healing of the biopsy-wound. All participants received 3 laser treatments, using the Femilift fractional micro ablative CO2 laser system (Alma Lasers, Israel), according to the recommended protocol (Laser mode: Pulse, Energy: 40-80 mj/pulse). Treatments were conducted in a 4-5 weekly intervals (Figure 1). The treatment was conducted using a designated vaginal probe (Figure 2a) which allows treatment of vaginal and vestibular tissues. 	Comment by ahinoam: Insert flowchart with study protocol Ahinoam-
Before treatment, 5ml of topical anesthetic ointment (compounded 10% lidocaine in Vaseline base) was spread in the vagina and on the vestibule for 30-60 minutes to prevent pain during the treatment. Following each treatment, patients were requested to abstain from vaginal intercourse for one week.
In every visit during the study, patients underwent a speculum examination to assess VHI, pH and VMI,  and completed a questionnaire evaluating GSM symptoms, using a visual analogue scale (VAS) for each symptom (vaginal dryness, dyspareunia, burning, itch, discomfort and dysuria) as well as treatment induced pain, side effects and overall satisfaction from the treatment's results. 
Within a month following the third treatment, another biopsy was taken in a similar way to the first biopsy. After the second biopsy, patients were given the option to end treatments or continue up to 3 more laser-sessions, in case their symptoms persisted. During each follow-up visits 4-6, patients were requested to report symptoms and were examined as detailed above. In case they reported resolution of symptoms, requested to withdraw from additional treatments or signs of atrophy resolved (pH<5 and VMI>65), they were withdrawn from receiving further treatments. Otherwise, every patient received 6 treatments.
During the study period, patients were requested to avoid vaginal lubricants and moisturizers, as well as usage of systemic or local hormonal preparations. A third biopsy was planned a year after the final treatment.
Histology and immunohistochemical staining were done for Hematoxylin and Eosin (H&E), Masson’s trichrome in order to distinguish collagen fibers from the connective tissue in the dermis, and immunohistochemical stains for Estrogen and Progesterone receptors, P63, as an indicator for proliferation in the basal cell membrane, P16, KI-67, as a marker of proliferative activity, in basal and parabasal cells in normal squamous epithelium and CD 34, as a marker for vascularization.	Comment by ahinoam:  P16- מחקרים מציעים שישנה עליה בביטוי הפיזיולוגי של חלבון ה-P16 בעת הזדקנות התא. 
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 CD34 and ????.
Lichen sclerosus
Inclusion criteria were symptomatic LS (pruritus, burning, pain, dyspareunia and dysuria attributable to LS), confirmed by biopsy. Exclusion criteria were those detailed above, in addition to a current or planned pregnancy in the upcoming year and a previous vulvar dysplasia. All LS patients had been previously treated with topical corticosteroids ointments (betamethasone valerate 0.1% or clobetasol propionate 0.05%) with either limited efﬁcacy, side effects or dissatisfaction with non-compliance. Patients were requested to stop topical corticosteroid treatment two months prior to the beginning of the study and avoid it during the study period. Pre-treatment assessments included a gynecologic examination and documentation of vulvar findings and symptoms. Photos of the vulva were taken on initial assessment and in each follow-up visit for comparison. A vulvar biopsy was taken using a punch biopsy one month before initiation of laser treatment.
Participants received 3 laser treatments, using Pulse laser mode, with energy settings varying according to patient's toleration to pain (15-60 mj/pulse), after application of 10% lidocaine ointment. Treatments were conducted in a 4-5 weekly intervals. The treatment was conducted using a designated probe (Figure 2b).	Comment by ahinoam: Insert flowchart with study protocol Ahinom 
