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Kinh gii: Cue An toan Thye phim — B Y té

Cong ty TNHH Duoc pham Pong Dé xin gii téi Quy Cuc 15 chao tran trong va xin duge trinh bay

van dé sau:

Céng ty ching toi da duoc cdp Gidy tiép nhan ding ky ban céng bd sén phdm sb 76/2019/DKSP
ngay 07 thang 03 ndm 2019 cho san pham Thyc phim béo vé strc khoe GastimunHP Plus.

Thuc hién quy dinh cdp nhat GMP nha san xudt cho san phdm GastimunHP Plus, Céng ty chiing toi
d4 tién hanh cap nhat trén website clia Cuc An toan Thuc phdm. Do nha san xuat ¢6 thay déi nén Cong

ty ching tdi xin dugc cdp nhat thong tin vé nha san xudt trén Ban cong bd san pham, nhin phu va nhén

chinh san pham nhu sau:

Noi dung trén nhan chinh da dwge duyét

Noi dung cip nhéit

Manufactured by:
EW Nutrition Japan K.K.
Add: 839-7 Sano, Gifu —city 501-1101

Manufactured by:

ASTRIM, INC.

2006, Kobora, Yamada-cho, Mizunami-shi, Gifu,
JAPAN

Product of: EW Nutrition Japan K. K.

Add: 839-7 Sano, Gifu-city 501-1101

Noi dung trén ban céng bo san phim va nhin

phu did dwge duyét

Noi dung cip nhat

San xuét bai:
EW Nutrition Japan K.K.
Dia chi: 839-7 Sano, Gifu — city 501-1101,

Japan

San xuat boi: ASTRIM, INC.

Dija chi: 2006, Kobora, Yamada-cho, Mizunami-shi,
Gitu, Japan

San phdm cua:

EW Nutrition Japan K.K.

Dia chi: 839-7 Sano, Gifu —city 501 — 1101, Japan

Ching tai xin cam két giit nguyén cac ndi dung khac trong ho so dang ky Ban cong bo san pham da

dugc Quy Cuc pheé duyét

Kinh d& nghi Quy Cép xem xét va phé duyét hd so
Céng ty chang toi xin chén thanh cam on va trén trong kinh chao!
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Contains IgY antibody (Ovalgen HP) and

heat killed probiotic Lactobacillus johnsonii No. 1088
Provide the best synergetic protective effect
Product of: EW Nutrition Japan K.K

BRRAA =TT

Add. 839-7 Sano, Gifu-city 501-1101

MADE IN JAPAN

Gastimun

IgYGate

Manufactured by: ASTRIM, INC.
20086, Kobora, Yamada-cho, Mizunami-shi,

OPEN
Gifu, JAPAN —) IgY¥Gate

|
GastimunHP prs
|
|

HARF4LY HP PSR

Tear off this slip and retain it for your records.

@VA'{}QK®

IgYGate IgY for Life

. - Contains IgY antibody (Ovalgen HP) and
G a stl m u n H P P l heat killed probiotic Lactobacillus johnsonii No. 1088
uS Provide the best synergetic protective effect
HRAFA LY HP PSR

— Ovalgen HP, a special immunoglobulin having

BERm anti-Helicobacter pylori activities, is a
trademark of EW Nutrition Japan
Effect: Helps strengthen gut immune system and Patent N°.:
resistance against pathogens in stomach. US6793921, EU0877032, JP3430853
Supports and promotes a healthy stomach and
digestive system. Specially selected Lactobacillus johnsonii No. 1088 originated

Reduces side effects of antibiotics and enhances efficacy of therapy.

from the stomach of a healthy man in Japan.
Highly resistant to stomach acid.

