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CuTture Conditions for Chlamydomonas reinhardi .

A. Culture Media

gt
Stock Solutions (molarities indicated are the final concentrations in tris- '
acetate-phosphate medium)
Beijerinck's Solution: w“/- :
:m,g) ) apcak
B 2073 s Qe 2 - ‘l,
CaClp.2H,0 .,,,, ..:.1 g ) 3.5 x 107 N M-S ol u <#e-'-"“~
ugso,‘ 7){ A v(ff‘ L.0o x 107 MQ,;') 4 4.0 .
99" Fu-.z. ‘r - el vp -

water to ‘1000 ml

Pho?‘:‘;;_.f““ﬁnm. R,

KHZPO, 1.26 ¢ L.5 x 107 M
or vater to 1000 ml 136 W fock "Pg PH )
- diluke ©F a‘ewzl,& e
Tris-Acetate Solution: )
| H v leeFree” kol
_ Trizma Base (Sigua) 121 g 2.0 x 1072 M
. Glacial acetic acid 50 ml 1.7 x 1072 M

(,~ vater to 500 ml

Hutner's Trace Elements Solutions (J. Bacteriol., 52, 213 (1946)

) K \ Feaik 13
Ethylenediamine tetraacetic acid 50.0 g k' v ¥ ok M“'f:fttd;: “\\ p oo ‘(
ZnS0),.TH,0 - 22.0 g foLsson 4w Mo £ TR iow"
:2}13803 " “ N.bkg Zait. v & YA L
MnC15.4H,0 ' S g o
FeS0, . THa0 7' 5.0 g Do ok At bp (e
Coc;12. 610 N 1.6 g WEC
v/CuS0j, . 5H0 1.6 g ~ 6w
(Nﬂh )6“0702‘4 hllzoh l.l g

2o),B0il in T30, ml «hstilled water, cool slightly and tring to pn 6.5-6.8
with "KOH kdo not use NaDH). The clear solution is diluted to 1000 ml with
distilled vater and should huve a green color vhich changes to purple on

standing, Stable for at least one year. :
\_ﬁ‘_';é on f;LaI'« frm Lo 1 tome. 42 ,wnb,nwu—v&f
Medis (using stock solutions 2escribed above)

- Tris-pcetate-Phosphate Medium (pH 7.3): . L omd
: | (38 e st el
Beijerinck's 150 ml 2w a0 Y- . e
Phosphate t!} 25 ml K23 6 n&, . (’
{’ Trte P s # soml ol
. 'l‘ris- acetate 10 30 ml 8. oo T - ¢ '
- a3 ML sme ' - osstad

water to 3000 ml !
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CHLAMYDOMONAS CULTURE MEDIA

SOLUTIONS

1. Phosphate Buffer (2x)
K,HPO, 14.34 g
KHZPO4 * 7.26 g

distilled water 1000 ml

2. Beijerinck's Solution (2x)

NH,Cl e g
Cac;l2°2H20 lg
‘MgS0,° 7H0 2 g

3. ZIrace Flements (after Hutner, §. H., 1950, Proc. Amer,
‘ ' Phil., Soc. 94: 152=170)

Ethylene diamine (dinitrilo) tetra-acetic
acid disodium salt

. 50.0 g .
2nS0,°7H, 0 F07% 22,0 g . W¥2 4k 2af, Fw . NQ
H3BO3 ll.4 g
MAC14H,0 5.06g
FeS04°7H,0 24% 4,999  3.g% Aot Felly i -
CoCl,°6H,0 1.61g |
Cuso4'SHzo' 250 - 1,579 -2¢ %A‘. a‘“‘z fuw oo 3

(Nﬂ4)6M070240 4320 1.10g

Directions: Add all but the EDTA to 550 ml distillod

' water, dissolving them one at a time. Put EDTA into 250 ml

distilled water, heat until completely disso}vod. Bring the
first boaker to 70°C, add the EDTA solution. 4°'l(éeping the
total solution at or above 70°C, bring to pH 6.5-6.8 by
adding 20% ‘KOH solution (put 20 gm XOH in 100 ml H20). (Do
not use NaOH, or KOH pellets undissolved., DIo not make more
alkaline -~ it cannot be brought back with acid). Dilute
to 1000 ml. Let stand in flask with cotton top until the
solution turns purple (at room temperature). Filter out

' red=brown precipitate. Keep in refrigerator.
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MEDIA !
1. TAP

Trizma 121 2,42 g

glacial acetic acig 1.0 ml

1 M KH,PO,, PH 7.0 . 1.0 ml

Beijerinck's solution (2x) 50 ml

Trace solution . | ml

distilled water 950 ml
. * * P\a*'ts YA )

» MINIMAL , M
Beijerinck's solution (2x) 50 ml 3s zf
Phosphate Buffer (2x) 50 ml 3¢ 3%,
Trace Solution 1 ml -3 ::0‘
Distilled water 900 ml &30 T

' Foom| . 'ijﬁazag
3. SUPPLEWENTED HEDIA | o€y agan. 2FINE

a. acetate: minimal plus 29 NaAcetate.3H,0 per litre './ &
b. yeast acetate: minimal plus'ié Sodium acetate and UL
4g yeast extract

14
4. NOTES .
a. for liquid media use as given above. We routinely
use 300 ml in a S00 ml flask,

b. for plates use 1,.5% agar, or 15g per litre., Allow
30 ml per plate. : . .

c. for agar slants use 2% agar, 20g per litra\

CARE OF CULTURES
CARE OF CULTURES

1. All stocks are kopt in yeast acetate agar slants with
screw tops. After innoculation, let them grow up for a-
week at ‘500 ft-candles (less for photosynthetic mutants)
with the tops loose, then tighten tops and keep in dim

light. . : Y
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2. Mutants currently in use are also kept on several Petrie
dishes, yeast extract for wild type and most mutants,
TaAP for photosynthetic mutants. The plates are trans-
fered every week, or every 3-5 days for photosynthetic
mutants. Light is 500 ft-candles for most, 50 or SO -

for the photosynthetics.

‘ . 3., Por biochemichl work, flasks of liquid media (usually
TAP) are jnnoculated from plates (the cells first being
suspended in a small quantity of sterile water). The
gshaker has a light level of about 500 ft-candles; for
photosynthetic mutants a paper towel around the flask
reduces the light by at least 50%.

4. Photosynthetic mutants have a pronounced tendency to
revert or become suppressed. They should be cloned
and tested on minimal medium frequently. If necessary
they can usually be recovered after a backcross to '

wild typec.
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