In every visit during the study, patients underwent vulvar examination to assess vulvar findings and completed a questionnaire evaluating symptoms, using a VAS for each symptom  (itching, burning, discomfort, dryness, dyspareunia and dysuria) as well as treatment induced pain, side effects and overall satisfaction from the treatment's results. Within a month following the third treatment, a second biopsy was taken in a similar way to the first biopsy. Following the third laser treatment, and in every consecutive visit, patients were requested to report whether resolution of symptoms occurred, in such case they were withdrawn from receiving further treatments. Otherwise, every patient received up to 6 treatments.
A third biopsy was planned a year after the final treatment.
Histology and immunohistochemical staining were done as detailed above.	Comment by ahinoam: any statistics done?
Statistics
Results
[bookmark: _Hlk20758655]A total of 16 patients were included in the study, 8 were treated in the lichen sclerosus group and 8 in the vaginal atrophy group (Table 1).
Vaginal atrophy
All 8 patients completed three vaginal treatments: 5 patients were not satisfied with their condition after 3 treatments and sought to undergo additional treatments, complete the series of 6 treatments; one patient was diagnosed with breast cancer after completing 3 treatments and requested to terminate her participation of the study before the second biopsy was performed; and 2 patients were not interested in continuing treatment after the third treatment even though they did not report complete improvement.
After 3 vaginal treatments, an increase (improvement) in the VHI value (graph 3a) of 4.3 +/- 3.1 was observed, from a mean of 11.5 (range: 9-16) to a mean of 16 (range 13-22). For the five patients who underwent additional treatment, the degree of additional improvement was uneven: some exhibited only slight improvement and some not at all (for the range of 13-23). The average improvement was 0.05.
pH values showed a decrease (improvement) of 1.8 ± 2.4 units (Graph 3b) from 6.7 to 5.5. In the 5 patients who received additional treatments, there was no further improvement in pH value.
VMI values (Graph 3c) showed that all patients demonstrated atrophy (range 0-40, mean 2) before beginning treatments. After 3 treatments, an improvement was observed, with an increase of VMI values to the range of 15-95 (mean 40, average 47) −  in total, an improvement of 21% in VMI  values (P = 0.018). After the third treatment, two patients had normal VMI values (above 65), one patient has a VMI value that indicated light atrophy (VMI - 60) and 5 patients had VMI values of 22-39, meaning that despite a relative improvement in values, atrophy could still be detected based on cytological indicators. For patients who continued treatments beyond the third treatment, only one showed additional improvement, while the VMI values of the other patients did not change subsequent to the third treatment.
Also, in the subjective report regarding GSM symptoms according VAS values, the patients reported a decrease in vaginal dryness, burning, discomfort, dyspareunia and burning during urination (Graph 4).
No serious adverse events were reported. Three patients experienced episodes of urinary tract infection following treatments. All were treated with antibiotic therapy and resumed laser therapy as scheduled. All eight participants reported vaginal discomfort during the laser procedure, albeit topical anesthetics. Pain was reported especially with vestibular treatment, necessitating remarkable reduction of laser energy in the vestibule. Most of the women reported vaginal irritation, discomfort, and discharge, sometimes with a scant amount of blood, in the days following laser treatment.
In examining sections stained with Hematoxylin and Eosin, in 5 of the 7 patients no significant change was observed in the appearance of the epithelium before and after treatment. A histological change was observed in 2 patients (Fig. 5). After three sessions of laser treatment, epidermal thickening was observed and the cells were observed to become the SUPERFICIAL type, with an increase in glycogen (the hollow areas of the epidermis layer).
Since most women did not show a change in the appearance of the tissue and the staining of the imonistochemious after 3 treatments, it was decided to refrain from performing a further biopsy a year later, based on the assumption that if no changes were observed after the treatment, there would be no changes a year later, and because the patients stated that despite a partial improvement in their condition, they could not promise that they would not use topical estrogen.