ERENINII 6020




101 ueder ‘nJIo ‘Iys-lweunzip ‘oyd-epewep ‘e10qoy ‘900¢
dX3 INI ‘INIYLSY :Ag sainjoejnuelp
AMEGAEGN—T TN LE— )RS EH

N

TOTT-TOS AMd-nyID ‘Oues /-6€8 "PPY “)') ueder uoilIINN M3 340 3NpoUd

8G6° swualdioxg ‘8wQS :880T ‘ON luosuyol snj1a0qo3an7 d1301qoid pa||1d-1eaH
ueder ul apeN ‘T (Apogiiue A3| uiuiejuod) }|oA 333 : uonisodwo)
93ed yoeg

-1 104 ASI - ~webjea(D)

SN|d w.dHUNWINSED
T EEHF
YL AdHATVr LY [ 21BOAS| Juswa|ddns pooy yijesH

a23ded juo.4



NHAN PHU SAN PHAM

1. Tén san pham: Thuc pham bao vé stic khoe GastimunHP Plus
2. Thanh phan:
Trong mdi goi 4 g ¢ chira:
Chiét xuit tir long do tring ga (Ovalgen HP) 1 g (tong khang thé IgY: twong duong 6 mg); men vi
sinh Lactobacillus johnsonii No. 1088 dang chét do nhiét 50 mg (twong dwong 5 x 10° té bao).
Phu liéu: 2,95 g (Sorbitol 1.95 g, Maltitol 0.67 g, bot chudi 0.2 g, huong vi chui 0.124 g, chiét xut
co ngot 0.006 g).
3. Thai han sit dung: 02 nim ké tir ngay san xuit, NSX va HSD xem “Mfg date”, “Exp date” trén
bao bi.
4. Quy cach dong goi: (4g/goi x 10g61)/Hop
5. Cong dung: Giup cai thién hé vi sinh vat c6 loi, hd trg strc khoe cho da day va hé tiéu hoa, hd
trg nang cao suc dé khang
Poi twgng sir dung: Nguoi can duy tri siec khoe cho da day va hé tiéu héa, ngudi tiéu hoa kém, nguoi
c6 khuan Helicobacter pylori da day.
Cha y: Thuc pham nay khong phdi 1a thusc khong cé tac dung thay thé thudc chiza bénh. Poc kp
hirong dan sir dung trieéc khi ding.
6. Liéudung: Hoatan 1 goi véi mot cde nude (50 -100 ml) va udng, 2 1an mdi ngay sau bita an.
7. Bio quan: Noi kho mat, nhiét do dudi 30°C. Dé xa tim tay tré em
8. Cong bo khuyén cao vé nguy co: Khong ding cho nguoi di img véi trieng va bt ky thanh phan
nao ciia san pham. Tham khéo y kién bdc si, dwgc st néu c¢é phan img la khi ding san pham hodc
bénh khéng tién trién tot
9. XuAt xtt : Nhat Ban
Nha san xuat: ASTRIM, INC.
Dia chi: 2006, Kobora, Yamada-cho, Mizunami-shi, Gifu, JAPAN
San pham ciaa: EW Nutrition Japan K.K.
Dia chi: 839-7 Sano, Gifu — city 501 -1101, Japan
10. Thwong nhan nhip khau, phin phéi va chiu trach nhiém vé chit hrgng san pham
CONG TY TNHH DUQC PHAM PONG PO
Dia chi: Tang 1 va tang 4, toa nha Home City tai s6 177, T6 51 phd Trung Kinh, Phuong Yén Hoa,
Quan Cau Gidy, Thanh phé Ha Noi, Viét Nam.
bién thoai: + 84 4 3 5576151/52 Fax: +84 4 3 5576150 -
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CONG HOA XA HOQI CHU NGHIA VIET NAM
Doc lap — Tw do — Hanh phue

Kinh giii: Cuc An toan Thue phz?im

Céng ty TNHH Dugc phidm Ddng D6 da duge cép Gidy tiép nhan ding ky ban cong b6 séan phdm
sb 76/2019/DKSP ngay 07 thang 03 ndm 2019 cho san phdm Thyc phédm bao vé siic khoe
GastimunHP Plus.

Thue hién quy dinh cp nhat GMP nha san xuét cho san phdm GastimunHP Plus, Cong ty ching

t61 dé tién hanh cép nhat trén website ciia Cuc An toan Thuc phim.

Ngoai ra, ching t6i xin giai trinh v& thinh phén Lactobacillus johnsonii trong c¢ong thirc san

phim nhu sau:

- Trong cong b da dugc duyét, thanh phédn céu tao san phém ¢6 ghi Lactobacillus johnsonii (la
tén ching vi khudn dugc ding)

- Hién tai, ching t6i mudn ghi thém ky hiéu dinh danh cho chiing vi khuan nay véi s6 dinh danh
la No. 1088, vi vy chung tén xin b sung tén thanh phén cAu tao 1a: Lactobacillus johnsonii
No.1088.

