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APPENDIX I

ANTIBIOTICS PREPARATION

Amphoterjecin B 0.25 mg/ml

l. Dissolve amphotericin B 50 mg in 200 ml sterile double

distilled water with aseptie techniques

2, Devide each 4 ml and 0.8 ml 6f amphotericin B by aseptic

technique into sterile test tube.

They were used to /fohibit fungi in transport medium,

maintenance medium and cell /culture medium,

Cycloheximide 0.1 mg/mi

1. Dissolve cycloheximide 0,01 g in 100 ml double distilled

water,

2. Sterile by filter through 0.22 micron millipore filter

_paper.

3. Devide each 4 ml of cycloheximide by aseptic technique

into sterile test tube.
Store at ~-20°C.

It was used to inhibit growth of McCoy cells in maintenance

medium,

Gentamicin 0.05 mg/ml

1. Dilute 2 ml of 80 mg gentamicin in 160 ml sterile double

distilled water, "

2. Devide each 2 ml of gentamicin by aseptic technique into

steril test tube,
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Store at -20°C.

It was used to inhibit Gram negative bacteria in cell culture .

medium, maintenance medium and transport medium,

Vancomycin 5 mg/ml

1. Dissolve vancomycin 50 mg in 100 ml sterile double distilled

2

2. Devide eac va onﬁaseptic technique into

sterile test tube. 7 - H

water with aseptic techniqu

It was used t Lam- sitive b eria in cell culture
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APPENDIX II

BUFFER

Phospﬁate Buffer Saline (PBS), pH 7.2

NaCl 10.0 g
KC1 0.25 g
NaHPO4 2H20 3 1,78 g
KH,PO, 0.25 g
DDW 1000 ml

Dissolve these reagents, adjust pH to 7.2 and autoclave at

121°C for 15 min., Store at 4°C.

PBS pH 7.2 was uged for washing the MeCoy cells culture,

Phosphate Buffer Saline (PBS), pH 7.2

NaCl 8.0 g
KC1 0.2 g
NaZHPO4 1.15 g
KH,PO, 0.196 g
DDW 1000 ml

Final pH 7.2

Store ati4’c

This PBS was used to dilute serum and wash slides when

micro-immunofluorescent test for antichlamydial antibody was pefformed.
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Tris Buffer, pH 8

Tris 1.2114 ¢
EDTA 0.2922 ¢
NaCl 5.544 ¢
DDW 1000 ml

Tris buffer pH 8.0 use tther with glycegine

volume by volume for moun immunofluorescent test.
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APPENDIX Il

MEDIA AND REAGENTS

Cell Culture Medium

RPMI 1640 . 200 ml
Fetal Bovine Serum (heat inactivate) 20 ml
Vancomycin 5 mg/ml - 4 ml
Gentamicin 0,5 mg/ml 2 ml.
Amphotericin B70.25 mg/ml 0.8 ml

Final pH. 7.4

Store at 4°C

Cell cuture medium was used to grow the McCoy cells. When
antibiotic susceptibility was tested, the medium should not have any

antibiotics.,

Cell Maintenance Medium

RPMI 1640 200 ml
Fetal Bovine Serum (heat inactivated) 10 ml
Glucose (0J11(g/nl) i 10 ml
Vancomycin 5 mg/ml 4 mi
Gentlamicin’0.5 mg/ml 2 ml
Amphotericin B 0,25 mg/ml 0.8 ml
Cycloheximide 0.1 mg/ml 4 ml

Final pH 7.4

Store at 4°C

This medium was used for culturing of C. trachomatis. When

C. trachomatis were propagated, the medium should not have cycloheximide
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since it was noted that cycloheximide was toxic to C. trachomatis in

McCoy cells (107).

If antibiotic susceptibility was tested, the medium should

not have any antibiotics except cycloheximide and antibiotic to be tested.

Glucose 0,11 g/ml

Dissolve glucose 10.76 g in 100.m! RPMI 1640 medium, stexile
by filter through a millipore filter paper.diameter 0,22 um. Devide
each 5 ml of glucose by aseptic technique into sterile test tube.

Store at ~-20°C.

It was used as a supplement for cell maintenance medium.

L3

RPMI 1640 Medium

RPMI 1640 powder 10,38 ¢

DDW 1000 ml

Suspend RPMI 1640 powder in double distilled water and sterile

by filter through 0.22 um millipore filter paper. Store at 4°C,

RPMI 1640 was used to prepare cell culture medium and cell

maintenance medium.

2 SP Transport Medium

K.\ ‘Preparation of 02| M Sudrose Phosphate’ Buffer (2 SP) (130)

1. Solution A : 68.46 g of sucrose in DDW
Solution B : 2,088 g of anhydrous KZHPO4 in 60 ml1 DDW
Solution C : 1.088 g of anhydrous KH2P04 in 40 nl DDW

2., Combine solution A, B and C; bring to close up 1000 ml

with DDW

3. Adjust pH to 7.0
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4, Bring the volume to 1000 ml with DDW
5. Autoclave at 115°C 15 min
Store at 4°C

B. Composition of 2 SP Transport Medium .

2 SP {(from A) 200 ml
Fetal Bovine Serum | 20 ml
Vancomycin 5 mg/ml - 4 ml
Gentamicin 0,5 mg/ml 4 ml
Amphotericdfi B.0.25 mg/ml 4 ml

Dispense the 2 SP transport medium into sterile centrifuge

plastic tube, approximately 1l ' ml per tube. Store at -20°C,

This transport medium was used for collection and shipment of

chlamydiae to laboratory for culturing.