The results of the immunohistochemical staining in the epidermis and dermis tissue are shown in Table 2.	Comment by ahinoam: לדבר עם דיאנה אם אנחנו באמת רוצות להציג את הטבלה הזו, לדעתי זה לא מענין בצורה הזו
Because receptor estrogen levels were elevated from the beginning in both the epidermis and the dermis, an increase in their levels was not observed. The levels of progesterone receptors did not show a consistent image in the dermis or epidermis and no staining was exhibited for P16, which was not detected in the epidermis layer, while the dermis layer did not exhibit a consistent trend.
The staining which has consistently observed in all the women with a vaginal atrophy after the laser treatment was the colorization of P63 in the epidermal layer. This consistent increase can be seen in graph No. 5.
Lichen sclerosis 
One patient requested to terminate participation after the first 3 cycles of treatment, five patients finished 6 cycles of treatment, one patient completed 5 treatments, and one other patient completed 4 treatments.
Most patients could not tolerate the pain associated with vulvar laser treatment, and therefore were treated with energy levels of 15-30 mj/pulse.
Examination of the genitalia and also the comparison of images during treatments either demonstrate no improvement whatsoever, or alternating improvement and deterioration.
Even though the clinical findings did not demonstrate any change, after 3 cycles of treatment, a reduction of 1.4 ± 1.2 (VAS from 6.4 to 5)  was observed regarding  complaints about vulvar itching (Fig. ?) and 7 patients reported feeling less irritation by an average of 2.4 ± 2.3 (from 6.8 to 4.1). A non-uniform change was observed in relation to the burning and dyspareunia, where some reported on improvement and some worsening.
Side effects that were reported included itching and tingling a few days after treatment.
When comparing samples taken before and after treatment, no histological changes (Fig. ??) were observed. After treatment, areas of hyperkeratosis, epidermal atrophy, and hydrophous??? changes to the basal layer were noted. In addition, areas of edema in the dermal layer with characteristic inflammation cells that are typical for lichen sclerosus.	Comment by ahinoam: להכניס כמקרא לתמונות
The immunohistochemical staining is shown in Table 3. No consistent changes were observed in the immunohistochemical staining of the biopsies performed before and after treatment.
Comment
In this study, we wanted to examine whether laser treatment lead to histological changes and changes in the protein expression that indicate tissue aging, in order to understand the mechanisms that apply to the tissue following laser treatment. Similar to previous studies in vaginal atrophy, it was also found in this current study that laser beam treatment – Fractional/Pixel CO2 Laser − led to clinical improvement in women with vaginal atrophy, and this improvement was also demonstrated by objective indices of pH'  and VMI. Nevertheless, histological changes were not observed in all patients and immunohistochemical changes were observed only by staining with P63. Despite the therapeutic advantage observed in women with a vaginal etiology, treatment of lichen sclerosus did not show any consistent improvement, neither subjectively or objectively, nor histologically.
In most of the reports published so far, the effectiveness of 3 treatments were tested. This recommendation was not experimentally confirmed, and with the exception of two studies, the number of treatments needed to reach optimal improvement was not determined. In this study, although all the patients reported improvement after three treatments, most of them sought to continue treatments since the improvement was not maximal. The partial improvement is also evident in the VHI index, which showed improvement, although complete improvement to optimal values was not observed, even following the additional treatments for patients who requested to continue treatment. The improvement in the symptoms and the morphological appearance of the vagina was also reflected by cytological and pH indices, which attest to an improvement in vaginal epithelial ripening. However, the VMI values remained in the realm of atrophy for 4 out of 8 patients, and the pH levels also remained above 5, a value that points to atrophy.