- Vivdy, Ching tdi xin dugc cép nhét tén thanh phan trén Ban cong bb va nhan phy nhu sau:

Noi dung trén Béan cong b6 va Nhan phu da N§i dung cip nhit

dwoe duyét

Men vi sinh Lactobacillus johnsonii dang chét | Men vi sinh Lactobacillus johnsonii No. 1088

do nhiét dang chét do nhiét

Chung tdi xin cam két cach ghi néi trén khdng lam thay ddi thanh phdn san phim so véi cong bd

di duoe Cuc An Toan Thuc Phdm cép phép
Kinh mong Cuc An Toan Thuye Phim xem xét.

Xin chan thanh cam on!

Ha Néi, ngay-4/. thang, J5nim 2020
Noi nhén: CONG TY TNHH DUQC PHAM BONG PO

- Nhu trén
- LuulVP
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Anti-Helicobacter pylori activity of non-living,
heat-killed form of lactobacilli including Lactobacillus
johnsonii No.1088

Yuji Aibal2, Hiroki Ishikawa?, Masayoshi Tokunaga?
and Yasuhiko Komatsu®f

1Development Research Department, Snowden Co., Ltd, Tokyo 101-0032, Japan, 2Department of Psychiatry,
Tokai University School of Medicine, Kanagawa 259-1193, Japan and 3Support Center for Medical Research and
Education, Tokai University School of Medicine, Kanagawa 259-1193, Japan

*Corresponding author: Development Research Department, Snowden Co., Ltd., 3-7-16 Iwamoto-cho, Chiyoda-ku, Tokyo 101-0032, Japan.

Tel: +81-3-3866-2828; Fax: +81-3-3866-3031; E-mail: gc5y-kmt@asahi-net.or.jp, y_ komatsu@snowden.co.jp

One sentence summary: Non-living heat-killed form of Lactobacillus johnsonii No.1088 was found to have anti-Helicobacter pylori activity not by the
co-aggregation mechanism.

Editor: Miguel Gueimonde

fYasuhiko Komatsu, http://orcid.org/0000-0003-1739-8222

ABSTRACT

Some strains of lactic acid bacteria are reported to inhibit the growth of Helicobacter pylori and proposed to be useful to
support so-called triple therapy for H. pylori. Although most strains must be alive to exert their anti-H. pylori activity, some
lactobacilli strains are effective even when dead. One possible underlying mechanism of such an activity of non-living
lactobacilli is reportedly co-aggregation with H. pylori. In this study, we found that a non-living heat-killed form of
Lactobacillus johnsonii No.1088 (HK-L]J88) and also that of some other lactobacilli inhibited the growth of H. pylori in vitro.
Furthermore, the number of H. pylori in the infected stomach of germ-free mice was significantly decreased by the repeated
oral administration of HK-LJ88. Observation by scanning electron microscopy revealed that no co-aggregation had occurred
between H. pylori and HK-LJ88; instead, deformations of H. pylori (e.g. disappearance of spiral, bending of cell body, coccoid
formation, degradations, etc.) appeared after incubation for 24 h with HK-LJ88. These results suggest that HK-L]88 inhibited
H. pylori activity probably not by co-aggregation but by some unknown mechanism involving HK-L]88's cell surface
molecules and that even non-living lactobacilli are possibly useful to support H. pylori eradication therapy.

Keywords: lactic acid bacterium; non-living heat-killed form; Lactobacillus johnsonii; anti-Helicobacter pylori activity; germ-free
mice; scanning electron microscopy
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INTRODUCTION cause of stomach cancers (Peek 2002). So it is crucial to eradi-
cate H. pylori in order to keep a healthy stomach condition and
to lower the future risk of stomach cancer. The standard ther-
apy for an H. pylori infection is so-called triple therapy consisting
of two antibiotics (e.g. clarithromycin and amoxicillin) and one

Helicobacter pylori is a pathogenic bacterium infecting and be-
ing able to live in the stomach (Marshall and Warren 1984; Mar-
shall et al. 1985; Morris and Nicholson 1987). Helicobacter pylori
causes chronic stomatitis and is now thought to be the main