4 SP Medium
1. Solution-A : 136,92 ¢ of sucrose in 600 ml DDW
Solution B : 2,268 g of NaZHPO4 in 200 ml1 DDW
2. Combine soltition A and solution B
3. Add 2.0"ml-of 0.5% phenol red
47y Bring thelwvolume £lose up 1000 mby) adjust pHito 7.0
5. Bring the volume to 1000 ml with DDW
°C
6. Sterile by autoclaving at 115 =, for 15 min

Store at 4°C.

4 SP medium (0.4 M Sucrose phosphate buffer) was used to
collect propagated C. trachomatis by adding equal volume of 4 SP into

cell maintenance medium which had propagated C. trachomatis.
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17 Trypsin

Trypsin 1 g

DDW 100 ml

Suspend trypsin in double distilled water and sterile by

filter through 0,22 um millipore filter paper. Store at 4°C.

1% trypsin was used fo \ , g McCoy cells,

¥
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APPENDIX IV

STAIN

.Jones' Iodine (5% Iodine Solution) -

KI 5 g
I2 5 g
Methanol or absolute ethanel —5 () ml
DDW 50 ml.

Mix well and filfer before use with Whatman filter paper No.l,

store at room temperature in a bottle protected from light.
Jones' Iodine was used to stain C. trachomatis in McCoy cells.

Jones' Iodine-Glycerine

Mix Jones' Iodine and giycerine equal volume together. Store

at room temperature in a stoppered bottle protected from light.

Jones' Iodine~Glycerine was used to mount the slide and cover-

vslip stained with Jones' Iodine.

Methanol-Formalin

Formalin'or formaldehyde.37% 100 ml

Methanol oryAbsolute ethanol 900 ml
Mix them together, store at roomtemperature.

Methanol-Formalin was used to fix the McCoy cells to the cover-

slip in iodine staining technique for detection of C. trachomatis.



APPENDIX V

CHLAMYDTAL ANTIGEN

Preparation of Chlamydial Antipen from Yolk Sac Grown Organisms for

Microimmunofluorescent Test (87)

1. Inject 0.5 ml of a dilutiensof highly infectious sample of
Chlamydia into the yolk sac of 6--to S8=day-old embryonated hen's eggs.,
Incubate the eggs at 374%C. Examine the eggs daily under a candle

light. Eggs that die"within 72 hr are rejected.

2. When half of the eggs have died, the yolk sacs of the

surviving eggs are harvested,

3. A piece (1 toe 2 mm®) of the yolk sac, close to the
umbilicus, is removed, crushed with tweezers, and smeared on a glass
slide, The slide is fixed by heat and stained by the Macchia&ello or
Giemsa method. The slide is read under the oil+immersion lens of the
dark-field microscope (x1000). The elementary bodies (EB) are seen as
cherry~-red particles (yellow-green with Giemsa) on the background of

yolk-sac tissuey which, stain,blue,

4. Yolk sacs from eggs producing numerous EB are selected for .
antigen production. + 'Egg yolk material’ should be removed as much as

possible. ' The infected yolk sacs are kept frozen at -80°C until use,

5. Weight the yolk sac from which antigen is to be prepared.
A 407 (w/v) suspension of the yolk sac in phosphate buffer saline (PBS)

pH 7.2, is prepared.

6. The yolk sac is ground either by a mortar and pestle, by

a Tenbroeck tissue grinder, or by shaking with glass beads, and 0.01 M
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PBS is added to make a 40% (w/v) yolk-sac suspension.
7. Centrifuge the suspension at 900 g for 15 min at 4°C.

8. Avoid the surface layer of fat and the bottom layer of
gross debris, but collect the in-between layer suspension and centrifuge

again at 900 g for 15 min,

9. The suspension’devoid of fat and gross debris is then
transferred to a 40 ml centrifuge tubé, and PBS is added to fill the

tube,
10, Mix and ecentrffuge at 20,000g at 4°C for 45 min.

I1. Collect the pellet, which consists of relatively pure EBs,

PBS is added to make a #40% suspension,

12. Centrifuge the suspension at 900 g for 10 to 15 min to

remove any gross debris.



ADDITION

Treatment of Infected Pregnant Women with Talsutin

15 pregnant women whose chlamydial culture positive in the
third trimester were further study for treatment, They were treated
with talsutin (tetracycline plus amphotericin B) vaginally for 10
days. It was the first study that_.local tetracycline treatment to
chlamydial pregnant women were tested. During delivery or 4 days

after the complete treatment, the endocervical specimené were repeated,

Two of which weré culture positive, One of treatment failure
was delivered by cesarean section, so her infant did not have
chlamydial infection. "The other stopped using medicine after 3 or 4
days, since she considered herself no symptoms, however, after
delivery conjunctivitis was develope& and proved by positive chlamydial

culture.

Infants Observation

In this study, infants delivered either by infected or non-
infected women were observed. /Two infants develdoped-inclusion
conjunctivitis. "One was discussed before that her mother stopped
using medicine; "the other infant delivered from the women with chla

chlamydial ‘culture positive and have no treatment.

None of the babies delivered ffoﬁ éﬁiamydial cuifﬁgé-negapive
women developed inclusion conjunctivitis. Therefore, from this result
and Table 9, routine culture for C. trachomatis in the third trimester
was important and treatment of chlamydial culture positive women before

delivery was necessary.
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