The above-mentioned changes were also supported on the hysterological level in two of the samples, which showed an increase in cell stratification in the epidermis layer, an increase in cells differentiation, and an increase in the level of glycogen in the tissue, although the changes were not observed in all patients. In terms of the immunohistochemical changes, observations showed an increase in 63P levels in the epidermis tissue. 63P is a protein that has a role in epithelial development in various organs, and it manifests in the female genital system in the basal and para-basal cells of the  cervix's scaly epithelial cells, the vagina, the vulva, and in the "reserve" cells in the area of the epithelial transition zone of the cervix, as well as in immature metaplastic cervical cells and atrophied cells in the cervix. The increase in its level supports the proliferation of para-basal cells under laser treatment.
In the treatment of women with lichen sclerosus, a consistent subjective improvement could be observed only with respect to the indices of itching and discomfort. Changes in burning and dyspareunia were inconsistent and therefore cannot be discussed. In addition, no consistent change in the appearance of the genitalia following the treatment was observed, and some of the women exhibited a worsening in the skin condition following treatment. It is possible that these changes may not represent changes as a result of laser treatment but spontaneous changes in the appearance of the skin due to lichen sclerosus, which is manifested in alternate improvement and worsening, as is also seen in women who have not undergone treatment. Furthermore, histological observations did not show improvement in the genital skin before and after treatment, and we also found no changes in the immunohistochemical staining. 
Contrary to what has been reported in other studies, the patients in this study reported experiencing pain during treatment, despite the use of a potent local anesthetic ointment. The sense of pain limited the strength of the laser energy used, specifically in the vestibular tissue and the vaginal skin, which are more sensitive to pain than vaginal tissue. In women with LS, we had to significantly reduce the therapeutic energy due to the experienced pain, and it is possible that the use of relatively low energy levels in the treatment of the vaginal skin was the reason of the lack of improvement in these women.
Given the favorable reports on one hand, its high cost and possible complications on the other hand, it is of question whether laser treatment can replace or add to current treatment, and as such may be an alternative treatment for patients with contraindications, allergies, side effects or low compliance (eden, biglia)
The FDA recently issued [] a statement indicating that there are no energy-based devices currently marketed in the United States that have been cleared for vaginal procedures, including indications for managing GSM, urinary incontinence  or other menopause-related conditions. The FDA statement cite numerous adverse events from use of lasers and for these indications, including both surgically related complications and thermal injuries causing burns, scarring, and pain. 	Comment by ahinoam: ?
In contrast to the FDA’s report, no significant side effects were observed, something that indicates that a careful selection of patients alongside limiting energy levels will not lead to complications. However, this study did not indicate a significant advantage in laser treatment, and other controlled sham??? studies are required to ascertain whether laser treatment is effective and how long the results are retained.
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Tables followed by figures (figures are in separate files).	Comment by Linda Yechiel: Create all tables as double-spaced text in Microsoft Word.	Comment by Linda Yechiel: follow the style and order noted on pages 90-95 of the AMA style guide, 10th edition.
Table 1: TITLE