Received: 29 March 2017; Accepted: 12 May 2017
© FEMS 2017. All rights reserved. For permissions, please e-mail: journals.permissions@oup.com
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Figure 1. Anti-H. pylori growth activities of heat-killed non-living lactobacilli in vitro. (A) Anti-H. pylori activities of 10 different heat-killed lactobacilli including 1J88.
About 10° cells/mL of heat-killed lactobacilli were mixed with H. pylori, and the number of viable H. pylori was determined after 24-h cultivation at 37°C under microaer-
obic conditions. (B) Dose-dependency of anti-H. pylori activity of HK-1J88. Various concentrations of HK-LJ88 were incubated with three different initial concentrations

of H. pylori (10°, 10° and 107 cfu/mL) for 24 h under microaerobic conditions.

proton-pump inhibitor (e.g. omeprazol) (Malfertheiner et al.
2007). Recently, the emergence of H. pylori resistant to antibi-
otics has become problematic, reducing the rate of successful H.
pylori eradication. However, the recent employment of different
types of antibiotics (e.g. metronidazole) and a new potassium-
competitive acid blocker (vonoprazan) have significantly in-
creased the eradication rate above 90% or more (Nishizawa et al.
2015; Suzuki et al. 2016).

Regarding lactic acid bacteria in relation to anti-H. pylori
therapy, some strains (e.g. Lactobacillus johnsonii Lal, L. gasseri
OLL2716, L. delbrueckii supsp. bulgaricus, etc.) were reported to in-
hibit the growth of H. pylori in vitro and/or in vivo (Michetti et al.
1999; Felley et al. 2001; Sakamoto et al. 2001; Fukushima et al.
2004; Fujimura et al. 2006; Boyanova, Stephanova-Kondratenko
and Mitov 2009; Kato-Mori et al. 2010). Although there exist some
controversies, intake of probiotics has been proposed, based on
meta-analysis, to increase the rate of successful triple therapy
for H. pylori (Dang et al. 2014) or at least to improve the ad-
verse effects of diarrhea and nausea associated with triple ther-
apy (Lu et al. 2016). Anti-H. pylori activity of these strains of lac-
tobacilli was reported to be elicited by living bacteria, but one
report mentioned the anti-H. pylori activity of non-living lacto-
bacilli. Namely, Holz et al. (2015) screened lactobacilli for the abil-
ity to co-aggregate with H. pylori, and they found a representative
strain, L. reuteri DSM17648, to have strong co-aggregation ability.
Notably, this strain could co-aggregate with H. pylori not only in
its living state but also in its non-living state. They also exam-
ined the anti-H. pylori effect of non-living L. reuteri DSM17648in a
pilot clinical study and found it to be effective in humans (Holz
et al. 2015). So it is possible that there exist some other lacto-
bacilli also having anti-H. pylori activity even when dead.

We recently found a new strain of lactobacilli, L. johnsonii
No0.1088 (L]88), that inhibits the growth of H. pylori in vitro and
reduces the number of H. pylori infected in the stomach of hu-
man intestinal microbiota-associated mice (Aiba et al. 2015). In
this study, we examined whether or not the non-living, heat-
killed form of LJ88 (HK-LJ88) and that of other lactobacilli would
also have anti-H. pylori activity and found this to be the case.
Next, we observed, by using scanning electron microscopy (SEM)

technology, the mixture of HK-LJ88 and H. pylori to evaluate the
possibility of co-aggregation with H. pylori as the responsible
mechanism for this anti-H. pylori activity of HK-LJ88.