	HEADING
	Vaginal Atrophy 
(n = 8)
	Lichen Sclerosus 
(n = 8)

	Age (Range, mean)
	60 (49-71)
	53 (35-71)

	Menopausal years (Range, mean)
	
	

	Past use of topical preparations
	6 patients 
	6 patients 

	Causes for non-use of topical preparations
	Breast Cancer-1
Side Effects-
RVVC-1 PATIENT

	LOW COMPLIANCE-2

	Length of topicals non-use
	
	





Table 2: Immunohistochemical features before and after laser CO2 treatments in the epidermis and dermis of vaginal atrophy	Comment by Linda Yechiel: This table is probably way too wide for the page and needs to be redone. 	Comment by ahinoam: Need to add in methods or in legend to table Diana's grading system
יש להוסיף מספר טיפולים
לעבור על הנתונים
ולהוסיך את 7 לפני הטיפול

	Patient
	Number of laser treatments
	P63 E
1
	P63 D 
D
	P16 EF
	P16D 
	ER E
	ER  D
	PR E
	PR D
	KI-67 E
	KI-67 D

	1 before Before laser
	
	0
	0
	0
	1
	3
	3
	0
	±
	0
	0

	1 After laser
	
	2.5
	 
	0
	1
	3
	3
	0
	1
	2
	0

	2 Before laser
	
	2
	
	1
	1
	3
	3
	±
	±
	3
	1

	2 After laser  
	
	3
	
	0
	1
	3
	3
	0
	2
	1.5
	1

	3 Before laser
	
	1
	0
	0
	2
	3
	3
	3
	3
	3
	0

	3 After laser
	
	3
	 
	0
	2.5
	3
	3
	0
	3
	3
	0

	4 Before laser
	
	2
	
	0
	2
	3
	3
	0
	3
	2
	0

	4 After laser
	
	3
	
	±
	1
	2.5
	3
	0
	2.5
	1.5
	1

	5  Before laser
	
	1
	 
	0
	1
	3
	3
	2
	1
	3
	0

	5 After laser
	
	3
	 
	0
	2.5
	3
	3
	0
	2
	3
	2

	6 Before laser
	
	3
	
	0
	1
	3
	3
	1
	3
	3
	0

	6  After laser
	
	1
	
	0
	1
	3
	3
	2
	3
	1
	0

	7 Before laser
	
	 
	 
	 
	 
	 
	 
	 
	 
	 
	 

	7 After laser
	
	3
	 
	0
	2
	3
	3
	0
	1
	1
	0



1E-epidermis; D- dermis; PR- progesterone receptor; ER-  estrogen receptor




	Comment by Linda Yechiel: You need to label this as a figure and then update figure number all through the text. 
Make sure you change “before” and “after” into English.!

Too wide for the page! 	Comment by ahinoam: גרף עם כותרות באנגלית. צריך לחשוב מה הוא מוסיף לנו




Table No. 2 – Changes in immunohistochemical staining in lichen sclerosis 
	Comment by ahinoam: לשנות את הפורמט בדומה לטבלה הקודמת

	Comment by Linda Yechiel: Make sure the table is not too wide for the page. 
	Sample no.
	P63 E1
	P63 D
	P16 E
	P16 D
	ER E
	ER  D
	PR E
	PR D
	MIB E
	MIB D

	2
	1(BASAL LAYER)
	0
	1(NON SPEC)
	2
	0
	0
	0
	0
	3(BASAL LAYER)
	±

	17
	3
	
	1(NON SPEC)
	1
	0
	0
	0
	0
	3
	3

	4
	2(BASAL LAYER)
	0
	1(NON SPEC)
	1
	2(few)
	3(few)
	0
	1(few)
	focal2
	1

	13
	3(BASAL LAYER)
	
	1(NON SPEC)
	2
	0
	2
	0
	2
	
	2.5

	5
	2.5
	
	non specific
	1
	2(few)
	0
	0
	0
	3
	1

	28
	3
	
	0
	1
	0
	0
	0
	0
	2
	1

	7
	2(Besal+ sup)
	
	0
	±
	3()
	2
	0
	2
	2
	1

	20
	2.5
	
	1
	1
	1
	2
	0
	1.5
	3
	2

	9
	1 (besal)
	
	2(NON SPEC)
	1
	±
	1
	0
	0
	2
	2

	23
	2
	
	1.5
	2
	0
	1.5
	0
	1
	2
	1

	11
	2
	
	0
	1
	0
	0
	0
	0
	4
	1

	26
	2.5
	
	1
	1
	0
	1
	0
	0
	2.5
	1

	14
	3(besal+sup)
	
	1(new spea)
	0
	0
	0
	0
	0
	3
	0

	25
	3
	
	1
	2
	1.5
	1
	0
	1.5
	2.5
	0

	18
	3
	
	1(new spea)
	1
	0
	2
	0
	1.5
	3
	1(focel)

	30
	3
	
	1
	1
	0
	3
	0
	3
	1
	0


1E-epidermis; D- dermis; PR- progesterone; ER-  estrogene



Figure Captions and Legends	Comment by Linda Yechiel: A caption should comprise a brief title (not on the figure itself) and a description of the illustration. 
Figure 1: Sstudy's flow chart
Figure 2a:- Vvaginal probe
Figure 2b: V vulvar probe
Figure 3a: Change in Vaginal Health Iindex during the study
Figure 3b: Change in vVaginal pH during the study 
Figure 3c: Change in Vaginal Maturation Index during the study
Figure 4: Improvement in GSM symptoms by VAS scores during the study
Figure 5: Histologic findings before and after CO2 laser treatments in vaginal atrophy: H&E staining, magnification X200?	Comment by ahinoam: Need original photos according to paper's request, with legends and arrows inside
Figure 6: Improvement in lichen sclerosus symptoms by VAS score during the study
Figure 7: Histologic findings before and after CO2 laser treatments in lichen sclerosus: 
H&E staining, magnification X200?