MATERIALS AND METHODS
Bacterial strains

Helicobacter pylori No.130 was isolated at Tokai University Hos-
pital as described previously (Kabir et al. 1997) and cultured in
brain/heart infusion broth (BD, NJ, USA) containing 5% horse
serum (BHI-HS) under microaerobic conditions at 37°C. LJ88 is
a lactic acid bacterial strain isolated from the gastric juice of a
healthy Japanese as described previously (Aiba et al. 2015) and
cultured in de Man, Rogosa and Sharpe (MRS) broth (BD) at 37°C.
Type strains of lactobacilli (i.e. Lactobacillus acidophilus JCM1132,
L. brevis JCM1059, L. fermentum JCM1173, L. gasseri JCM1131, L.
johnsonii JCM2012, L. casei JCM1134, L. pentosus JCM1558, L. plan-
tarum JCM 1149 and L. reuteri JCM1112) were obtained from Japan
Collection of Microorganisms (RIKEN, Ibaraki, Japan) and cul-
tured in MRS broth at 37°C. For the experiment comparing var-
ious lactobacilli (Fig. 1A), heat-killed preparations of lactobacilli
were obtained by autoclaving bacterial suspensions in BHI broth
(at about 5 x 10° cfu/mL) at 121°C for 15 min. Regarding HK-1J88
for other experiments, we used lyophilized powder of HK-L]88,
which had been prepared by autoclaving LJ88 in water and then
freeze-dried. The number of HK-LJ88 in the lyophilized powder
was determined by microscopically counting the number of LJ88
in its saline suspension with hemocytometer.

In vitro evaluation of anti-Helicobacter pylori activity

Helicobacter pylori No.130 were mixed with heat-killed prepara-
tions of lactobacilli in BHI-HS and then cultured for 24 h at
37°C under microaerobic conditions. The number of viable H.
pylori was determined by counting colonies on BHI agar plates
containing 7% horse serum, 25 pug/mL tetrazolium chloride,
2.5 units/mL polymyxin B and 2 ug/mL vancomycin B after the
bacterial mixture had been spread on the plates and cultured for
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Hoat tinh chéng vi khud?lg Helicobacter pylori ciia Lactobacilli dang chét do nhiét’»
bao gom Lactobacillus johnsonii No. 1088

Yuji Aiba 12, Hiroki Ishikawa, Masayoshi Tokunaga va Yasuhiko Komatsu

! Phong Nghién ciru va Phét trién, Cong ty TNHH Snowden, Tokyo 101-0032, 2 Khoa Tam thén
hpc, Truong DPai hoc Y Tokia, Kanagawa 259-1193, Nhat Ban va 3 Trung tam ho trg Nghién ctru Y
té va Gido duc, Truong Pai hoc Y Tokai, Kanagawa 259-1193, Nhat Ban.

Tong quat

Mbt sé chung vi khuén axit lactic dugc béo cdo 1a tc ché su phat trién caa Helicobacter pylori va
dugc dé xuét 13 hiru ich dé hd tro cai goi la liéu phap ba cho H. pylori. Mic diu hau hét cac chang phai
con séng dé thuc hién hoat dong chong H. pylori cia chiing, mot sé chang lactobacilli ¢6 hiéu qua
ngay ca khi chét. Mot co ché tiém an c6 thé co cua mot hoat dong nhu vay cua lactobacilli khdng
séng duoc bao céo la hop tac vai H. pylori. Trong nghién ciru nay, ching t6i da phat hién ra rang mot
dang Lactobacillus johnsonii No.1088 (HK-LJ88) va mot sb loai vi khuan Lactobacilli khac da tc
ché sy phat trién caa H. pylori trong éng nghiém. Hon nita, s6 luong H. pyloritrong da day bi nhiém
cua nhitng con chudt khéng c6 mam bénh di giam dang ké bang cach udng lip lai HK-LJ88. Quan
sat bang kinh hién vi dién tir quét cho thay rang khong c6 su két hop nao xay ra giita H. pylori va
HK-LJ88; thay vao d6, bién dang caa H. pylori (vi du bién mat xoin dc, ubn cong co thé té bao, hinh
thanh coccoid, thoai hoa, v.v.) xuat hién sau khi o trong 24 gio véi HK-LJ88. Nhiing két qua nay cho
thdy HK-LJ88 da trc ché hoat dong cua H. pylori cé 18 khong phai do su két hop ma boéi mot sb co
ché chua biét lién quan dén cac phan tir bé mat té bao cua HK-LJ88 va tham chi ca lactobacilli khdng
sbng c6 thé hiru ich dé hd tro diéu tri tiét trir H. pylori.