Figure No. 11: – 63P staining before and after treatment of vaginal atrophy	Comment by Linda Yechiel: Figure 8???

On the final page of the manuscript supply the following for each figure:
The figure number, figure title, and a 1- or 2-sentence description (legend, caption). Explain any arrowhead, letter, or other symbol used to identify parts of a photograph, drawing, or other illustration. Spell out any abbreviations used. In photomicrographs, explain the internal scale and identify the method of staining, if appropriate. If a figure was previously published by any of the bylined authors or others, insert a statement that permission has been granted and by whom, as well as a full citation of the original publication.

Figures 1 and 2??? 
Figure 1: study's flow chart
Figure 2a-vaginal probe
Figure 2b vulvar probe
Figure 3a: Change in Vaginal Health Iindex during the study
[image: ] 

Figure 3b: Change in vVaginal pH during the study 
P=0.035
PH










Figure 3c: Change in Vaginal Maturation Index during the study P=0.018
VMI











Figure 4: Improvement in GSM symptoms by VAS scores during the study[image: ] 	Comment by ahinoam: 1.יש אולי טעות במספרים לפי הטבלה מול התרשימים- בטבלה של נאוה. יש לשבת עם נאוה. בהצלחה!
2.צריך נתונים מספריים במקרא לגבי מידת השיפור
Legend:
Figures showing improvement of subjective measures, as reported by the patients, using VAS. Dryness improved from XX±XX to XX±XX, burning improved from XX±XX to XX±XX, discomfort improved from XX±XX to XX±XX, itching improved from XX±XX to XX±XX, dysuria improved from XX±XX to XX±XX, and dyspareunia improved from XX±XX to XX±XX,
3.בגרף של דיספראוניה, לפי P אין שינוי משמעותי סטטיסטי, אבל בגרף זה נראה אחרת, לבדוק עם נאוה את ה-P
4.שני Burns  ל- burning
5.שני urinary ל- dysuria
Legend:
Figures showing improvement of subjective measures, as reported by the patients, using VAS. Dryness improved from XX±XX to XX±XX, burning 
[image: ]

[image: ]








Figure 5: Histologic findings before and after CO2 laser treatments in vaginal atrophy: 
H&E staining, magnification X200?	Comment by ahinoam: Need original photos according to paper's request, with legends and arrows inside
Bbefore treatment
After treatment
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[image: ] Figure 6: Improvement in lichen sclerosus symptoms by VAS score during the study	Comment by ahinoam: Change burns into burning
גם כאן יש לשבת על הערכים ומידת משמעות הסטיסטית עם נאוה
[image: ]




Figure 7: Histologic findings before and after CO2 laser treatments in lichen sclerosus: 
H&E staining, magnification X200?	Comment by ahinoam: Need original photos according to paper's request, with legends and arrows inside

After treatment
Before treatment
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Figure No. 11 – 63P staining before and after treatment of vaginal atrophy
[image: ][image: ]






Figure 4: @No__t-0Improvement in GSM symptoms by VAS scores during the  @ No _-2 @ No __t-3study @ no __t-4[image: ] 
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Figure 5: Histologic findings before and after CO2 laser treatments in vaginal atrophy
@No__t-0H & E staining, magnification  @ No _-2 @ No __t-3X200 @ No __t-4 @ No _-5 @ No __t-6 @ No _-7 @no__t 8?
Before treatment
After Treatment
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FORMATTING instructions 

Manuscripts must be submitted in American English, double spaced, with a font size no smaller than 12. Number pages consecutively in the upper right corner in the following order: title page, condensation and short version of title, abstract, main text, acknowledgments, references, tables, and figure legends.
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Graph 5-P63 levels in the epidermis layer in women before and after treatment
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