Gioi thiéu

Helicobacter pylori 1a mét loai vi khuan gay bénh lay nhidm va c6 thé séng trong da day (Marshall
va Warren 1984 ; Marshall et al. 1985 ; Morris va Nicholson 1987 ). Helicobacter pylori gay viém
miéng man tinh va hién dugc cho l1a nguyén nhan chinh gay ung thu da day (Peek 2002 ). Vi vay,
diéu quan trong la phai tiéu diét H. pylori dé giit cho tinh trang da day khoe manh va giam nguy co
ung thu da day trong twong lai. Liéu phéap tiéu chuan cho nhiém tring H. pylori dugc goi la liéu phép
ba bao gdm hai loai khang sinh (vi du: clarithromycin va amoxicillin) va thudc tic ché bom one proton
(vi du omeprazol) (Malfertheineret al. 2007 ). Gan day, su xuat hién caa H. pylori khang khang sinh
da tro thanh van dé, l1am giam ty 18 diét H. pylori thanh cdng. Tuy nhién, viéc st dung gan day céc
loai khang sinh khéc nhau (vi du metronidazole) va thuéc chen axit canh tranh kali mai (vonoprazan)
da lam ting dang ké ty I& tiét trir trén 90% tro 1én (Nishizawa et al. 2015 ; Suzuki et al. 2016 ).

Lién quan dén vi khuan axit lactic lién quan dén liéu phap chong H. pylori, mot sé chang (vi
du Lactobacillus johnsonii Lal, L. gasseri OLL2716, L. delbrueckii supsp. Bulgaricus, v.v.) da
dugc bao cao dé e ché su phét trién caa H. pylori trong ng nghiém va v.v. / hoac in vivo (Michetti et
al. 1999 ; Felley et al. 2001 ; Sakamoto et al. 2001 ; Fukushima et al. 2004 ; Fujimura et al. 2006 ;
Boyanova, Stephanova-Kondratenko va Mitov 2009 ; Kato-Mori et al.2010 ). Mic du ton tai mot sé
tranh céi, viéc sir dung men vi sinh da duoc dé xuat, dua trén phan tich tong hop, dé tang ty I diéu
tri ba lan thanh cong cho H. pylori (Dang et al. 2014 ) hoac it nhat 1a dé cai thién tac dung phu cua
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tiéu chay va budn ndn két hop véi lieu phép ba (Lu et al. 2016 ). Hoat tinh chéng H. pylori cua cac
chung Lactobacilli nay dd dugc bao cdo 1a duoc khoi goi boi vi khuan séng, nhung mét bao cao da
dé cap dén hoat tinh chéng H. pylori caa Lactobacilli khdng séng. Cu thé, Holz va céng suw. (2015)
da sang loc lactobacilli cho kha nang két hop vai H. pyloriva ho da tim thidy mot chung dai dién, L.
reuteri DSM17648, c6 kha nang hop tac manh m&. Pang chu ¥, chung nay ¢ thé két hop vai H.
pylori khdng chi & trang thai séng ma con ¢ trang thai khéng séng. Ho ciing kiém tra chdng -H. tac
dung pylori cua L. reuteri DSM17648 khong séng trong mot nghién ciru 1am sang thi diém va thay
né cé hiéu qua ¢ nguoi (Holz et al. 2015 ). Vi vay, cd thé ton tai mot sb loai vi khuan Lactobacilli
khac ciing c6 hoat tinh chéng H. pylori ngay ca khi da chét.

Gan day, chiing toi da tim thiy mot chung vi khuan Lactobacilli mai, L. johnsonii sé 1088 (LJ88), c6
tac dung tc ché sy phét trién caa H. pylori trong dng nghiém va lam giam sé luong H. pylori bi nhidm
trong da day cta chudt lién quan dén vi khuan dudng rudt ciia con ngudi (Aiba et al. 2015 ). Trong
nghién ciru nay, ching t6i di kiém tra xem LJ88 (HK-LJ88) khong ton tai hay khong va ciing co
dang hoat dong chéng vi khudn H. pylori khéc. Tiép theo, chiing tdi quan sat, bang cach sir dung cong
nghé kinh hién vi dién tr quét (SEM), hdn hop ciia HK-LJ88 va H. pylori dé danh gia kha nang két
hop vai H. pylorila co ché chiu trach nhiém cho hoat dong chong H. pylori nay cua HK-LJ88
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